Lab on cell-free synthetic biology

Week 4



Outline

* Protein purification



How to lyse the bacteria?

How do | choose the method?
« Equipment (cost)

 Downstream assay

Freeze-thaw cycle D Sonication  « Sensitivity of the target protein



@ Elute purified protein

@ Wash column

Affinity purification
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His-tagged protein purification

Target protein
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How to elute the His-tagged protein?
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Outline

« SDS-PAGE



SDS-PAGE (sample prep. & gel prep.)

Sodium dodecyl-sulfate polyacrylamide gel electrophoresis
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SDS: protein denaturant (strong detergent)
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SDS-PAGE (electrophoresis)
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loaded 1n vertical SDS-PAGE system

Direction of migration of samples
in vertical SDS-PAGE system



Visualization of proteins in the gel

« Coomassie blue (~ 0.1-0.5 ug)
* Fluorescent dye staining (~ 4—8 ng)
* Silver staining (~ 0.25-0.3 nQ)
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Next week

* Onepot PURE protein production
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