11/3/10

Western blot

Protein Blot on SDS Polyacrylamide
Nitrocellulose Gel Eleotrophoresis
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Affinity Purification

J Pr’- Mixture contains proteins of various
~ size,

@ shape,
B@ charge,

hydrophobicity,

Polyclonal Antibody Production

@“&

d

Which protein affinity for different molecules

would we like to
have an antibody
recognize?

These properties can be exploited to separate
individual protein from mixture
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Affinity Chromatography
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His,-tag for Affinity Purification
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His60 Ni Superflow Resin

Ni-NTA Superflow Resin
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Figure 3. Superior yields and better purity were obtained when using His60 Ni
Superflow for purification of bil his-tagged proteii compared to Ni-NTA
Superflow resin. Clontech’s pEcoli Linear Expression System was used to express 6xHN-
AcGFP1 in E. coli. Equivalent amounts of the same sample were used for comparing
His60 Ni Superflow Resin purification (Panel B) with Competitor Q Ni Resin purification
(Panel A). Lane M: Molecular weight marker. Lane OS: Original sample. Lane FT:
Flowthrough. Lanes W1 and W2: Wash. Lane E1-E4: Eluted 6xHN-AcGFP1 fractions.

http://www.clontech.com/products/detail.asp?tabno=2&product_id=212698

Colorimetric Detection

Colorimetric Chemistry
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