M2D5: Purify Protein
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Protein purification: Protocol overview
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lyse cells and
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Protein purification: Protocol overview
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evalute protein

Jaime Rivera -- Griffith Lab

coat agarose _
heads with Ni2+ | elute His-tagged

® : protein o
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add protein wash away
mixture non-His proteins
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Protein purification: Get it out of there!<— Lj% =
=%
Lysis Buffer: BPER from Pierce -3
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Prepare samples for SDS-PAGE analysis «
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Normalize samples by cell number.Why? GO SS -, L
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Get your cell counts off the M2D5 talk page (pick your clone! 3x)
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Protein purification: SDS-PAGE Analysis

et

Ch v A Some details:
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|. Polyacrylamide is <& ¢

2.What is in the loading buffer? Why?
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beads wit

Protein purification: Affinity purification + desalting

Coat agarose add protein
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Elute with excess imidazole --

But -- binding and wash buffer

also have imidazole.Why?
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Protein purification: Affinity purification + desalting

3
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HN=CH=C ~N~CH~C~N~CH~C=N=CH~C ~N~CH~C~N~CH~-C~0OH
[ :

lysed bacteria after induction
purified protein (affinity purification)

MW Marker

-IPTG culture sample
+IPTG culture sample

Agarose Beads

*Do not use sepharose beads!
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Today in lab:

Y Pick your clone! Lyse samples with BPER + enzymes.
Y Prepare samples for SDS-PAGE

Y Affinity purify your samples (this will take awhile)
a

W De-salt. Why? ~ Wg\fi wﬁ ro Wﬁum}

Y Add BSA to the rest as a carrier protein.VWhy!

\\//
e Sleep.
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