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Background about Vinculin

* Vinculin is an early and essential
component of nascent cell adhesions.

* Vinculin Is a tadpole-like molecule.

» Globular head of vinculin binds to talin and alpha-
actinin.

« Rod-like tall of vinculin binds to F-actin and paxillin.

A lipid-regulated docking site was found

on the 5% helix of the vinculin tail.
JBC, 2002, 277: 7396

Liang | Apr 23, 2004 2



atomic structure of vinculin tall
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Purify Series of Vinculin Tall
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In Vitro Phosphorylation

of Vinculin Tall
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Tryptic Peptide Map

of Vinculin Tail

Sample from: in vitro phosphorylation product of vinculin tail

Second dimension:

Regular Buffer
Chromatogram

Liang | Apr 23, 2004

e \? N terminus

VCterminus

First dimension: pH 1.9 electrophoresis



Background about Coronin

e Coronin, an actin binding protein, Is
predicted to have diverse activities Iin
nonmuscle cells.

» Coroning,, Isolated from rabbit parietal cells,
IS the downstream target of PKC.JBC. 1999. 274: 3017

» Protein sequence of Coroning, has:
* 89% identity with human coronin 1B,
e 90% Iidentity with mouse coronin 1B,
« 88% identity with rat coronin 1B.
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e 11 phosphorylated peptides may be
generated by trypsin digestion.

Thr containing peptide

Ser containing peptide

10
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70
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Predicted by ScanProsite & PeptideCutter




Purify GST-hCorolB
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Purify HIS-hCorolB

BL21 (DE3) + TF + GroEL + GroES

M

lysate

pellet

e .

- super. flowthrough Washl Washll Elute1 Elute2

Coomassive Blue Staining App.Env.Micro., 2000, 66: 884
10

Liang | Apr 23, 2004



In Vitro Phosphorylation

of Coronin 1B

Histone H1 1B
. . . . 1 hr reaction
15 min 5 min 10 min 15 min .
1B His-1B

Phosphor image
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Tryptic Peptide Map

of Coronin 1B

Sample from: in vitro phosphorylation product of Coronin 1B
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First dimension: pH 8.9 electrophoresis
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» Suggestion from Dr. Cyr; Water bath in Dr. Brennwald's Lab.
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