CaMKIl protein supply for distinct conformations -
Enabling early hit evaluation and rational drug design
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complex. Therefore a detailed characterization
of the binding mode to different forms was
aimed for. We describe here how protein supply

6@ <T306A/T307A

- -
.-'-“-——____.-—-—‘-

pKD or p'Cso

for multiple inactive and active forms enabled 10
those biophysical and structural studies. % :
S . -
- ® 40 1.2
Introduction -
. . . : 30 0.8 -
Domain organization Construct Design | ¥
1 275 315 499 N 15 oo 2 L‘L :
, : _ Co-expression with pl _oImE
Kinase domain BirA " 40000 41000 42000 43000
Counts vs. Deconvoluted Mass (amu)
oligomerization A%ty 0
2‘90 2‘3‘15 Chromgt;graphy Profiles Ratio 350 nm / 330 nm
1,00
@ @b Dephosphorylation g % — —
T287 T306 T307 2 g 509 -
£
Protein status Conformation / Activity Size Exclusion S0 /
20,80
Unphosphorylated Catalytic inactive conformation, Chromit%;raphy ?;;“075 /
CaM binding competent |
Protein QC 0.70 | | | | | |
1287 autonomous active *® 55Temper§fure [00175 ©®
phosphorylated
T306/T307 Catalytic inactive, For Crystallography
phosphorylated CaM binding blocked
Cazt | CaM bound - For a crystallizable active conformation, a shorter

protein lacking the regulatory segment was

Activity of CaMKIl Is regulated by complex needed. Production of this was possible by fusion
mechanisms?! and involves major conformational of a solubilisation tag and a substrate peptide.

changes?. In order to understand small molecule

inhibitor interaction, we established protein supply
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for inhibitor design.
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