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Development of a detecting system of ubiquitination and verification in mouse
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Miyamoto, Kazuhide

3,100,000

E2
E2
E3 E2
E3 E2 E2
E3
E3 E2

E3

Ubiquitin-conjugating (E2) enzymes constitute the ubiquitination reaction in

the body and is deeply involved in various cancer diseases such as leukemia, breast cancer, and
colorectal cancer. E2 activity has not been used to detect cancer pathogenesis due to complications
related to the enzymatic cascade reaction. Recently, 1 have developed a system that easily detect E2
activity using artificially designed E3 molecules. In this study, the interaction between
fluorescently labeled artificial E3 and E2 was analyzed in detail by fluorescence spectroscopy. Due
to the difference of E2, we succeeded in detecting the differences in the fluorescence intensity of
artificial E3. In addition, it was found that the binding between artificial E3 and E2s was detected
using the fluorescence polarization.
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Transplanting of Active Site into Scaffold Sequence

Scaffold Sequence:

ARCKVCRKKGEDDKLILCDECNKAFHLFCL CPACQPAT (38 aa)
ARF:
ARCKVCRKKGEDDKLILCDECNKAFHLFCL PKLTC CPACQPAT (43 aa)
FAM-ARF:
FAM wYGRLl_(KkRRQRM - acp- ARCKVCRKKGEDDKLILCDECNKAFHLFCL PKLTC CPACQPAT (54 aa)
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