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CRL4““ plays an important role in the preservation of genomic integrity. CRL4%*? functions as
an ubiquitin ligase for several important proteins involved in cell cycle and DNA replication
controls. These proteins include Cdt1, p21, and Set8, all of which contain the PIP box, which
allows these proteins to bind PCNA, and subsequent ubiquitination by CRL4%“?. In this thesis,
the authors conducted functional analyses of the human Cdt2 protein, the substrate-recognition
subunit of CRL4°2, Although the N-terminal region of Cdt2 is conserved among species, the
Cdt2 C-terminal region is less conserved, and how this region regulates Cdt2 functions is not
well understood.

To elucidate the role of the Cdt2 C-terminal region, the authors started their investigation

4“2 complex formation. Accordingly, the authors

by whether C-terminal deletion affects CRL
found that the C-terminal region is dispensable for complex formation. However, they found that
the C-terminal region of Cdt2 is important for its activity to ubiquitinate Cdt1. To further
investigate the role of the Cdt2 C-terminal region, the authors performed serial deletion analysis,
which led to the identification of a 100 amino acid domain (450-551 aa) necessary for Cdt2
activity. Furthermore, using a variety of DNA-binding assays, including pull-down assay, EMSA,
and chromatin fractionation, the authors found that this C-terminal domain is required for Cdt2 to
bind DNA.

Overall, the experiments are done carefully, and necessary controls are included. The
interpretation of the results is straightforward throughout the manuscript. The authors'
conclusions are well supported by experimental data presented in this paper. In addition, the
introduction is well written and contains important information as to how the authors were
prompted to conduct the present studies. | feel that this paper describes an important finding as
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to how ubiquitination activity of Cdt2 is regulated via DNA-binding, and how Cdt2 might be
involved in genome maintenance is also well discussed, providing important insights into
understanding of Cdt2 functions in genome maintenance mechanisms. Therefore, |

enthusiastically support granting him a PhD degree based on his doctoral dissertation studies.
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