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activity

BIFEsRE  SUTAREFMAERFEE 2ME BF B A M i
Instructor, Department of Physiology, Toho University, School of Medicine,
Ternya TAMARLU

We have studied nuclear protein phosphorylation in the rat suprachiasmatic
nucleus (SCN), and found three novel types of Ser/Thr kinases (Periodically
fluctuating kinases; PFKs: p45, p100, p200). The activities of PFKs fluctuate with the
light/dark cycle, and the fluctuations seem to be implicated in the circadian clock-
related gene expression. In this study, we examined the phosphorylation by PFKs
toward CLOCK, as a putative physiological target. Among three PFKs, p45™, which
shows the highest Ievel of phosphorylating activity fluctuation with the light/dark
cycle, strongly phosphorylated the Ser/Pro-rich domain. p45™ from the rat brain
was highly purified. The purified p45™" also phosphorylated CLOCK and BMAL1
expressed in S9 cells using baculovirus transfer vector. Rabbit anti-CLOCK antibody
was raised against CLOCK C-terminal region. Immunoblot analysis revealed that
the antibody recognized mainly 105 kDa and 120 kDa bands. The 120 kDa band was
detected as a major band in the nuclear fraction from rat brain, whearas, the 105 kDa
band was detected as a major band in the cytoplasmic fraction.
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