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Abstract:

Renal epithelial cells are capable of rapid growth periods, involving both
hyperplasia and hypertrophy, in response to physiological signals or pathological
processes. Renal tubuloepithelial cell growths are associated with a mixed hypertrophy
and hyperplasia in diabetes mellitus and compensatory renal growth. There is a close

association between the progression of chronic renal disease and structural



derangements of the tubuloepithelial compartment. Renal growth factors include
epidermal growth factor, angiotensin II, endothelin, etc. The signal transduction
pathways involving in renal growth regulation are described as following. The growth
factors bind to their receptors, activate second messengers or protein kinases such as
MAP kinases, modulate immediate early genes (c-fos, c-jun) expression, regulate other
gene expression. The purpose of this project is to study the effect of endothelin on

immediate early gene and MAP kinase in OKP cells.

We used OKP cell as the experimental model. The immediate early gene (c-jun)
expression was assayed by northern blot. The MAP kinases activity was assayed by

western blot.
Ten nM et-1 induced a ten-fold increase of ¢c-jun mRNA abundance in OKP-ETg6 cells; and

the maximal stimulation occurred at 30 minutes. This stimulatory effect was blocked by an
ETg-selective antagonist BQ 788; but nit by an ET s-selective antagonist BQ 123, a tyrosine
kinase inhibitor herbimysin A, and an intracellular calcium chelator BAPTA. ET-1 also
induced a eight-fold increase of p44/42 MAP kinase activity in these cells; and the maximal
stimulation occurred at 10 min. This stimulatory effect was blocked by BQ 788 and a MEK
inhibator PD 98059. the activity of p38 MAP kinase was not enhanced by ET-1 in this cells.
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& B 64 % % - Br mitogen-activated protein (MAP) kinases [10,11] - ¥ L MAP kinase
- & — A48 8,45 extracellular signal-regulated kinase (ERK) - c-jun kinase/stress activated

protein kinase (INK/SAPK) » p38 MAP kinase [10,11] - 2t ERK1/2 BFWHA — R
W EEAEERTHE T SERILEMTES R RAS » {54 Raf - BE{ MAP kinase
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RIPA #& #575( 78 4 NaCl 150mM - Tris HCI [pH7.4] 50 mM + EDTA 2.5mM > EGTA

5 mM - b-glycerophosphate 50 mM + NaF 50 mM > Na orthovanadate 1 mM >
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Na deoxycholate 1% + SDS 0.1% » pepstatin 2 mg/ml > leupeptin 5 mg/ml » aprotinin 5
mg/mi) #§ a8 5F > B 4°C45 5+ 12 10,000 g & 15 4+ B _E 55 3% 34 RIPA
SR MIES 3 mg protein/ml (Bradford » 1976) « 1L 2X SDS loading buffer {79 4
SmM TrisHCI [pH6.8] > 1% SDS » 10% glycerol » 1% 2-mercaptoethanol)# %% > 1X 7.5%
B-1% SDS-PAGE(polyacrylamide gel electrophoresis) « F #8265 4 4 A
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20 &4 PBS & blocking f& 1 /v 8% - B R LLE 45 % v A anti-ERK
anti-phospho-ERK - anti-p38 MAPK - anti-phosphop38 MAPK > anti-MEK » anti-phospho
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