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Fig-1 Hfect of Alarelin on PKC activity in time dependence in cultured rat SSMC
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(Abstract)

EFFECT OF GhRH ANALOGUE ON PKC ACTIVITY IN CUL TURED
RAT STOMACH SMOOTH MUSCLE CELLS’

CHEN Lsa L I Dong- Hong YAO YuarQing LIU Li-Hong HUAN G Wei-Quan
( Department of Histology and Embryology, the Fourth Millitary Medical University, Xi'an 710032, China)
( Department of Obsentrics and Gynocology of Tangdu Haospital , the Fourth Millitary Medical University, Xi'an 710038, China)
( Dcpartment of Pharmacology, the Fourth Millitary Medical U niversity, Xi’an 710032, China)

Recently , Gonadotropin-releasng hormone (GnRH) and its receptor have been found in rat digestive sys
tem. Our previous studies demonstrated that GnRH receptor and its mMRNA both existed in cultured rat ssomach
smooth muscle cells (SSMCs) , and do, we found GnRH analogue could increase the intracellular [Ca®* ] of
SSMCs. Inorder to investigate the effect of GhRH analogue on protein kinase C (PKC) activity in cultured rat
stomach smooth muscle cells, we used Radioimmuoassay to determine the PKC activity. SSM Cswhich we used
in this experiment were passage 3 5. After severa daysin culture medium, SSMCs were washed and treated
with different agentsin the following manners: (1) SSMCs were treated with Alarelin at 10™ ° mol/ L for dif-
ferent time (1, 2, 3, 6, 8 and 10 min) to find the time-degpendence. (2) The SSMCs were treated for 3
min with Alarelin at 10°°, 10°%, 10" 7, 10°°%, 10" ° mol/L repectively to identify the optima dosage of
Alardin (3) SSMCs were preincubated with phorbol 12-myristate 13-acetate (PMA) for 10 min in Goup A
and Group B, and 12 hr in Group C regectively. Then Group B and Group C were treated with 10> mol/L
Alardin to confirm the efectsof PMA on PKC activity of SSMCs. (4) Inorder to find the calcium- dependence

* This work was supported by Nationa Naturad Science Foundation of China (No. 39770388)
** Corregponding author. huangwqg @ mmu. edu. cn



5 :GhRH C 659

of GnRH analogue-mediated PKC activity , the SSMCsfrom which extracellular calcium ion were removed the
by the use of EGTA were treated with 10" °> mol/L Alarelin. Then, total cells were scraped with a rubber po-
liceman and trangerred to plastic tubes containing the extraction PKC. Cdl sugpensons were centrif uged and
cell pellets were resugpended and onicatedonice. The homogenate was centrif uged at 100 000 x g for 30 min at
4 . The supernatant was used asthe’ cytosol” fraction, and the pellets were rehomogenizedin 1 % Triton X-
100. The second homogenate was centrif uged at 100 000 x g for 30 minat 4 , and the supernatant was used
as the* membrane” fraction. PKC activity in both fractions were assayed by determining the transer rate of %P
from [y -**P] ATPto myelin basic protein (MBP). Totad PKC activity refersto PKC activity irf* cytosl” frac-
tion plus the one in* membrane” fraction.

The results show that Alarelin could induce activation of PKC, which acted in time course manner , and
the peak time of PKC activity was 3 minutes ater treatment. When Alarelin was 10", 10", 10", 10" ¢,
10" ° mol/L repectively , the PKC activity was increased gradualy , and acted in dose-dependent way. The
peak value reached 781.40 + 14. 74 pmol/ min/ mg when Alarelin was 10°° mol/L. The smalest value was
103. 12 + 11. 04 pmol/ min/ mg. After cells were preincubated with 10 mmol/L PMA 10 min, then the 10°°
mol/L Alarelin was administered (Group B) , we found that PKC activity was not different from Group A or
Goup B (P>0.05). After PKC activity was depleted by 12 hr treatment of PMA in Group C, then incubated
with 10" ° mol/L Alarelin, we found PKC activity were significantly lower than that of Group A and Group B
(P<0.05). It wasa observed that the dardinsimulated PKC activity was dependent on the presence of ex-
tracdlular cacium. These resultsindicated that PKC isan important sgna molecule in the regulation of GnRH
to cultured stomach smooth muscle cells and GhRH anaogue could increase the PKC activity.
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