Acta Pharmaceutica Sinica 2000 ,35(2): 81 ~ 84

. 8] .
C, (LTCy)
LTC,
- e
( , 100050)
LTC, , (Grr3) LTC,
, SHLTC, ,  FPLssy, ,GIr3 ,
Gr3 LTG SHLTC
,Gir 3 SHLTC, G 3 LTC,
LTC, ,Gr3 LTC,
Cy; ; ( Gmr3)
C,(LTCy) ( SRS 1671 ,
A) , (AA) 5 , 1110( w )
, 50 mmole L' Triss HCl (pH7.4),
, (r=37 , ( Polytron , 6 ,305s),
LTC, ,4C 1000 x g ,10 min, ,
45 000 x g 10 min, Triss HCI
’ ’ LTC, ( 50 mmol* L™ "), ,
1.5 mgemL™", HLTC,
3H-LTC4 [6,7]
514 (Gm3)l4s] 75 ngs
LTC, ’ PH-LTC4(0.02 ~ 0.5 pmol *
LY, LTC,1 pmol* L™ ",
Tris- HCI ( CaCl, 20 mmol* L™ ",
20 mmol* L™ ") 250 puL,
30 C 40 min, s
Triss HCI 5 mL 3 s
8 , 180 ~220 g, SHLTC,
> . 5 mL
LTG Sigma S H ( POPOP 100 mg,PPO 5 g,
LTC, Amersham; FPLss7 5 1 000 mL) ,
; (Gmr3,HPLC GPIP Bmax Kd
,TLC s 514) 75
; s pg  0.25 amol* L°' *H-LTC,,
( FPLss71, Grr3) .
1 pmol* L' LTC,,
:1999-03-31 GPIP , Ki
050082

Tel :(010)63165192, Fax:(010)63017757

ICsg



+ 82 Acta Pharmaceutica Sinica 2000 ,35(2): 81 ~ 84
(81 3 *HLTC,
Gr3 LTG, 3 P*H-LTC, Scatchard
JHLTC,
30°C LV H-LTC, Kd
1 SH LTC, Bmax 2.7%x10° " moleL™"  3.55 x
(75 ng) ,30C S 10"
LTC, 30 min , 60 min
R 40 min,

1.

12 —e A

—_
® >
=

Y

SIS

—o O — g —6——_o(C

3H-LTCs binding/cpm /105Bq

=

0 10 20 30 40 50 60
Time/min

Fig 1 Effect of incubation time on the binding of
SHLTC, to guinea pig lung membrane. A. Total

binding; B. Specific binding; C. Nonspecific
binding .
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Fig 2 Effect of concentration of me mbrane protein
on the binding of *H-LTC, to guinea pig lung
me mbrane. A. Total binding ; B. Specific binding ;

C. Nonspecific binding .

/ 0 0 100 200 300

Bound (fmol- mg ' protein)
0 0.1 0.2 0.3 04 0.5
H-LTC cocentration/nmol - L!

=l

Fig 3 Saturation curve( A) and Scatchard plot( B)
for the specific binding of *HLTC, to guinea pig lung

me mbranes .
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Fig 4 Competition of Gmr3( A) and FPLss7,( B) for

the binding of *H-LTC, to guinea pig lung

me mbranes .
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STUDIES ON THE CHARACTERISTICS OF LTC, RECEPTOR WTH

RADIO LIGAND BINDING ASSAY AND
THE EFFECT OF STILBENE POLY MER(Gax 3)

Hou Yanning, Zhu Xiuyuan and Cheng Guifang

( Institute of Materia Medica , Chinese Acade my of Medical Science and
Peking Union Medical College , Beijing 100050)

ABSTRACT AIM: To set up a radioligand binding assay of LTC, for studying the effect of Grr3(a
stilbene polymer isolated from Gnetum parvifolium) on the LTC receptor. METHODS: Guinea pig lung
me mbrane was used as experimental materials , *HLTG as radio ligand, FPLss7;, as positive control drug and
Gmr3 as test drug. Bioassay in vitro was used to determine the biological function of Grr3. RESULIS: The
binding of H LTG, to its receptor was shown to be specific, saturable and reversible . The Ki and Bmax values
were 2.7x 10" mol* L™ and 3.55x 10" ' mol* mg™ ' protein, respectively, at 30 'C. Grr3 was found to
inhibit > F LTC, in competing for LTC, receptor. The 1Gso and Ki values were 6.39 x10° " mol*L" ! and 3.32
x10" " mole L' respectively . Grr3 was also found to be a LTC, receptor antagonist by bicassay in vitro.
CONCLUSION':: The binding of *HLTG on guinea pig lung me mbrane showed a single binding site . Gir3 is an
effective LTC, receptor antagonist .

KEY WORDS LTG, ; radioreceptor assay ; Gmr3(stilbene polymer)





