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AIM ： To cladfy the role of DLl1 1-IT when 

combined with mifepristone(Mif)on termination of 

early pregnancy M ETHODS： Proge sterone 

recepto rs (PR) was measured using radlolige nd 

assay (RA )， end peroxidase-antiperoxide sa 

(PAP) imrnuno-histeche mistry． DeciduaI cells 

(DC ) were estimated using celI culture and 

histolegical examination(HE)(including fetus) 

REsUL ：DL111-IT 100 mg’kg im， Mif 5 

mg‘kg～ ig，DL1l1-IT 16 mg‘kg im+Mif 1 5 

mg‘kg ig and tea seed oil(TSO)2 mL‘kg im 

on d 7 of pregnancy in rats， DC and  fetus of 

treated groups were found  to be degenerated at 

24 h after treatment，at 48 h after treatment．PAP 

labeling inde x(％ )of uterus PR of 4 groups were 

22 ± 4． 18 7 ± 2 9， 10 3 ± 1．2． 52 ± 15． 

respectively Rats im DLl1 1-IT 1oo mg·kg 

24 h after treatment，the quantity of PR decreased 

by 47 ％ ys that of TSo ． The affinity of PR with 

Mif and progesterone did not change Cultured  

human DC were exposed to DLI1 1．IT and Mif 0— 

50 mg·L～ ， alone or combinatively， fOr 24 h， 

LOs0(mg’L一。) were： DL111-IT 18．1(15 1— 

21 4) Mif 25 0 (23．1— 26 9)．DL1l1 IT 5 0 

plus Mif 3．5(1．8—6 5)or Mif 5 0 plus DL111．IT 

4．6 (1 1—7．3)，respectively CONCLUSION： 

DLl11．IT enha nced action of Mif on DC． red uced 

quantity of PR．s。 the  2 drugs had the syne rgistic 

action in termination of early pregnancy 

Mifepristone(RU486，Mif)is a progesterone 

(P)antagonist that acts by binding the P receptor 
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(PR ) and preventing P—induced mRNA 

transcription M if terminates 95 ％ of early 

pregnancies when administered with a pr~ ta— 

glandin， but the com bination had several problems 

to be solved㈦
． DLlll—IT [3-(2-ethyl pheny1)一5一 

(3-methoxy pheny1)一1H 1，2，4 triazo1] is a 

nonhormonal contragestative agent ． M if in 

combination with DLlll—IT increased the rate of 

complete abortion，enhanced the efficacy，decreased 

the effec tive dose， and reduced the side effects in 

mice， rats， hamsters， guinea pigs， and monkey~ 

(in press) The present study was conducted to 

determ ine the synergistic action of the combination 

of these 2 drugs on PR，decidua，and fetus． 

DLIII·IT M ifepristone 

M ATERIAI AND M ETHoDs 

D】 峪 and Reagents Mtf，DLlll—IT，and injectable 

tea seed oa (TSO)were manufactured by Zh~iang Xianiu 

Pharmaceutical Co [ H]Promeg~tone([ H]Pr。，156．1 

TBq‘tool )was purchasedfrom NewEnglandNuclear FD 

(F】2+Dutbecco。s modified Eagts。s medium)culture medittm， 

Pro,trypsin，3，3-diaminobon~dine tetra~vdrochloride(DAB) 

were from Si舒咀a Rabbit ant —rat monodonal PR antibody 

(I Ab)(diluted 1：50)，goat anti．rabbit immunc-globulin G 

antiserum (II Ab)(diluted 1：5O)．rabbit PAP complex(Ⅲ 

Ab)(diluted 1：200)，and bovine serllrtl albumin(BSA)were 

purchased from Sigma C~emicol Co， 

Unpregnancy test in rat Sprague—Dawley rat．s( ，H 

80，210 ,250 g；：．H=40，300 340 g)were provided 

by the Shanghai Institute of Materia Mediea or Zhejiang 

Medical Un[vers[ty An~mal Center) were mated and 

pregnancy timed from the GCC~TTCnCE'of sperm in the vaginal 

n盼r(d1) 

Ethical human deeidual 

healthy prp4gnant womsyt f6 

cells were 0btained from the 

9 wk)by vacuur~aspiration of 
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decidua．and distributed by Shanghai Ruijing Hospita1． Rats 

were kept in 14-h 1ight一10·h dark period．22℃ ，and 50％ 

humidity． On d 7， rats were randomly divided  into 4 

groups：A)DLlll—IT 100 mg·kg Lm．B)Mif 5 mg．kg 

lg’C)DLlll·lT16mg·kg1 im+Mff1．5mg．kg ig and 

D)1∞ 2 mL·kg im． [。H]Pro binding assay as only 

used in groupsA and D． 

Illstol哩缸-I exlminatlon Rats were decapitated at 24 h 

and 48 h after treatment． W hoIe utero-conceptus complex 

e rapidly di~ected out． fixed in 10 ％ neutral buffered 

formMin． embedded in paraffin． and stained with 

hematoxylin-eosine． 

PAP j咖 叫柏 王̂st0d m trvH After dewaxed in 

xylene and taken to watez via graded Et0H．sections(48 h 

aftex treated)were incubated With 3 96 (v／v) jn 

methanol 30 min．0．05％ (w／v)trypsin and CaCI2，pH 

7 4，for 20 min．2％ (w／v)bovine selt~31 albumin(B ) 

for 20m血， I Ab at 4℃ for10 h．Ⅱ Ab at 25℃ for 60 

min．Ⅲ Ab at 25℃ 如r 60min．and visualized by 0．04％ 

( v)DAB added 0．2mL 3 ％ (v／v) q 5—15 m[n． 

Sectiol~s weue stained with hematoxylin． the labeling ind ex 

(L1 ％ 】 哪 calculated l ． The hbeling de~ishy was 

uated bvthe 出ade 0ftheI~beled cells． 

PIt]Pro blndb吨 Rats on d 8 of pregnancywel"e 

killed at 24 h after im DL111 IT of"Ts0 Cytosolic PR we代 

determined in the ut~[11s according to following process ： 

tissues were homogen ized in TEMGD bu{far (containing  T 

HC1 20mmol·L一 ．ed erie acid 3mmul·L ．dithiothreitol1 

mmol·L一 ．glyccarol 30％，MgC12 3 mmol·L～．pH 7．4)． 

Cymsol obtained by centriftiging the homogenate at 

13 000 g al 0 4℃ for 60 rain then 0．2mL of eytosol 

wasincubated with【 H]Pro(0．01—1．89 nmul·L‘。0．1 

mL)for18 h at 0—4℃ inthe pr~ence orthe absence of 

unlabeled promegestone(1000 times [。H]Pm．0．1 mL) 

Bound  radioactivity was separated by dextran coated ch 【c0al 

(DCC) absorption． Competition ud were made by 

incubating cytosol With【 H]Pro 0．80 nmol·L。 and various 

d∞ ofMif(1．86 186 rand·L。。)．DL111-IT (5．99 

429~tmol·L。。)．progesterone(9．11—456 nmol·L。。)for 

18 h at 4 ℃ the PR concentrations were caieu]ated  by 

Scatel-~rd anatysis．end PR w re measured by l0 f analysis． 

Proteirt$we耻 me．as~red  by the method  of Lowry“ 

Cell culture Human decidual cells were disDe La J and  

planted 2 3×10 cells／well in 0．5 mL FD medium．and 

supplemented with 10 ％ BSA, penjc址in 25 kU ·L ． 

mreptccayein 25 g·L ． DLIII-IT 5—50 mg·L ．Mi{10 

— 5O rag‘L ．DLlll—IT 0—5mg·L +M 0—5 rag·L～ ． 

were also added respectively after 24．h incuhation． A儿 

treatm ents were pd )r in 4 we Besides． 4 、怩 IIs 

received media or veI1icle(Me2SO)as control group． Cells 

were cultured al-37 ℃ in 5 ％ 0 CeⅡ viability was 

assessed by trypan blue dye exclusion 

Statistic Results were expressed a5 j ± and oompared 

by f t t LDs0 of cultured cells was calculated  as Bliss 

Number of fat uteri was 72．and samples of huma n de6dua 

re 31． 

RESULTS 

Utert~, decidua】eells， and fetus Edema， 

degeneration and solvate of the decidual ceils we e 

seen with nudei indefinite． But no vascular． 

endometfial， or m yometrlal damages were found． 

Fetus was surrounded by RBC and inflammatory 

cells and absorbed． The group C was injured n1ost 

(Fig1) 

Uterus PR A decrease of[啊 ]Pm binding 

was found at 24 h， the steroid binding in treated  

rats was 48 ％ lower than that in group D The 

Scatchard analysis of data suggested that the affinity 

was unchanged． The Kd of DL111-IT with PR 

wes verylow (Tab1)． 

Tab 1． B枷  of【 ]prou~stom to Ivtx,gmmt 
nterl~ PR， jm OLIII-IT 100 mg· 。。and TSO 2 mL 

·l【罟～，24 ht~tertreutment． n 4．i 4- ． 

P>0．05．‘P<0．0l r TSO． 

Competitive inhibition binding also revealed 

that the affinity of PR (group A) with Mif， 

progesterone。DLlll·IT wes unchanged w group D 

(Tab 2)． 

Tab 2· 0f 3 ectal~untliatar PR ( 1 O 2 mL’l【罟。’ 

|nd OLIII-IT 100 Il瞎 ·kg一 ， 24 h att*~ 岫 tm∞t)in 

pregn~ t rltt n‘er璐 ． B 4． 士 ． ‘P>0．05 p TSO． 

A dramatically decreasing of LI in PAP 

immnnohistochemistry was found at 48 h． LI of 

group C was the lowest，and the density of labeling  

wes also the lightest among the 4 groups． LI of 

groupA or B decreased w groupD (Tab 3) 

维普资讯 http://www.cqvip.com 

http://www.cqvip.com

