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1:
(human umbilical vein endothelial cells, HUVEC)

20%(w/v) FBS, 100units/ , 100 / , 3ng/ bFGF(basic fib
roblast growth factor, Upstate Biotechnology, U.S.A.)  5units/ M19 (Life Techno
logies, U.S.A.) 75 , 37 5% CO » . .

(human fibrosarcoma cell) HT1080 (ATCC CCL121)
(human embryokidney cell) HEK293 ( ) 10% FBS,
100units/ , 100 / (DMEM, Life Technolo
gies, U.S.A))
2:
C 183 cDNA
PCR . cDNA 5' GGGAAGCTTCATACTCATCAGGACTT
T—-CAGC( : 1y ,3 GGGGTCGACCTATTTGGAGAAAGAGGTCATG( : 2)
PCR , PCR Hind /Sall . , N
FLAG(DYKDDDDK) (epitope) (linker) pFLAG-CMV-1
(KODAK, U.S.A) pFLAG—CMYV —1-endostatin . 1
HEK293 pFLAG-CMV—endostatin pcDNAS3.1(Clontech, U.S.A.) , G
418(0.6 / ) ,
( : Sasaki T. et al.,EMBO J., 17:4249—-4256(1998)).
,0.1 / 200 FLAG (KODAK, U.S.A) 100
FLAG A (Upstate Biotechnology, U.S.A.) 100 4 24
, 4000rpm 2 10 15% SDS—PAGE
, FLAG DYKDDDDK
, HT1080(ATCC CCL121) , MMP-2
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MMP -2 , MT1—-MMP  proMMP-2 (pro—domain)
( : Sato et al.,J. Biochem., 119:209-215, 1996), proMMP—-2
(transmembrane—deleted) sMT1—-MMP(soluble membrane type—1 MMP)
SfTO(ATCC CRL1711) ( : Jo et al.,J Biochem. Mo
I. Biol., 32:60—66, 1999).

4: proMMP -2 MMP -2

proMMP -2 MMP -2 , 20mM Tris—HCI(pH 7.5), 150mM NacCl, 5mM CaCl
2, 100y M ZnCl, 0.025% Brij 35 MMP 40 0, 0.31,0.63,1.3,2.5,5.0,1
0 20 / , 3 10ng proMMP—-2  12ng
SMT1-MMP 37 3 . , APMA proMMP-2
proMMP -2 ( : Okada et al.,Eur. J. Biochem., 194:721—-730, 199
0), proMMP -2 , 12ng sMT1-MMP 1mM APMA(Sigma
Chemical Co., U.S.A)) 37 30 .
. . 0.1% 9% SDS—PAGE
, 2.5% Triton X—100 SDS
, 50mM Tris—HCI(pH 7.5), 150mM NaCl  10mM CaCl , 24
, 0.25% R250
la MT1-MMP proMMP-2 MMP-2
. la , 1 proMMP -2 (68kDa) ,
2 9 12ng sMT1-MMP proMMP -2
. la 2 . proMMP -2
(68kDa) MT1-MMP , MMP-2 64kDa (intermediate form)
, 3 9 (64kDa)
, 1b APMA proMMP -2 MMP-2
. 1b , 1 proMMP—2(68kDa) , 2
9 1ImM APMA proMMP -2
. 1b 2 , proMMP-2 APMA M
MP—2(62kDa) , 3 9 MMP
—2(62kDa)
, SMT1-MMP APMA proMMP -2 MMP -2 ,
5:
4 MT1-MMP APMA proMMP -2 MMP -2

, proMMP -2 MMP -2

1 60ng/  PMA 0.1,1,3,5 10mg/
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37 24 , 10 .
. , 60ng/ PMA(Alexis, U.S.A.)
(immuno—depleted) 37 24 , 10 ,
(immunoblotting) . ,
FLAG , MMP—2 pr

oMMP-2  MMP-2

2  PMA(phorbol 12—myristate 13—acetate) proMMP-2 MMP-2
.2 , 1 , 2
PMA , 3 8 2
4 , proMMP—-2(68kDa) PMA MMP —2(62kDa)

, MMP—2(62kDa)

, 3a proMMP-2 MMP -2

, 3b 3a proMMP-2 MMP-2
MMP -2 . 3a 3b , 1
, 2 PMA , 3 PMA
, 4 PMA , 5 4
A PMA . PMA
1,3 5 proMMP—-2(68kDa) MMP—-2(62kDa)
2 4 proMMP-2 MMP-2
, PMA proMMP—-2 MMP-2
proMMP -2 MMP -2 , proMMP—-2  MMP-2
6: MT1-MMP MMP -2
4 5 , pProMMP—-2  MMP-2
, MMP -2
, 3 proMMP—-2 1mM APMA 37 30 MMP -2

, Mca—Pro—Leu—Gly—Leu—Dpa—Ala—Arg—NH , (Bachem, U.S.A.)
( : Yamamoto et al.,J. Med. Chem., 41:1209-1217, 1998).

,20ng  MMP=2 20ng MT1-MMP 0, 0.31, 0.63, 1.3, 2.5, 5, 10 20
1y M 40  MMP
, 37 30 . 0.1M (pH 4.0) , KON
TRON SFM 25 328 393nm
4 MT1-MMP MMP—2
MMP—2(o ) MT1-MMP(m )
(%) : :
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proMMP -2 ,
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1/ proMMP -2 HT1080 0,01,1 10
4 2 , proMMP—2 , 25
FLAG (KODAK, U.S.A) 1 . , 4000rpm
30 , 0.5% NP—40(Nonidet P—40, Sigma, U.S.A.) 500
PBS 5 , MMP -2 (Santa Cruz Biotechnology, U.S.A.) F
LAG (western blotting) , MMP -2
5a FLAG FLAG ,
5b MMP -2 5a , 1
HT1080 ., 2 4
0,01,1 10 HT1080 . , 5b , H HT1080
30 , 1 2 5a 1 4
MMP -2 5a 5b ,
(20kDa) , proMMP2(68kDa)
, proMMP —2 MT1-MMP proMMP-2 M
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<110> KWON, Young- Guen

<120> A Method for Inhibiting Degradation of Extracellular Mtrix by En
dostatin through Inhibition of the Catalytic Activity of Matrix M
et al | opr ot ei nases

<130> DP90906

<160> 2
<170> KOPATIN 1.5
<210> 1
<211> 31

<212> DNA
<213> Artificial Sequence

<220>

<223> 5' priner

<400> 1

gggaagcttc atactcatca ggactttcag c 31
<210> 2

<211> 31

<212> DNA
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<213> Artificial Sequence

<220>

<223> 3" priner

<400> 2

ggggt cgacc tatttggaga aagaggtcat g 31
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