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SRR R 4R R E 3 (MMP-3)iE L5 AR 7 £ (MMP-3 Activity Fluorometric Assay Kit, or MMP-3 Activity
Assay Kit (Fluorometric)), & —f AR GEMIE R R B WA, HHRMBEERFS TP ERE&EEAMHS (Matrix
Metalloproteinase-3, MMP-3)i& ML R 7 £ .

HR 48 E A3 (MMP-3, tHFRMMP3) X FRIL 7 /i 21 (stromelysin-1), EMMPZ RN EE K 12—, 7> B4 A57kDa.
WKIELERIFE 5, MMP-3RT 43 3N Gk (L)% 250t 70 A5 5 AR BT AR AR 458438, FR 23 W5 5 K (2 17aa) FH AT 4 K (£ 80aa)
AR BB PR T ) 4 K MMP-3FK lypre-pro-MMP-3, 43 WA 15 5 Jik AT 51 5 38 & B pre-pro-MMP-3 43 314 E1 41 fild &b 5 Jifi
(extracellular matrix, ECM),  [R]I7E 40 WA R o5 5 Mk BY 1) B T TR BAMMP-3TiT & (pro-MMP-3). T AT AAIK i) “ 2 e
TETF K7 A e e Sz I FIFERT, 7T LSRR pro-MMP-34 T-IE0E TR . MMP-35{ 4445 27 1%  (plasmin) . gt
B [ (chymotrypsin) &5 22 2 iR & [ 7K f# i (serine protease) BY 1) 23 B & - Bt Z BR TR I R AR K, Bt &S #0ias e i B R O g
FEYEIMMP-3, Q)R ILum LA MR, HrP 8 —AMESFRIZN T S5 A0 5, AR ARSI, ()R ILIm L5 MR,
AR BR85S M RSB AL, fMMP-35 IS A IERAL. MMP-3GE1S [ 7 5k BY 1) 22 T 41 i 1522 57 il
S BT A BET RS, HR@FECollagen a-chains, Aggrecan, Laminin, Fibronectin, Elastin, Casein, a-1 Antitrypsin, Myelin
Basic Protein, IL-1 , IGFBP-3, pro-MMP-1, pro-MMP-7, pro-MMP-8, pro-MMP-9, pro-MMP-13%, A& H% U iR 4H A= 22 1 ZH 43
S BERE . RBEME-F5 K 8 (1 (E-cadherin) . (R HEMR R 28 F6HR . (RIE SE IOV, FERMRI AT 70 H 25 52 B HEA . k4, MMP-3
B 5HAULERE. BBE. RRERNE— RAVAETE, RERE, XS R SRR LS kAR g
R EEEE

AMMP-33E 1t G R % 771 7 58 ' FE R e B 7 (fluorescence resonance energy transfer, FRET) 7323, HAG MR F 40 T .
MCAZ 544 (Donor), DnpJe %52 14 (Acceptor) BUFR ¥4 K JE ] (Quencher), L4456 6 1 AN A2 4 BRI — &
(TS, X N D J5 [ I () BE 25 6 S I (— M 7-10nm), 26 b RE R FR MR ) 26 RS, S EUHEAR R 623 110 8 o T ek«
MCAFIDnp#iZE 3 FIMMP-3 [ RSN FIOH s, YMMP-3%E FIlg A VI BRI, AR i, RAETE et
PREEEFEFE, BEIDnpr] ¥ KMCARI T SERS AR DOt MIZKIIPEMMP-3E A% G, ZRIEREMRm S, W
ANEH S IE, MCARIZR AN FRAEDnpE K, BIATREIBIMCARIZ G,  IXFEIE I 5 ek st il AR H R 8ot iIMMP-38 (A
R IS PE . MCAI IR IUR K 325nm, i KR K H393nm.

325nm FRET

MCA Dnp
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393nm ( Fragment-1 ) ( Fragment-2 )

1. BT 5 1 B 3(MMP-3)35 PO AR IR Sl MMP-3 7 1k 1 L P ] o

RAF RN RBER, RECEE, BRAED. 967Uk, A& /b nr Lo I #120pUMMMP-3i% 4, 18 1-10ul
4 Hf BLZH SR R 88 T AR B 2R

AR SRR . A &8 Y ANFR-3 1A SR B T 51, AT AR DU H g MMP-317) ] (ke /K n=218,000s " xM ™), 1}
% T-MMP-9 4548 (Koo Ky=10,1005 " xM™),  JLFEA L4 MMP-15E MMP-2iR BT 1151, it LANFF-3 ik BEFE 71 /E e iy a] LUK 5
PRI T MMP-33E PR R I i X 7 T H e i S8 SR .

AAFIEERGE, FHARE, BUEER, SAEE. A& TR KR ARG, m LR ESa
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2 LA i HOAGEIN, ANDUE & D BAEAS BRI, B AR & el S 7L (high-throughput screening) i) H B L #:4F R4, R
TR o ARG A BeiRERL 2 E1 B (chymotrypsin) % MIMP-3 i {4 BEAT S0 , J0E I AN 75 22673, T H e iR & A FHAPMA
B 75 A — M 2024/ N AR I 18] o ARG PR AF, 220, AU G 5L I MMP-3Ha I 22 il AL BE R
fh LK) B A R AR it T DRI ASA G A, O HLBR A 7 2G4L IMMP-3B A Y BRI, (S8 TAS A 2R 1)
AL AN .

AR PAREAT MMP-3R 45 VE AR I o AS 2070 S AR At T MCARRHETE R, 7T LB 50 B ARyt il 26, 715 R & b IIMMP-3
ZaxhE .

> X TO6FLIL, A G /N 52P0338S T LAEAT 10000k I, A0 PO338M F] LA AT 500 /Al «

BREFR:
77 7= b AR (oE
P0338S-1 Assay Buffer 30ml
P0338S-2 MMP-3 Positive Control (10X) 5ul
P0338S-3 a-Chymotrypsin 120ul
P0338S-4 Serine Proteinase Inhibitor 120l
P0338S-5 MCA Standard (10mM) 20ul
P0338S-6 Substrate 500ul

— BT 14
7 S 7= b AR 3
P0338M-1 Assay Buffer 120ml
P0338M-2 MMP-3 Positive Control (10X) 20ul
P0338M-3 a-Chymotrypsin 600ul
P0338M-4 Serine Proteinase Inhibitor 600pul
P0338M-5 MCA Standard (10mM) 100ul
P0338M-6 Substrate 2.5ml
— BT 14
RE&MG:
-20°C fR47, —HFH. HHh P0338-6 Substrate i fRAT
AEEI:
> Assay Buffer. MCA Standard (10mM) F1Substrate s 56 4= iR F-V- 42 2 55 A, 5 0 < s ksl 25 5 . MMP-3 Positive

>
>

f&

1.

Control (10X)Fla-Chymotrypsinfst F if B2 & ToK b, 8 565 5 BAam B 37 R 7] & 2R I 2 IR A7

RTINS R 1 A P A 80 B B A R A R T I, SRS P o 4R s b 0 e A Al Ak VR 50 JE 3

1 SR AE FH AR G L Assay Buffertfil &4 i, FLUIIN AR S B 7E AR S 2 YO Bl P, 7 DR R S B A4 R 1) pHABLTE
RGP o W R EAT R AR, VB OR DN S SR R I pHIETET.5-8.0:2 7], B TR AL I pHIA TE
7.5-8.0:2 (], 75 W TT B2 B AT I &5 SR (015 S E AR E

Ff: i 25 a-Chymotrypsin T Ak H Ja A& (12 R B A EMMP-3 - (35 T8 15 P IMMP-3 8T AR RS FIMMP-3), - 31 5 3 75 4G )
R A 1) S (FIMIMP-3 3 1 IS 75 24 Fi o-Chymotrypsin A7 AL F.

FESL RN SR R W R A RS B G, T RE SN S PR IR P A — (R, AT NAR N SR 0 Y 22
SR 5 I B4 1) 77 Serine Proteinase InhibitoriEAT 41 . A7 &b 2 4L ) o-ChymotrypsinFl1Serine Proteinase Inhibitor i) i H
A, AN S BEEE AR A 2 R

FE il FIMMP-3 Positive Control £ /X £ a-Chymotrypsiniii 5, 7 7E-20°CHEAF, Jain] A, T/ FREeE, HIRE G
5 Y0 B0 I MM P-37t 5tk A T i

EDTAZEGJR A7), AMMP-3BEEEA LM, A FIRE N B8 S EDTASE B A 7NN o

RS B LA 96 FL B AR,  HEFF I 3E 2 K (1) BeyoGold ™ 4 96 L 4H i i 724 (FCP966) «

M7 I 2R 5 a0 R B T ACRAT, RAF IO TR SR 2, 75 ) 2 5 A 0 225 SR R R 1k o 5 I F & B 75 -20°C {7
15, -80°CLRAFHE 1£,

AP AR T N SRR T, A TIRRIZWEE6TT, AMFH T &M, MR T IREEEN.

N TR 2R, 1 o SLI0 IROF B — I TR

FB AR :

.

a. IMVARE S HES . ST IS RE S, B4 L7 7 IR AN250C T i B 3070 A 2 /Ny, AR | Z0 9% 58 DA S v i, 435 4 I F ARk
[& FATH MGG, 4°C#£11000-2000xg 25 0104341, BXiE GRS ML, FREAER A GINR AU, ST i3Res
oo BRI A AT R AT PUAE,  4°C#£91000-2000xgE8 0010408, BBt mkik 3 6 LIS RS I, R AEIE A AUTNE .
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M AR BT oK b, G SRASRESL RIRT I, 7] DAy 25 H 2 PR A7 T--20°CE-800C . % T VR AZ (IR, ZEAG I A
UG VKIBAE IS, A A 2R AT

b. NI ZRE S U X T REFRNEEBELN NG, WRIRE IR, W 26 B AT DS FPBSTR I — YOI ok B A . 5 F4%
FEIRTRAINE, JidE 2850 (11100-500%g, 574 AL I 250 N, 78 3B IFR sk Bk, anf 2] LLE FHPBS
el —UOFRR TR B VA . 4% R4 100 75 41 AR in A\ 100-200p A ik 71 & #2416 (1) Assay Buffer, 3&4WcHT AR, i &
BA] DLUKI5-1070 8 A — 35 78 70 4R 40 . 4°C4112,000%g 755 023-570 8, BU_EISH TR 8. X T4k i, 42118
fF10mgZH 2 N 100ul Assay Bufferfy bl it 47 213K s Bk dL4URE Sl B B )5 4% R A3 10mg ZH 2R it iIn A 100pl- Assay
Buffer(f Ll E47 24,  Wifs & BE0] LAUKIR5-10 9Bl DAE 4R 784« 4°C£)12,000%g 2500 3-570 %, BUE37 T Ja 4EAG i .
PL BT B E A TR AE4CER VK A . 4 L A AN AR B0 2R i A SR ASRE L DR, AT PA-20°C B]-80°C % A7 -

. FESEMMP-33E MER TN 2% (1 o0F BRI 4 . 435458 FH Assay Buffer{E 9% (%F HE (Blank Control), 5825 A i& 4 B TR i
SR i R P T A B BT D S O R

2. BHRIEKHES.

# Assay Buffer. Substrate. MCA Standard (10mM)F a-Chymotrypsin “F47 % =5 /0 HINR A1 & H .« He e 8 Tukig %
F . AfH SE R i BT R B B SR 1) S R AT

. BHAERT R i 2% DU R HF MIMIP-3RT 4 R B0

A7) & i MMP-3 Positive Control (10X) 2y MMP-3 Fi44s, 1 2 BE 4 e JEASE FH 2 i 7 2248 FH 3070 & A $2 1L 1) o-Chymotrypsin
BEATHOEREE . IEAh, T4, USRS o R MMP-3 BT FIA V6 P 0 0E SOA ) MMP-3, W 75 22
K s MMP-3 35, ) 752248 AR & PR AL a-Chymotrypsin 3547 FiiAb 31 LLIOE MMP-3 B, G5 a5 SRR 5
CLOE ) MMP-3 75 1%, WA EE F a-Chymotrypsin #ETTiALEE, (EAS N Serine Proteinase Inhibitor LAFIIHIFE &
Al RE B 2 R R EUK RS .

a. PR AIHES : BUE EMMP-3 Positive Control (10X), J£4% 5 40 Bt 47 402 . 1130, BX2ulffIMMP-3 Positive Control
(10X), fNA17ul Assay Buffer3f-ii%J, FINA1ul a-Chymotrypsinif-ii2%7, 37°CH & 5min. 1A 1pul Serine Proteinase
Inhibitor L1 £ 4% [fJa-Chymotrypsinifi 4, 7221 E 1-2min, EI753405% IMMP-3 Positive Control (1X). 96FLAR il
i, 38 H LI Sul MMP-3 Positive Control (LX) fE A FHEXTBERITT o 33 4n SR PH X I8 i 1 S B b sl e JR IR 5
BB AR, 96 FLAR A I I 1 7T AAEFL AN A 10pl.

b. (EAM)FE S MMP-3FTAR RS . a1 SR 7H ZER AL 3 AR BUE FIMMP-3T A 1 S MMP-376 1, R EEIHT AR DR . BGE
R T LmIE.OE S, i 1ul a-Chymotrypsin, FI A\ Assay Bufferth & 220ul, JR%J, 37°CH% & 5min.

. FENL LSRR K ARG 0] . BUE B RE I\ Assay Bufferth & 220pl, BCHUE 33b 148 a-Chymotrypsinib 3 L 5,
B\ 1pl Serine Proteinase Inhibitor, 841377 B 1-2min. BEIHRE SRR E0(21 /RS O8I0 3% Dl

d. GEM)SMMP-37E A 2 (6 B #ES . 7EL.5mIE L R 19ul Assay Buffer 2 1ul a-Chymotrypsin, 27%], 37°C
§% H 5min. il A 1ul Serine Proteinase Inhibitor, VE21FFACE 1-2min, BINZS 5% fE (Blank Control).

. MCAtREHIZRIRE.

OX 2ul MCA Standard (10mM), JIA 198ul Assay Buffer, %], EI24 200ul 100uM (1) MCA %3, #r#IEL 0. 1. 2. 5. 10,

20, 50pul 9 100uM MCA ¥EWBINA 96 FLB T, /1 Assay Buffer ¥ 2 25 100ul, R, MCA bR 2R 1 &FL MCA ¥ i

YIRS 58 00 1. 2. 5. 104 20, 50puM 2Z 0. 0.1. 0.2, 0.5. 1. 2. 5nmol. ] H 179 B i H 1 MCA MR B HEAT i

2 e -

- RERKRE.

ST RAKRIMINARGN G A o FIURT DU, R it vl ARG R — RAVIRBERRRE , AR OR A A M 7E Ao 2

AANEJEE N . BB AR IR s A R R0 E A Dil,s

Reagents Blank Control | Positive Control Sample
Assay Buffer 90ul 90ul 90pl
MMP-3 Positive Control (1X) - 5ul
Blank Control 5ul
Sample - - 5ul
Total Volume 95ul 95ul 95ul

¥E L R E IR LS R, R E 2-3 AT 1L.

¥E 2: Blank Control 7] LA2 2538 1c ' MMP-3 Ji5 ARSI (1) 25 (X IR, AT DU2 B 38 3¢ A MMIP-3 5 ARG 2 (9 06t

{5

6. K.

a. RGIRSIL-250%0, BItRIEE TS

b. BRMCARRHERZE 4N FLIN A5l Substrate, JE2). ¥E: JIASubstrate)i SN 2352 BITFAG, G0 RALEE 2 B0 T, @ilE
(R IR B A P HERG R LAY/ 2L TE) 0\ Substrate IR [ 22 17 S 8UKR 2, TR SIERIE AT AE R IR IR 8 k4T,

C. VREE SRS S CEEbR SGHAT 2 . BB FOLBEbR DGR B N37°C, WUk MK N325nm. RS N393nm, 54>
B 107 B S H — IR OB
VE Lo SN S TR 1R) B mT AR S AR IR S rh MMP-3 [OBEVE MEREAT R, (HOR BRI 6 N LA BRI . X
MMP-3 FRIBEE 5 o AR i, S 52 SRR 1] A 20-30 43f, Stk o2 FR9 30 52 1) B RSF TEJ 58 2-5 43t 6T MMIP-3 [ IS 1R
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RAIRE Sy, T DAZEK I 5 SR B] D 1-2 /NiF, - SXoF 82 PR30 52 i) Bea Bs) 1) 388 A 10-20 43+
2. RSOGO A IREDIRE, WA DAEZIRIE, (PR PRI R 2 5 iR 4 T IR RETE, LI e 1 T e
SRR, ARSI A R A RERE 23 BT AR IE o Bl AT DA% REAE AN ) 1) B s ) P 7 37°C I A &
7. WE.
a. TR LR 2 E LIPSO E, T e FONRFUZS IR RFUBH M B RIRFUSE . RFU, Relative
Fluorescence Unit. AR IIAE 20 5% e B 2R 150 R I (8] 55 0 85088 T4 0, e R B 2R S0 R IV (Al ()R N T, B
V] 1B B T P 1) 5% Y B P A8 A B WARFU,  EJARFU= RFUFE i (Time b) - RFUFE §h(Time a). 7] DLE LSRR E— 2
] P4 R ARFUTTT ff 52 FF S FEIMMP-3AF X5 14, (L 200 Pt 28 If 1) S IR RFUBEB R IR P 65
b. B bR 26 LI G IR 2 bRt S IR AL R e (E, S IMCARRENZE . B ARFURNARE MR, BRI H 75 S
i 1) AL AE 5 R MC AR A B (57 A) . MCAR R I 251% 2 5 K2A, MCATE0.02-5nmol (E[10.2-50uM) i [ A 4 R 4F-F)
LMK R MMP-35 A BRISTEMTHRE A W R
MMP-3 Activity (nmol/min/ml & mU/ml) = Ax Dil,xDily/ (Vsampie X T)
s Vample AR FFIIFE A AR, EIRAHEIERS I 2 G0y Sl B 0.005mll, 3 1] UK IS i ) 2 9 FE T FH 28
BT
A KB Th AR AR AE I 285 52 1) MCA (1 2E i i (nmol);
Dil, A 1% 3b FIRE SRS R, Dil, Sy 98 5 R RE SR B L
T AP PR 7a v N ) (min).
MMP-3 B /7567 U (Unit) 958 SCA: 1 ANIE J1 AL MMP-3 i FE 37°C 44EF, 1 0% A AL E % 1.0pmol ) MCA.
WA HOZ RG0S 1R 2 U P 2 A e S = IR
VE: UKL FE SR A B T g AR SRS DN 15 5 PR P
c. BEARARAFIE F FIMMP-3Jr 7 v O Lesik, 1M HLFE & 42 5k Serine Proteinase Inhibitorkb ¥, (HASSAE AT g — Lk
EI G AT AT B R, 8 80— 8 I MMP-345 S 4 41 1] 55 2 72 MMP 4111 771) 4 Batimastat  (SF4153, 1Cs,=20nM for
MMP-3) &} 1lomastat (SF4180, 1C5=27nM for MMP-3)# 4T LI
d. THERBI: FRIIEE S B AL 52 v21mg/ml, BXLpdRE & F L.5mIE LA, A 1ul a-Chymotrypsin, Assay Buffer
AMEZE20ul, VA, 37°CHEESmin. A1l Serine Proteinase Inhibitor, JEAJFFE 1-2min. LR 5 RSB EIDIIL N
21, FEWRE Aimg/ml. A FE Img/mIkE AR ER106%, BIDII2 10, Uit (9K 0. 1mg/ml. BUSuIFRRE 5 HIRE i
SH LIRS, 6T e, W2 I 1A) 15 930438 o 2 043 B FRIRFURFIUIRE i (Time 0) = 35, 307 B IIRFURFINFE fh (Time
30) = 150, WJARFUFFMIFEAL =150 - 35 =115, #ZMCAbRE 2Ry = 215.59x + 14.812, J|115 = 215.59x + 14.812,
x = 0.4647, BEI30minA#E 5 MCAFI A B A N0.4647nmol.
MMP-3 Activity (nmol/min/ml 8 mU/ml) = 0.4647x 21x10 / (0.005 x 30) = 650.58nmol/min/ml 5% 650.58mU/ml;
B MMP-3 Activity (nmol/min/mg 5% mU/mg) = 0.4647x 21x10 / (0.005 x 30 x 0.1) = 6505.8nmol/min/mg &% 6505.8mU/mg-

—=— Positive Control C 200
1200+ 250
—o— Background 150
900- R?=0.9965 200
-
150 w100
T 600- e 2
o & 100 50 -1
300+ 50 ~ N
04" 'rd o S NN NS
A 4 T T T T 1 0 T T 1 (9 2 O NP>
o 1 2 3 4 5 0 10 20 0 P N .\609’%6%;0%&
MCA (nmol) time (min) O © &P

B2, B4 B E 3 (MMP-3)TE 14 2 YR il 35 S M C AR HE T ZEFI X MC AR XS IR A ZHZR . A BRE S ORI . A
ARFEFIMCARRAE & R E R . B. A7) &4 MMP-3 Positive Control (1X) AR . C. A &xd /N A [RIZH 23 K
293 T 1 5 MM P-37 v PAS M R R o e /INER R il s B AT B /N B 2 4 88 (1 B 920 g, 293 T4 i 11 2 85 (1 & 940pug -
SERRRI A 2 RS0 260 . RS S AR AR ER, EPhEdR U fts%,

HBXm:
Lk LEZS .25
P0338S EFR 4R E AR 3 (MMP-3)iE 5 6K R 7 & 100 &%
PO338M R4 B EAR 3 (MMP-3)iE M5 R R 7 & 500 X
P0339S 5 < R 1 3 (MMP-3) 1] 71 i i 151 & 100 X
P0339M 2 5 < R 1 3 (MMP-3) 1] 71 i 1251 & 500 7Kk
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