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EFSBEAB-7 (MMP-7) /matrilysin 2 MMP RIEMA S, BT REERSTH COOH kisEmstm, Fittrdn 51
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3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PR - RTRR * 4000 pg/# |2 4R
ooy antibody, biotinylated | oy i mimtoRsER (100X) ** 0wz 1%
iterreo ‘)’(tifj‘;‘sd;“(‘:;se{laodo‘; h) HRPAFIZEBFAZRAER (100X) ** op/E  |1%
Sample Diluent PT 4 AR PT4 (AFAIVE. MRUKRIERIFEL) 30 mL/#R 1R
Sample Diluent PT 4-tf BEAIRRR PT 4-tf (AFRBHEEZR) 30 mL/#R 14
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRILE

2: EABREFERIE2-8°CIFRTR

3. BRELBHIERMNNER EREER

* AN AERAERATER, SATESRTETE
SRR

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIndiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g E:0\15 min, B EFIZAMERARDEG-20°CHER, #RRkEHh,

6.2 [M3%: RAIAEDTA FFERTATIREREL(FAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R E7HRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 Rk WEERRfE, 1000 XgRi20 min, BX LS, ZEMEASNEF-20°CFR, BRREFRF.

6.4 MR WEEMER10000 X g B5/05 min, BX EBIZEMERENEE-20°CEH, #RRkEFR.
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN

570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2

mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2

mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R

BB FARRSEERN, FREEARRIEREHRFEETMN K.

HRRLLERFINT . AMVE. MERAFARLAN]8HFE, MHERIFA140301:80%%FF,; FRIGIFA1:20301:40%%FF,; HMRE. BIEMEEN
AIRESBUIERIELEE

7.5 BERENIREM:

MAIGE. MRULERED, €A1 mLPT 4 FABRRERER, NKEEFEAR, €A1 mLPT 4-tf HAHEREBIRE

ma, BUREIENT:
500 pL 500 pL 500 pL 500 500 wl

|
|
|

sdl

4000 pg/mL 2000 pg/ml 1000 pg/ml. 500 pg/mL 250 pg/mL. 125 pg/mlL  62.5 pg/mL

Add # pl of Standard

diluted in the previous - 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
1000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 4 or PT 4-f
Ilsd?ll "Sdﬁll I|5d5ll Ilsddll Ilsdall llsdzll "Sdl"
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J\: LT E

KEF, FERMBHEAEZEFHE20-30 min (KMHE RER. HRPIFCESENERERAFTETHEE, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%
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9.1 Z2ZfrihE

x4

= (pg/mL) 0.D Average Corrected
Sample Diluent PT 4 0.048
Four Parameter Logistic (4-PL) Curve Fit 0 0.05 0.49 -
0.131
P 62.5 0.120 0.126 0.077
4 0.207
E 125 0.205 0.206 0.157
g 0.374
Eo1 250 0.380 0.377 0.328
0.706
500 0.724 0.715 0.666
1.297
? i — ——r 1000 1.326 1.277
o 10 100 1000 4000 1.355
Human Total MMP-7 Concentration(pg/mL) 2000 1.983 1.952 1.903
1.920
2.724
4000 2.692 2.708 2.659
- (pg/mL) 0.D Average Corrected
Sample Diluent PT 4-tf 0.041
Four Parameter Logistic (4-PL) Curve Fit 0 0.041 0.041 -
0.105
5 ) 62.5 0.100 0.168 0.127
E 0.184
g 125 0.152 0.168 0.127
<
2 0.349
o) 250 028y | 0318 0.277
0.554
500 0.516 0.535 0.494
0.920
: e ——— — 1000 0.923 0.882
v 10 100 1000 4000 0.925
Human Total MMP-7 Concentration(pg/mL) 2000 1.567 1541 1.500
1.515
2.444
4000 2.465 2.455 2.414
9.2 5%E
RAEEE: 3N AEIREREFEATEIRAESENE 2008,
RENEEE: 3N AEIREREATEIREEZEENE 247%,
IRFEEE (CVA) IRIEREZEE (CV &)

HE HE PYE(pg/mL) mEE  TREHCV% HEA #HE PYE(pg/mL) IREE  TREHCV% ‘
1 20 1,731.7 107.1 6.2 1 24 1,921.6 206.0 10.7
2 20 380.7 12.9 34 2 24 432.9 36.0 8.5
3 20 100.5 6.9 6.9 3 24 104.8 9.8 9.3
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9.3 fntx el Z
REATRRS, TEITESEEMSEER. B @3 RE, #1TATotal MMP-TATIMTEMIRSL, LRINT:

e e it HRR(EEL )& (%) SEE (%)
1:15 87 75-119
A&
1:30 94 77-119
1:50 97 75-124
R
1:100 106 84-125
1:75 102 78-128
FRi&
1:150 100 83-129
9.4 H¥&1{E
MAZRIHFIE, WA AME. ERUKRRKES ATotal MMP-TRRE
#){& (ng/mL) SEE (ng/mL)
A& (n=18) 2.2 0.4-9.1
1% (n=8) 50.8 8.8-96.5
R (n=8) 8.7 1.9-15.0
9.5 RYE

20N EENZFLFIODEM LREEEFEINODEFR NT AN S HNNAREE, idFfIZF ATotal MMP-THIRBEH
3.0 pg/mL.
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(NGB ATTARRE2E, MERIFATEHRR20ME, RRFATICHRELOR®)

, A5 IR R
AR _ _ _
(FEAFHERERPT 4) (BHEHRRPT 4) (BEAFHRRPT 4-tf)
91E (%) 100 100 100
1:2
SEE (%)
¥E (%) 105 83 101
1:4
SEE (%) 88-123 78-89 96-106
& (%) 100 84 97
1:8
SEE (%) 91-114 81-86 71-112
& (%) 105 T4 102
1:16
SEE (%) 94-116 70-78 78-115
+: BEXE

1. Tracy Vargo-Gogola. et al. (2002) Arch Biochem Biophys. 408(2):155-61.
2. T.Klein. etal. (2011) Amino Acids. 41(2): 271-290.

3. Yasmina Bauer. et al. (2017) ERJ Open Res. 3(1):00074-2016

4. Yasuyoshi Miyata. et al. (2006) Clin Cancer Res.12(23):6998-7003.
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