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. BACKGROUND

Matrix Metalloproteinases (MMPs) are zinc-dependent endopeptidases that catalyze
degradation of extracellular matrix proteins, thereby controlling such processes as
development, tissue remodeling, wound healing and tumor metastasis (1-3). The
activity of MMPs is controlled by regulation of expression and secretion, by proteolytic
activation of pro-enzymes and by the Tissue Inhibitors of Metalloproteinases (TIMPs)
(4, 5). TIMPs form 1:1, non-covalent complexes with MMPs, blocking access of
substrates to the MMP catalytic site. TIMPs are highly specific for MMPs in general
but not for any particular MMP. Functional specificity is conferred by other
characteristics. TIMP-1 is an inducible protein and TIMP-2 is a constitutive protein and
both are soluble and widely distributed. TIMP-3 is restricted to the extracellular matrix
and TIMP-4 is largely restricted to cardiac tissue. For reviews on MMPs and TIMPs,
see references 1-5.

TIMP-1 is a 184 amino acid residue glycosylated protein, though glycosylation is not
necessary for activity (6). It has 12 cysteines (conserved among all TIMPs) that form
disulfide bonds in a pattern that gives distinct N- and C-terminal domains (7). The
N-terminal domain contains sites that bind to the MMP substrate-binding site (8).
Binding of TIMP-1 does not leave a peptide bond in position for proteolysis and is not
cleaved (5). The TIMP/MMP complex can dissociate to yield enzyme and active
TIMP-1 (9). The C-terminal domain binds to an external site on MMPs, increasing
overall affinity (5). TIMP-1 binds with high affinity to the inactive pro-MMP-9, forming a
complex in which TIMP-1 retains its ability to inhibit the activity of another active MMP
via its N-terminal domain (10).

TIMP-1 is widely synthesized by many cells and tissues (4). Transcription of the
TIMP-1 gene is induced by pro-inflammatory cytokines (IL-1, IL-6, OSM, LIF and
TNF-a), TGF-B1 and phorbolesters (4, 11). Many physiological functions of TIMP-1
are closely tied to the functions of MMPs, and an improper balance of MMP and TIMP
production correlates with pathological conditions such as arthritis, tumor growth and
metastasis (4). On the other hand, TIMP-1 was independently discovered as an
erythroid potentiating activity (12, 13), an activity that appears to be functionally
distinct from MMP inhibitory activity (14). TIMP-1 binds to certain cell lines and is
translocated to the nucleus (15). It inhibits apoptosis in B cells (16), further suggesting
that it independently functions in multiple ways to support survival and growth of cells

in contrast to its function of inhibition of MMPs.



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human TIMP-1 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human TIMP-1 present is
bound by the immobilized antibody. After washing away any unbound substances, an
enzyme-linked antibody specific for human TIMP-1 is added to the wells. Following a
wash to remove any unbound antibody-enzyme reagent, TMB substrate
(Chromogenic agent) is added to the wells and color develops in proportion to the
amount of human TIMP-1 bound in the initial step. The color development is stopped,

and the intensity of the color is measured.
B. LIMITATIONS OF THE PROCEDURE

¢+ FORRESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.

+ This kit is suitable for cell culture supernates, human serum, human plasma and

human saliva.
+ The kit should not be used beyond the expiration date on the kitlabel.
+ Do not mix or substitute reagents with those from other lots or sources.

+ |If samples generate values higher than the highest standard, dilute the samples

with Calibrator Diluent (1x) and repeat the assay.

+ Any variation in operator, pipetting technique, washing technique, incubation time

or temperature, and kit age can cause variation in binding.



lll. ADVANTAGES

A. PRECISION

Intra-assay Precision (Precision within an assay)
Three samples were tested twenty times on one plate to assess intra-assay precision.
Inter-assay Precision (Precision between assays)

Three samples were tested in forty separate assays to assess inter-assay precision.

Intra-assay Precision Inter-assay Precision
Sample 1 2 3 1 2 3
Mean (ng/mL) 0.48 1.27 6.95 0.51 1.28 6.90

Standard Deviation 0.02 0.05 0.35 0.02 0.05 0.34

CV% 4.2 3.9 5.0 3.9 3.9 4.9

B. RECOVERY

The recovery of human TIMP-1 spiked to levels throughout the range of the assay in
various matrices was evaluated.

Sample Type ::J:S:r? Range (%)
Cell culture media (n=5) 102 94-113
Human Serum* (n=5) 98 87-102
Human Heparin Plasma* (n=5) 99 89-108
Human EDTA Plasma* (n=5) 99 93-108
Human Saliva* (n = 4) 105 89-121

*Samples were initially diluted prior to assay as directed in the Sample Preparation section.

C. SENSITIVITY

The minimum detectable dose (MDD) of human TIMP-1 is typically less than 0.08
ng/mL.

The MDD was determined by adding two standard deviations to the mean optical
density value of twenty zero standard replicates and calculating the corresponding
concentration.




D. CALIBRATION

This immunoassay is calibrated against a highly purified NS0O-expressed recombinant
human TIMP-1 produced at R&D Systems.

E. LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with
high concentrations of human TIMP-1 and diluted with Calibrator Diluent (1x) to
produce samples with values within the dynamic range of the assay.

Human Human
Cell culture| Human Human
EDTA Heparin
Dilution media Serum* Saliva*
plasma* plasma*
(n=10) (n=9) (n=8)
(n=9) (n=9)
Average % of
100 103 102 104 101
1:2 Expected
Range (%) 97-105 100-110 98-108 100-108 94-105
Average % of
100 103 103 103 100
1:4 Expected
Range (%) 96-106 98-111 96-110 95-110 96-109
Average % of
103 101 100 103 100
1:8 Expected
Range (%) 89-110 93-110 92-110 94-111 95-113
Average % of
104 100 100 100 101
1:16 EXpeCted
Range (%) 91-112 93-108 93-108 85-111 87-115

*Samples were diluted prior to assay as directed in the Sample Preparation section.

F. SAMPLE VALUES

Human Serum/Plasma/Saliva - Samples from apparently healthy volunteers were
evaluated for the presence of human TIMP-1 in this assay. No medical histories were
available for the donors used in this study.



Range Standard Deviation
Sample Type Mean (ng/mL)
(ng/mL) (ng/mL)
Human Serum (n=60) 190 87-524 721
Human Heparin
84 39-279 33.1
plasma (n=60)
Human EDTA plasma
98 44-304 354
(n=60)
Human Saliva (n=4) 121 46-208 82.3

Cell Culture Supernates - Human peripheral blood mononuclear cells (5 x 10°
cells/mL) were cultured in RPMI supplemented with 5% fetal bovine serum, 50 uM
B-mercaptoethanol, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate. The cells were cultured unstimulated or stimulated with 10
pMg/mL PHA. Aliquots of the culture supernate were removed on days 1 and 5 and
assayed for levels of natural human TIMP-1.

Condition Day 1 (ng/mL) Day 5 (ng/mL)
Unstimulated 76 163
Stimulated 201 274

G. SPECIFICITY
This assay recognizes natural and recombinant human (rh) TIMP-1.

The factors listed below were prepared at 200 ng/mL in Calibrator Diluent (1x) and
assayed for cross-reactivity. Preparations of the following factors at 200 ng/mL in a
mid-range recombinant human TIMP-1 control were assayed for interference. No
significant cross-reactivity or interference was observed.

Recombinant human:

MMP-1

MMP-2

MMP-3

TIMP-2

TIMP-3

TIMP-4

No cross-reactivity was observed with rhMMP-9, but interference was observed at

concentrations = 100 ng/mL.



rhMMP-9 Concentration (ng/mL)

Observed TIMP-1 Value (ng/mL)

200 227.6
100 249.8
50 263.4
25 269.8
12.5 287.0
0 276.9




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be
generated for each set of samples assayed.

(ng/mL) 0.D. Average Corrected
0 0.033 0.034 —
207 0.034
0.156 0.086 0.086 0.052
0.087
- / 0313 0.133 0.134 0.100
g 7 0.135
& 0.625 0.235 0.236 0.202
K 0.237
5 125 0.419 0421 0.387
o 0423
25 0.740 0.757 0.723
0.774
i 5 1324 1.336 1.302
0.1 1 10 1.347
. 10 2142 2.166 2132
Human TIMP-1 Concentration (ng/mL) 2.190




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human TIMP-1
wells) coated with an antibody against human 1 plate
Microplate
TIMP-1
Human TIMP-1 Solution of antibody against human TIMP-1 1 vial
via
Conjugate conjugated to horseradish peroxidase
Recombinant human TIMP-1 in a buffered
Human TIMP-1
protein base; lyophilized. Refer to the vial label 1 vial
Standard
for reconstitution volume
Assay Diluent RD1X A buffered protein base 1 vial
Calibrator Diluent
A 5x concentrated buffered protein base used to
Concentrate (5x)/ 1 vial
dilute standard and samples
RD5P
Wash Buffer
A 25x concentrated solution of buffered surfactant| 1 vial
Concentrate (25x)
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips




B. STORAGE

Unopened Kit

Store at 2-8°C. Do not use past kit expiration date.

Wash Buffer (1x)

Stop Solution

Conjugate

TMB Substrate

*

May be stored for up to 1 month at 2-8°C

Standard

May be stored for up to 1 month at 2-8 °C.*

Opened/
Reconstituted

Reagents

Assay Diluent

RD1X

May be stored for up to 1 month at 2-8 °C.*

Calibrator Diluent
Concentrate (5x)/
RD5P

May be stored for up to 1 month at 2-8 °C.*

Use and discard diluted Calibrator Diluent

(1x). Prepare fresh for each assay.

Microplate Wells

Return unused wells to the foil pouch
containing the desiccant pack, reseal along
entire edge of zip-seal. May be stored for

up to 1 month at 2-8°C.*

* Provided this is within the expiration date of the kit.
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OTHER SUPPLIES REQUIRED

Microplate reader capable of measuring absorbance at 450 nm, with the
correction wavelength set at 540 nm or 570 nm.

Pipettes and pipette tips.

Deionized or distilled water.

Squirt bottle, manifold dispenser, or automated microplate washer.

100 mL and 500 mL graduated cylinder.

Horizontal orbital shaker (0.12” orbit) capable of maintaining a speed of 500+50
rpm

PRECAUTION

Some components in this kit contain a preservative which may cause an allergic
skin reaction. Avoid breathing mist.

The Stop Solution provided with this kit is an acid solution. Wear eye, hand, face,
and clothing protection when using this material.

11



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

The sample collection and storage conditions listed below are intended as
general guidelines. Sample stability has not been evaluated.

Cell Culture Supernates - Remove particulates by centrifugation and assay
immediately or aliquot and store samples at < -20 °C. Avoid repeated freeze-thaw
cycles. Samples may require dilution with Calibrator Diluent (1x).

Serum - Use a serum separator tube (SST) and allow samples to clot for 30 minutes
at room temperature before centrifugation for 15 minutes at 1000 x g. Remove serum
and assay immediately or aliquot and store samples at < -20 °C. Avoid repeated
freeze-thaw cycles. Samples may require dilution with Calibrator Diluent (1x).

Plasma - Collect plasma using heparin or EDTA as an anticoagulant. Centrifuge for
15 minutes at 1000 x g within 30 minutes of collection. Assay immediately or aliquot
and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent (1x).

Note: Citrate plasma has not been validated for use in this assay.
Grossly lipemic samples should not be used in this assay.

Saliva - Collect saliva using a collection device such as a Salivette or equivalent.
Assay immediately or aliquot and store samples at < -20 °C. Avoid repeated
freeze-thaw cycles. Samples may require dilution with Calibrator Diluent (1x).

Note: Saliva collector cannot have any enzyme binding or filtering capabilities.

B. SAMPLE PREPARATION

All samples recommend a 100-fold dilution. A suggested 100-fold dilution is 10 uL of
sample + 990 uL of Calibrator Diluent (1x). Optimal dilutions should be determined by
the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: High levels of TIMP-1 are found in saliva. Take necessary precautions (e.g.
mask and gloves) to protect kit reagents.

Wash Buffer (1x) - If crystals have formed in the concentrate, warm to room
temperature and mix gently until the crystals have completely dissolved. Dilute 20 mL
of Wash Buffer Concentrate (25x%) into deionized or distilled water to prepare 500 mL
of Wash Buffer (1x).

Calibrator Diluent (1x) - Use deionized or distilled water to prepare Calibrator
Diluent (1x).

12



Human TIMP-1 Standard - Refer to the vial label for the reconstitution volume®.
Reconstitute the Human TIMP-1 Standard with deionized or distilled water. This
reconstitution produces a stock solution of 10 ng/mL. Allow the standard to sit for a
minimum of 15 minutes with gentle agitation prior to making dilutions.

*If you have any question, please seek help from our Technical Support.

Pipette 200 pL of Calibrator Diluent (1x) into each tube. Use the stock solution to
produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The undiluted standard stock serves as the high standard (10 ng/mL). Calibrator
Diluent (1x) serves as the zero standard (0 ng/mL).

200l 200 L 200pL 200 pL 200 pL

200 pL Std.
<
> ==
STANDARD ] '
10 ng/mL 5 ng/mL 25ng/mL  1.25ng/mL 0.625 ng/mL 0.313 ng/mL 0.156 ng/mL

D. TECHNICAL HINTS

® When mixing or reconstituting protein solutions, always avoid foaming.

® To avoid cross-contamination, change pipette tips between additions of each
standard level, between sample additions, and between reagent additions. Also,
use separate reservoirs for each reagent.

® |tis recommended that the samples be pipetted within 15 minutes.

® To ensure accurate results, proper adhesion of plate sealers during incubation
steps is necessary.

® TMB Substrate should remain colorless until added to the plate. Keep TMB
Substrate protected from light. TMB Substrate should change from colorless to
gradations of blue.

® Stop Solution should be added to the plate in the same order as the TMB
Substrate. The color developed in the wells will turn from blue to yellow upon
addition of the Stop Solution. Wells that are green in color indicate that the Stop
Solution has not mixed thoroughly with the TMB Substrate.

13



VII.LASSAY PROCEDURE

Bring all other reagents and samples to room temperature before use. It is
recommended that all standards and samples be assayed in duplicate.

Note: High levels of TIMP-1 are found in saliva. Take necessary precautions (e.g.
mask and gloves) to protect kit reagents.

1.
2.

10.

11.

Prepare all reagents and working standards as directed in the previous sections.

Remove excess microplate strips from the plate frame, return them to the foil
pouch containing the desiccant pack, and reseal.

Add 100 pL of Assay Diluent RD1X to each well. Assay Diluent RD1X may
contain a crystalline precipitate. Mix well before and during use.

Add 50 pL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature on a horizontal
orbital shaker (0.12” orbit) set at 500+50 rpm. A plate layout is provided for a
record of standards and samples assayed.

Aspirate each well and wash, repeating the process two times for a total of three
washes. Wash by filling each well with Wash Buffer (400 uL) using a squirt bottle,
manifold dispenser, or autowasher. Complete removal of liquid at each step is
essential to good performance. After the last wash, remove any remaining Wash
Buffer by aspirating or decanting. Invert the plate and blot it against clean paper
towels.

Add 200 L of Human TIMP-1 Conjugate to each well. Cover with a new adhesive
strip. Incubate for 1 hour at room temperature on a horizontal orbital shaker
(0.12” orbit) set at 500+50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature. Protect from light.

Add 50 uL of Stop Solution to each well. Gently tap the plate to ensure thorough
mixing.

Determine the optical density of each well within 10 minutes, using a microplate
reader set to 450 nm. If wavelength correction is available, set to 540 nm or 570
nm. If wavelength correction is not available, subtract readings at 540 nm or 570
nm from the readings at 450 nm. This subtraction will correct for optical
imperfections in the plate. Readings made directly at 450 nm without correction
may be higher and less accurate.

CALCULATION OF RESULTS

Average the duplicate readings for each standard and sample and subtract the
average zero standard optical density (O.D.). Create a standard curve by

14



reducing the data using computer software capable of generating a
four-parameter logistic (4-PL) curve-fit. As an alternative, construct a standard
curve by plotting the mean absorbance for each standard on the y-axis against
the concentration on the x-axis and draw a best fit curve through the points on the
graph. The data may be linearized by plotting the log of the human TIMP-1
concentrations versus the log of the O.D. and the best fit line can be determined
by regression analysis. This procedure will produce an adequate but less precise
fit of the data.

If samples have been diluted, the concentration read from the standard curve
must be multiplied by the dilution factor.

15



VIIl. REFERENCES

© 00 N O O A W DN -

- A a A A A
o o0 A W N -~ O

. Borkakoti, N. (1998) Prog. Biophys. Mol. Biol. 70:73.
. Massova, I. et al. (1998) FASEB J. 12:1075.

. Bode, W. et al. (1999) Cell. Mol. Life Sci. 55:639.

. Gomez, D.E. et al. (1997) Eur. J. Cell Biol. 74:111.

. Bode, W. et al. (1999) APMIS 107:3.

. Schultz, R.M. et al. (1988) Cancer Res. 48:5539.

. Williamson, R.A. et al. (1990) Biochem. J. 268:267.
. Murphy, G. et al. (1991) Biochemistry 30:10362.

. Murphy, G. et al. (1989) Biochem. J. 26:1031.

. Kolkenbrok, H. et al. (1995) Biol. Chem. Hoppe-Seyler 376:495.

. Borden, P. and R.A. Heller (1997) Crit. Rev. Eukaryot. Gene Expr. 7:159.
. Westbrook, C.A. et al. (1984) J. Biol. Chem. 259:9992.

. Docherty, A.J. et al. (1985) Nature 318:66.

. Chesler, L. et al. (1995) Blood 86:4506.

. Ritter, L.M. et al. (1999) Biochem. Biophys. Res. Commun. 257:494.

. Guedez, L. et al. (1998) J. Clin. Invest. 102:2002.

16



PLATE LAYOUT




a blotechne brand

e fE B R BRAE T

A TIMP-1 Valukine™ ELISA &7 &

H%*%: VAL213

& T e E AN R R AN A &) B F B 4L 2L A1 1 (TIMP-1) 9K

BRI, AN T IR PR 2 W

Bio-Techne China Co. Ltd
P: +86 (21) 52380373 P: 8009881270 F: +86 (21) 52381001

info.cn@bio-techne.com

A RO WA G AR 2
Novus &7 &l frE Il bt H 91 3 A H WA 3L

A5 202410.1

18



mailto:info.cn@bio-techne.com

VL.

VIL.

VIIL

=SS ATSRRRRN 20
TR oA R AR 21
SRS 22
ST . eereeeeseeeese s s s R AR AR AR AR E R ARt 26
TRFU BRI BT cevereeerereseressssesesssessssssesss s asssessss st s st s s s st sanssesnsnessanens 27
ST TR cvneeueureseeseesseuressesesssessessesee s s bR AR AR R R 29
BRIEIIR «.eeeeceeereeeeee s es s s e 31
BEIETURR cuvevererernesessessssssessessesssstasesss st s e ssessssssasssesssnsssnssasessesassesesssnsesssnsasnsssnsasnnsasessnns 32

19



. B

4B E AR (Matrix Metalloproteinases, MMPs) & — &R fi 1t P ik, T AL
YN ANE R AR I AR, MG R & AR ES., 0SS SR (1-3)
MMPs [{)3E 1 52 2 M2 AR 15« L 14 28 1 7K A Vi A LA B 46 Je 2 1 Tl . 240 o P11
(TIMPs) K44 (4, 5) . TIMPs 5 MMPs i 1:1 RIAEI B &4, BHIEEY
A MMP #4647 £ TIMPs %Kk 2501 MMP EUf s B R Sk, 2% e P s S SR AN o)
K2 B MMP . ThEERE R AR E g . TIMP-1 22— B SR E A, TIMP-2 2
— MR E A, WEEZTIEER, A2 TIMP-3 JRBR T4 5, 1
TIMP-4 | E 2 FIRTOAEHS . H X MMPs Al TIMPs 458, 15202 R 1-5.

TIMP-1 &2 —Fh B 184 N BRI FIRE AL R 0T, AERE R0 A 2 L M (b 22
M (6) o B 12 MEBEAR (TE TIMPs) |, XS8R R IRIL I —hudd, MiiE
FASE N 3R C ikt (7)o N &M & 5 MMP Y45 &40 55 MMP JiK
MG RS (8) « 5 TIMP-1 4545, KBRS EAKME, HASWEBE (5 .
TIMP/MMP &4 ] LA RS, A= BB ANEEE TIMP-1 (9) . C Ii&ifis 5 MMP 14
P gEs, 7B AsEMY (5) . TIMP-1 556 Pro-MMP-9 B &kl 14 4,
AN A, Hrb TIMP-1 763 N A it 45 A4 3 410514 3 R i HAf MMP (35 1
RO H CEE (100 .

Y2 AN A ZUERRE 2 & TIMP-1 (4) o R & 4IMEF (L1, IL-6, OSM, LIF
Al TNF-0) , TGF-B1 FfEE 25T TIMP-1 R #EE (4, 11) . TIMP-1 (1%
ABTIEES MMP DR IR 5%, i MMP AT TIMP 4= s AP 5 5615 48 . g
KAFEBSRHREELMR (4) o B—Jim, TIMP-1 R ILEA A gpss e (12,
13) , XMIEMEAEDIRE 5 MMP fI%EHEAE (14) o TIMP-1 53540 K455,

HiFZ R (15) . ERediH] B 20MMIE T (16) , XiF—1HRH, HMH MMPs
RITHEEAHEL, e g DA 2 Aoy S0 Hh SRR A A7 FE A AE K

20



B

A, A R B

A S8 S P AR e D ELISAE: « HiATIMP-150AR G4 T LR E, FE S FIbRvE &

FHIATIMP-12 58 5E AR _ERPURL S, S B RS e IMABIRIE S LB br
ILHTATIMP- UG AT & . Vel EBRARG SRR, IMATMBIRZE R (5
D o WP S G HREERIELL: IR  FHREFR OO E ROGRE .

B. kR

*

*

*

ERIHER, AR TSNS

BT &G A A IR EIEAEAS, NS AR A M
TR S A BOH A (]

AN AN R 5 3R B i L o A e TR T

FEAEA KT ARt L i) e iR, A A IR i MR (10 AR B AR E
RS R AR AT e 2 A AR S0, RS N G iERAE . Baias i o L
WA SR ] Bl Bl & R &

21



.
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ORI EER =AM, FE R — MR 23 A 200, DA 8 B A R 1l 22
WRIEDRETREE R [F B TR R 1 )

CAMKRFEI =ANEAS,  FEANRIARA] 73 A A0V, LA & B [A) kS Hff 22

W AET AR )R A
S 1 2 3 1 2 3
FHME (ng/mL) 0.48 1.27 6.95 0.51 128 | 6.90
aRli% 0.02 0.05 0.35 0.02 0.05 | 0.34
CV% 4.2 3.9 5.0 3.9 3.9 4.9
B. [EI®
AN RIZERIREAR s 45 NG TG B AT KCSF R ATIMP-1, 0 3 [
AR P ERE (%) i (%)
IR (n=5) 102 94-113
NILiE* (n=5) 08 87-102
NIFZ M3 (n=5) 99 89-108
A EDTA Ifi3¢* (n=5) 99 93-108
NHER* (n=4) 105 89-121

*FE SR TE 2 BT H FE BERE o 1) 2% A I FE s BEAT R R
C. REE
A TIMP-1 [f /el K ill57 & (MDD) % /M 0.08 ng/mL.

MDD 2 HR45 201> 2 52 ) vH: ot £ LRI RO BEAE B -1 S A o 1 22 T A5 B AR R
AR o
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RERBEAR F 55 BN R ATIMP-1, SR )5 FIARUHE SRR (1) FREARFR
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MR A | AMIE* | A\EDTAIMIZ | \JFE M| NER*
RS
(n=10) (n=9) (n=9) (n=9) (n=8)
A A
100 103 102 104 101
1:2 (%)
TEH (%) 97-105 | 100-110 98-108 100-108 | 94-105
P ARG
100 103 103 103 100
1:4 (%)
TEH (%) 96-106 98-111 96-110 95-110 | 96-109
P AHE
103 101 100 103 100
1:8 (%)
TLH (%) 89-110 93-110 92-110 94-111 | 95-113
A A
104 100 100 100 101
1:16 (%)
TEE (%) 91-112 93-108 93-108 85-111 | 87-115

*E TS BT B4 REURE B 61 463040 B B R A T R R
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—— FiE Vi P2
(ng/mL) (ng/mL) (ng/mL)
3% (n=60) 190 87-524 72.1
NP (n=60) 84 39-279 33.1
AEDTAIL% (n=60) 98 44-304 35.4
NHER (n=4) 121 46-208 82.3

RIS FE LB NS A A0 (5x 108N ffl/mL) TERPMIS:; FRIEEH BT %, &5 975t
AT T 5% IS . 50 uMB-3JE 2 FE . 2 mM L-A & BEiE. 100 U/mLE % £ A11100
ug/MLBERE BRI AL . HMEAS R B 10 pg/mL PHARIBLHE L T B35 . FE551 KR
FS R IR FIEH, WE RIRATIMP-17KF

% 1 X (ng/mL) 5% (ng/mL)
KA 76 163
allbe 201 274

G. Rt

Rl 7 AR AR E A TIMP-1.,

PAF 51 H PR 7 AERR T AR R (1%) L 200 ng/mbL MR EE i £, JFHEAT 28 UM
PENGE o« LAR 51 A B 72 PR [ 3 ZH N TIMP- 0] 1t L1200 ng/mL I 2 i) 4%
FEBEAT T-IRE « AREE SN ) A8 X BB T3 o

Recombinant human:

MMP-1

MMP-2

MMP-3

TIMP-2

TIMP-3

TIMP-4

KW %2 2] HriMMP-9f 32 XU N, EFEIR FE=2100 ng/mLis W% 21141
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rhMMP-97% & (ng/mL)

TIMP-14: & (ng/mL)

200 227.6
100 249.8
50 263.4
25 269.8
12.5 287.0
0 276.9
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IV. SZI%

A vHE B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

Optical Density

-

2
o

0.01

0.1

1
Human TIMP-1 Concentration (ng/mL)
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(ng/mL) 0.D. Average Corrected
0 0.033 0.034 —

0.034

0.156 0.086 0.086 0.052
0.087

0.313 0.133 0.134 0.100
0.135

0.625 0.235 0.236 0.202
0.237

1.25 0.419 0421 0.387
0.423

2.5 0.740 0.757 0.723
0.774

5 1324 1336 1302
1.347

10 2142 2.166 2132
2.190




V. SIS HB ST
A. IS

H K ik FA%
_ AHHTATIMP-1HTUAR 196 FL T 2K 4,
Human TIMP-1 Microplate 18R
8FLx 124
Human TIMP-1 Conjugate Fg bRt BT A TIMP-14044 g
’ TIMP-1 Standard FHAATIMP-1454ES G5ET) , ZHWY -
uman -1 Standar .
PR2EIEAT B
Assay Diluent RD1X o b
Calibrator Diluent Concentrate | W4\ IbRE MR (5%) , H Tkt -
(5%)/ RDSP YEE S AR
Wash Buffer Concentrate (25x) | IRAATEIRZEMIR (25%) biih
TMB Substrate TMB ELISAJEYI7 W/ TMBJER Y W 2if
Stop Solution 2SR i
Plate Sealers FHAR R 35k
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B. A& MT

o FF B 7
T agectit: eI HORR AL
PRI (1%0)
211
2.8°CHEtE, BEI0K*
BEET R
TMBJEE W
CTIF, BR| bRt i 2-8°Clifs, W&30K*
zim M e RO X 2-8°CHf7, W% 305*
2-8°CHi , % 30 &*
e b e | 2 S C e, F S0 R
2 (5x) /RDSp | TERKILAFEEREHIN xR R, £ R10E
77‘_Tj
\ 4 K I AR % I 4 TR R4S i,
PTG %
2.8 °Clists, WEI0K*

AT AT RO
C. KIPrif B &I

o AR CATIERA50 nR I K TR IR e 540 nmEk570 nmiis I A IR I fED
o R FEINRAS B — RSk

¢ ERBKEEETK

o TR OB . ZEIE DR 3 SRR

+ 100 mLFI500 mLEf&

o KRGS (0127 HED , FE: 500150 rpm

D. ERFEW
o WEI SRR, AT RE S BRI U, BRI
o RS Z RO RRIEIEM, AR MO IR . T AR B
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VI. SZIG RIS
A. FERIRERER

AT 3t A SR A R AR R AU — AR T R AR R RO R VP At o
MR TE BB - B0 BRI, S RN S BEAT R, JRRRE A i AR AE< -20°C
RIREE T, G S R IR FFwh T RE TR Z IR AE SRR (%) Mk
MmiF - A2 (SST), ibFEATE SR NEREF30 4, SR/57E1000 x g HIES
OANEL5 B B ML VBT RN, B R IF i AFAES -20 °C. G R IR
RATEIR . FEAS R AR 2 HIARTE AR AR (1%) Fike.
M3 - {5 RSEDTAE MR SE I . 7ERAEE3070 84, LL1000 x gL
JIBS 0553 LRI B > B HAfAA7ES -20 °C. b R SRk 5T Re f 2 AR
HERARERTR (1%) Hike.
e FTBR MR AL AR LS F

PERJGMLFFER AR T2
YR - i IR RCR AR 45 , fSalivette s 55 s & R AL MEVR o SZEIA I 2l 7334 J5 T<-20 °C
A7 S S BRI . FE b AT RERR BT ARE SRR (10 EATHRE
HE: HEIRCTE A AR 1B 25 G B BT e »

B. HRHEEE

P REAE AT 100 {5 MR, G2 100 fEAREE Y. 10 Ll RIREA+990 pL it
ARRRREIR (1) o BRAERREAE KON th P BAT A -

C. MRS TR

FRRTERIAERHRE T E6.

M HERFTIMP-1 2 855 18RRI hE (B ERIFE) LR
a2

TRl (1%) . MUKFEHECH R A Se R T Re A 4, B TIER IS MEER, &
FRIRS), Feah S A e ERCHIPER . AlK20 mLIRZEUEIRI (25%) JHZEME/K L
F BT KRREECH] 500 mL AR (Peism (1%) .

PRI (1%) = ]2 B KRR/ I s ARl AR BRI (1) &
ATIMP-ARR#ES : EIRARBIE S MG, HE S TR MK EMATIMP-147 1
i, AFEIREE 10 ng/mLbRHE S i & BHR. RRRIR AR50 80, KA.

UG BEIR], TE B IRIRATR IR SRR .
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IR HUEH5200 uLARAE A MBI (1) RN . MRl & BRI R () o £
TIRERE AT, RN ENIRIR G . RFREHARHE S T E v i s brdEdh (10 ng/mL) . F5
HEA AR (1) VEOuARHERE 5L (0 ng/mbL) .

200l 200 L 200pL 200 pL 200 pL

 Wan YWan YWan YW \
200pLStd. | Bl ] 'l = M

[_

»
STANDARD
TS ERRRE

10 ng/mL 5ng/mL  25ng/mL 1.25ng/mL 0.625ng/mL 0.313 ng/mL 0.156 ng/mL

D. HARPMRR

o CHRGEEFERN, R

o ONTBRANGY, BHIASFEIREE RS BRI RBGIER R E ek, 5
AR I3 7359 1 AN [ RO A% TR

o RBSI BRI SE B B A

o RREREERY, I BRI R] ORUESS SR HERA

¢ TMBJEMERAE EARETNON T, THROGIRTE: ARG, sl R AR
W

o R BRI R TMBJEE BRI — 30 AL RUR, LB f A
W LA SR, RN RIS R iR &
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VIl. #{EPR

fERRT, BITAEMRFIARE ST EEE. BUCT A SR ST Z 7R .

e MERFTIMP-1 555 15 RIS ZE T (P18 0 ERIFE) LR

&7

1 B R0, WS LT T B AR AR

2. MCPHEEERMFHERIBMIR, RSB EEESA, =i,

3. AL I 100 uLHIAS IR RDIX . AAERDIX 1 A 55 5 45 da i . 1/
FIRIE ST 2758 75 5 T e

4. 5y BRI BE R SR SE IR A ID NI FLH, RFAL50 plo AR A s o
1L, AKFHREGEE (0.127F58) , #E: 500+50 rpm, ZEBE2/M. B
R T — KOG FUBAR I, AT FH F-10 srAn v i AR I6 BEAS (AR P9 A7 B 5

5. KRR AR 5, A R . 2208 T AR 2 5 Sh RSV LIEAR - B FLINPE 400 pL,
SRIGHEB N BRI 2 o A ERAE20R, JLBE3IR. BRI B Bk A E
TR B I SEIEE IR . B — IRUEAR G A, 1R N BT YRR IR T SR AR 15
TEWR K AR T T 5% v A

6. TERAHALAINA200 pLATIMP-1EEFRATIGTIAA . FHE MRS ) N FL, FKF
%2 (0.12°H138) , #iE: 500450 rpm, FHRFFE 1/

7. EESSHURERE;

8. fERAUFLAIIA200 pL TMBJERWE, ZiRFFH 30040, HEREDE;

9. TERAUILAIIIAS0 uLE& IR, TERIAMILIG, (IR A5,

10. DIANZIERE1050 80, A8 ERAR I 450 nm O RE(E, #5E 540 nmE570
nm{EARIER K. WRBEKKIEATTH, LL450 nm )40 2:540 nmzi570 nm
(RIS X PRI R I B ARAR b IR G BB o S50 A IE 1M L E 450 nmib kAT (1)
T R i HLSE AR

1. FEL R
FFBEANFR A S AR 5 1 2 ALIROGAE B398, 85002 FhwitE s -3 OD{E (0.DL,
RN E S H0Z 5 (4-PL) & olEbrE g2k, 55—,
B3 22 iy AR T PSR AR b A R SR i bt il 2k, SR ima
{1 e R L i 2R o B T LU 2 N TIMP-13 B (1% 505 0.D. [l X Hok
ZetkAl, FE HIEERLA S nT O [BUA B R BT o« 1R R P A R E AN KRG
IEVE/E R
UNSRRE SRS, MR i 28 S BRIk FE 0 250 LA 05 5
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