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. BACKGROUND

Cystatin C (gene name CST3) is a secreted cysteine protease inhibitor that belongs to
the cystatin superfamily (1). It is a protein of 120 amino acids and approximately 13
kDa in its non-glycosylated form; a glycosylated form is reported in rat, but not in
mouse (2). Mature human Cystatin C shares 72% amino acid sequence identity with
mouse and rat Cystatin C. Cystatin C is susceptible to endoprotease cleavage
producing N-terminally truncated forms (1). Cysteine proteases of the papain family,
such as Cathepsins B, H, K, L, and S, are the major targets for Cystatin C (3, 4).
Cystatin C is produced in all tissues and is present in all biological fluids, including
plasma, urine and cerebrospinal fluid. Cystatin C is freely filtered by the glomeruli. It is
then taken up by proximal tubule epithelial cells via megalin-mediated endocytosis,
and is metabolized so that it does not return to the bloodstream (1, 5-7). Therefore,
Cystatin C serum concentration correlates closely to the glomerular filtration rate
(GFR). Its measurement in serum or plasma has been proposed as an indicator of
drug nephrotoxicity that is less affected by factors such as gender, age, muscle mass
and cirrhosis than creatinine (5, 7, 8). Circulating Cystatin C can, however, be
increased during chronic low-level inflammation, in part due to IL-6-mediated
increases in Cystatin C production (8). Conversely, the anti-inflammatory cytokines
IL-10, IFN-B and IFN-y can decrease Cystatin C expression and its circulating levels
(9-11).

Cystatin C is involved in several disease processes through its regulation of cysteine
protease activity (1). In humans, high circulating Cystatin C in the presence of
apparently normal kidney function is associated with coronary artery and
cardiovascular disease risk (1, 7, 12, 13). In a model of human aortic aneurism,
deletion of mouse Cystatin C in ApoE-/- mice promotes inflammation and speeds
cathepsin-mediated rupture of the arterial wall tunica elastica (14, 15). Circulating
Cystatin C has been reported to influence tumor metastasis. Abnormally low Cystatin
C levels allow cathepsin B-mediated degradation of extracellular matrix and promote
tumor metastasis, while high Cystatin C levels antagonize TGF- signaling, slowing
cancer invasion and growth (16, 17). Cystatin C is an amyloidogenic protein. In
humans, the L68Q variant forms dimers and oligomers more easily than the wild type
protein under physiological conditions and is the cause for hereditary Cystatin C
amyloid angiopathy (3, 18, 19). Cystatin C also inhibits amyloid-B deposition and
protects neuronal cells from toxicity in mouse models of Alzheimer’s disease (20-22).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Cystatin C has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Cystatin C present
is bound by the immobilized antibody. After washing away any unbound substances,
an enzyme-linked antibody specific for human Cystatin C 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 Cystatin C 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 supernate, human serum, human plasma,
human saliva, human urine and human milk.

+ 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) 16.2 29.9 52.6 17.2 30.8 60.9

Standard Deviation 1.07 0.92 2.41 1.21 1.53 3.60

CV% 6.6 3.1 4.6 7.0 5.0 5.9

B. RECOVERY

The recovery of human Cystatin C spiked to levels throughout the range of the assay

in various matrices was evaluated.

Average %
Sample Type Range (%)
Recovery
Cell culture media (n=4) 96 88-102

C. SENSITIVITY
Fifty assays were evaluated and the minimum detectable dose (MDD) of human
Cystatin C ranged from 0.030-0.227 ng/mL. The mean MDD was 0.102 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 NSO-expressed recombinant
human Cystatin C produced at R&D Systems.

This assay has been correlated to the Cystatin C reference standard supplied by the
Joint Research Centre Institute for Reference Materials and Measurements (Catalog
# ERM-DA471/ IFCC) with a slope of 1.07 and R? value of 0.998.
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E.

LINEARITY

To assess the linearity of the assay, different samples were containing or spiked with

high concentrations of human Cystatin C and diluted with Calibrator Diluent (1x) to

produce samples with values within the dynamic range of the assay.

Cell cult Human Human
ell culture| H H H
uman EDTA Heparin uman | Human
Dilution supernates| Serum* Saliva* | Urine*
plasma* | plasma*
(n=4) (n=4) (n=4) | (n=4)
(n=4) (n=4)
Average % of
102 106 105 102 100 106
. Expected
1:2
Range (%) 95-105 99-111 99-109 97-108 | 91-107 | 101-109
Average % of
101 108 107 107 101 108
1:4| Expected
Range (%) 95-108 103-114 | 100-114 | 104-109 | 94-109 | 105-110
Average % of
97 105 105 104 97 103
1-8| Expected
Range (%) 91-101 100-109 | 99-111 100-107 | 87-111 | 99-105
Average % of
97 108 105 106 95 96
1:16 EXpeCted
Range (%) 88-107 107-109 | 99-111 98-114 | 89-112 | 87-102

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

F. SAMPLE VALUES

Human Serum/Plasma/Saliva/Urine - Samples from apparently healthy volunteers

were evaluated for the presence of human Cystatin C 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=36) 792 553-1257 161
Human EDTA plasma
774 560-1173 155
(n=36)
Human Heparin plasma
786 524-1284 177
(n=36)
Human Saliva (n=11) 1259 103-3184 1077
Human Urine (n=12) 62.9 12.6-188 43.8

Cell Culture Supernates:

Human peripheral blood cells (1x 10° cells/mL) were cultured in DMEM supplemented
with 5% fetal bovine serum, 50 uM B-mercaptoethanol, 2 mM L-glutamine, 100 U/mL
penicillin, and 100 pg/mL streptomycin sulfate. Cells were cultured unstimulated or
stimulated with 10 ug/mL PHA. Aliquots of the cell culture supernate were removed

and assayed for levels of human Cystatin C.

Condition Day 1 (ng/mL) Day 5 (ng/mL)
Unstimulated ND ND
Stimulated ND 16

ND=Non-detectable

IMR-90 human lung fibroblast cells were cultured in MEM supplemented with 10%
fetal bovine serum, 1.5 g/L sodium bicarbonate, 0.1 mM non-essential amino acids
and 0.1 mM sodium pyruvate. An aliquot of the cell culture supernate was assayed for
human Cystatin C and measured 23.7 ng/mL.

MCF-7 human breast cancer cells were grown in DMEM/F12 media supplemented
with

10% fetal bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, and 100 ug/mL
streptomycin sulfate. An aliquot of the cell culture supernate was assayed for human
Cystatin C and measured 47.2 ng/mL.

HepG2 hepatocellular carcinoma cells were grown in DMEM supplemented with 10%
fetal bovine serum, 2 mM L-glutamine, 100 U/mL penicillin, and 100 pg/mL
streptomycin sulfate. An aliquot of the cell culture supernate was assayed for human

Cystatin C and measured 264 ng/mL.




Human Milk - Two human milk samples were assayed for human Cystatin C and

measured 1456 ng/mL and 2431 ng/mL, respectively.
G. SPECIFICITY

This assay recognizes natural and recombinant human Cystatin C.

The factors listed below were prepared at 1.0 pyg/mL in Calibrator Diluent (1x) and
assayed for cross-reactivity. Preparations of the following factors at 1.0 yg/mL in a
mid-range recombinant human Cystatin C control were assayed for interference. No

significant cross-reactivity or interference was observed.

Recombinant human:

Recombinant mouse:

Cathepsin A Cathepsin A
Cathepsin B Cathepsin B
Cathepsin C Cathepsin C
Cathepsin D Cathepsin C Active
Cathepsin E Cathepsin D
Cathepsin F Cathepsin E
Cathepsin L Cathepsin H
Cathepsin L2 (V) Cathepsin L

Cathepsin O Cathepsin L Proform
Cathepsin S Cathepsin Z
Cathepsin Z Cathepsin 1

Cystatin A Cystatin A

Cystatin B Cystatin B

Cystatin E/M

Cystatin E/M

Cystatin F Fetuin-A
Cystatin S HPRG
Cystatin SA Kininogen




Cystatin SN

Fetuin-A

Fetuin-B

HPRG

Kininogen

Some cross-reactivity was observed with the following:

Recombinant Factor Concentration Tested Cross-reactivity (%)
Mouse Cystatin C 1.0 pg/mL 0.2
Human Cystatin D 500 ng/mL 0.3




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
10 0 0.009 0.010 —

0.010

313 0.076 0.079 0.069
. 0.082

7 ! 6.25 0.193 0.19 0.186
2 0.198

= 125 0.491 0.496 0.486
2 0.501

o & . 25 1.027 1.042 1.032
1.056

50 1.699 1.748 1.738

us) 100 }232 258 2532
1 10 100 2579

Human Cystatin C Concentration (ng/mL)



V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size

96 well polystyrene microplate (12 strips of 8
Human Cystatin C

wells) coated with an antibody against human 1 plate
Microplate
Cystatin C
Human Cystatin C Solution of antibody against human Cystatin C 1 vial
via
Conjugate conjugated to horseradish peroxidase

Recombinant human Cystatin C in a buffered
Human Cystatin C

protein base; lyophilized. Refer to the vial label 1 vial
Standard

for reconstitution volume
Assay Diluent RD1-43 | A buffered protein base 1 vial

Calibrator Diluent
A 5x concentrated buffered protein base used to
Concentrate (5x)/ 1 vial

dilute standard and samples
RD5-24

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
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B. STORAGE

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

Wash Buffer (1x)

Stop Solution

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

TMB Substrate

Standard May be stored for up to 1 month at 2-8 °C.*
Opened/
_ Assay Diluent RD1-43| May be stored for up to 1 month at 2-8 °C.*
Reconstituted
Reagents Calibrator Diluent May be stored for up to 1 month at 2-8 °C.*
Concentrate (5x)/ Use and discard diluted Calibrator Diluent
RD5-24 (1x). Prepare fresh for each assay.

Return unused wells to the foil pouch

containing the desiccant pack, reseal along
Microplate Wells
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 Kkit.
C. 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.

+ Collection device for human saliva samples that has no protein binding or filtering

capabilities such as a Salivette or equivalent.

+ Polypropylene test tubes for dilution.
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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.

Human Cystatin C is detectable in human saliva. Take precautionary measures to

prevent contamination of kit reagents while running this assay.

12



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. Do not refreeze aliquots after use. Samples may
require dilution with Calibrator Diluent (1x).

Note: Citrate plasma has not been validated for use 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 must not have any protein binding or filtering capabilities.

Urine - Aseptically collect the first urine of the day (mid-stream), voided directly into a
sterile container. Centrifuge to remove particulate matter, assay immediately or
aliquot and store at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent (1x).

Human Milk - Centrifuge for 15 minutes at 1000 x g at 2-8 °C. Collect the aqueous
fraction and repeat this process a total of 3 times. Assay immediately or aliquot and
store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may require
dilution with Calibrator Diluent (1x).

B. SAMPLE PREPARATION

Human serum and plasma samples recommend at least a 30-fold dilution. A
suggested 30-fold dilution is 20 pyL of sample + 580 uL of Calibrator Diluent (1x).
Optimal dilutions should be determined by the end user.

Human saliva samples recommend at least a 20-fold dilution. A suggested 20-fold
dilution is 30 pyL of sample + 570 uL of Calibrator Diluent (1x). Optimal dilutions
should be determined by the end user.

Human milk samples recommend at least a 40-fold dilution. A suggested 40-fold
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dilution is 15 pL of sample + 585 uL of Calibrator Diluent (1x). Optimal dilutions
should be determined by the end user.

C. REAGENT PREPARATION

The conjugate must remain at 2-8 °C. Bring all reagents to room temperature
before use.

Note: High concentrations of human Cystatin C are found in human saliva. It is
recommended that a face mask and gloves be used to protect kit reagents from
contamination.

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).

Human Cystatin C Standard - Refer to the vial label for the reconstitution
volume*. Reconstitute the Human Cystatin C Standard with deionized or distilled
water. This reconstitution produces a stock solution of 200 ng/mL. Allow the standard
to sit for a minimum of a minimum of 30 minutes with gentle agitation prior to making
dilutions.

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

Use polypropylene tubes. Pipette 300 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 100 ng/mL standard serves as the high standard.
Calibrator Diluent (1x) serves as the zero standard (0 ng/mL).

300 pL 300 pL 300 pL 300 pL 300 pL

300 pL Std. |
A
‘ £ ]
* ' ' m '
200 ng/mL 100 ng/mL 50 ng/mL 25ng/mL  125ng/mL  6.25ng/mL 3.13 ng/mL

14



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.

It is 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.

15



VII.LASSAY PROCEDURE

The conjugate must remain at 2-8 °C. 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 concentrations of human Cystatin C are found in human saliva. It is

recommended that a face mask and gloves be used to protect kit reagents from

contamination.

1.
2.

10.

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 RD1-43 to each well. Assay Diluent RD1-43 may
contain a 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 3 hours at 2-8 °C. A plate layout is provided for a
record of standards and samples assayed.

Aspirate each well and wash, repeating the process three times for a total of four
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 uL of cold Human Cystatin C Conjugate to each well. Cover with a new
adhesive strip. Incubate for 1 hour at 2-8 °C.

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.
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11. 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
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 Cystatin C
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.

17
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o RIEERIAFE R R MRS, WAESREA R BRE AR AL B
WA NI T R IRLE L Bl RO 4
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A. BHE

ARSI (IR — B A AN R LI AR A 22D
AR B =ANREAS, 7R [F) — BN 23 B A I 200K,  DARA & AR A RS 1
WRIERETEE AN R B[] PR A 1 52D
CUENAR BE R =ANREAS, FEAS [FIRR A 73 S A I 400K, LARA & A (R A 1l 2

W PIRERE R IRDRE R B
FEA 1 2 3 1 2 3
FIME (ng/mL) 16.2 29.9 52.6 17.2 30.8 | 60.9
aRli% 1.07 0.92 2.41 1.21 153 | 3.60
CV% 6.6 3.1 4.6 7.0 5.0 5.9
B. FE&
AR R B AR 8 A sl Y ) 9 AS [E] 7K1 1\ Cystatin C, & Fe [l .
=¥ i) SEEERE (%) WE (%)
MR IR (n=4) 96 88-102
C. REE

PFAl 50 illsE, A Cystatin C fysg/Mull7i & (MDD) &[4 0.030-0.227 ng/mL.
“F-# MDD >4 0.102 ng/mL.

MDD & AR 5 204> B 52 f8 ZE A A s £L AR ' B2 AR A0~ S0 0 A8 35 s o4 22 T 545 21 A A G
R o

D. RIE

%A I 52 1 AR&D SystemsE 72 i) w51 41 i fINS 02 i 1) 55 40\ Cystatin CHZ IE .

AW 5 J5 %k £ 5 # Joint Research Centre Institute for Reference Materials and

Measurements #2{t(]Cystatin Chr#fEfh (Ht'5 # ERM-DA471/IFCC) KIE, #I%F
41.07, R*{°40.998.
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E. &t

ANEMEEA RS EIB NEIRE A Cystatin C, SAJ5 RSB (1) AR
FeRURIVEE A, E HL ek

MpiEsE B| AMFE* | AEDTAIL | AJFR M| NMER:| AR
oy ‘
B (n=4) | (n=4) [¥* (n=4) (n=4) (n=4) | (n=4)
AT
102 106 105 102 100 106
1:2 H (%)
Ve (%) 95-105 99-111 99-109 97-108 91-107 |101-109
AT
101 108 107 107 101 108
1:4 i (%)
Ve (%) 95-108 103-114 100-114 104-109 |[94-109|105-110
YA ARE
97 105 105 104 97 103
1:8 i (%)
Ve (%) 91-101 100-109 99-111 100-107 |[87-111|99-105
YA ARE
97 108 105 106 95 96
116 H (%)
Ve (%) 88-107 107-109 99-111 98-114 89-112|87-102

R A T R BERE i ] 2 0 IR R EAT RRE
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F. FEATUE

NI/ 3R /W PRI - AEA IS iPAh 1 ok B R RS A T R B AR
N Cystatin Co A 7t A48 FH I AEAAR 35 Js 5

FIME Vi P
AR

(ng/mL) (ng/mL) (ng/mL)
AIfiiE (n=36) 792 553-1257 161
ANHFZEIFE (n=36) 774 560-1173 155
ANEDTAI % (n=36) 786 524-1284 177
ANHER (n=11) 1259 103-3184 1077
NIRBE (n=12) 62.9 12.6-188 43.8

MRt B

NAMEMAAE (1%x108 cells/mL) {EM785% 4 MG 50 uM B-Fi2t 4 EE. 2 mM L-%&
M. 100 U/mLTE 5 R 1100 pg/mLiE 5 R AL £ I DMEM AR 55 5% . 41 B 76 A il sk
F10 pg/mL PHARS G 5557 . B gfEs 7% LiE W, e A\ Cystatin CHIKEE .

i 1 X (ng/mL) 5K (ng/mL)
A ND ND
il ND 16
ND=R A H

IMR-90 A ili il 2T 4k ZH L 7E 57 10% B 24 i 1.5 g/LBREEE 4N 0.1 mMAEX 35 & FLFR A1
0.1 MM ERIERBIIMEM 1 5 9% . 4% 7% E3E W A\ Cystatin CHH I &€ (9237
ng/mL.

MCF-7 A\ LI 40 R AE b 7876 10% 16 4 13 « 2 mML-2 2Btz . 100 U/mL75 8 % #1100
Ho/mLERERHEH R IDMEM/F1235 73 i it 95 . Kl 40 35 7% 3% W A Cystatin CI#)
WEE, MK EEH4T.2 ng/mL.

HepG2/iT 41 i 41 E & A 10%A 4 i . 2 mML-B & BEiZ . 100 U/mL75 2 2 #1100
Hg/mLE KRB £hIDMEM 5 7% o Kl 4 o % 7% L35 ¥+ A\ Cystatin CHIMREE, Wl
5K FE 264 ng/mL.

NFL — P AN FLRE B2 BRI Cystatin C, 45 5 1456 ng/mL#12431 ng/mL.
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G. FrRri:

R 77 25 R AR A 8L 46\ Cystatin C.

PLUR B H DR AR AE SRR (%) AR LL1.0 pg/mLiiR BEfill 2%, FFiE47 28 W it
M5 . LLUTF A H B PR 778 s Y6 [ 5241\ Cystatin CxHE A DL1.0 pug/mL AU BE 1l 4%,
FHHAT M E . AW S 3 B B A8 SO BT

Recombinant human:

Recombinant mouse:

Cathepsin A Cathepsin A
Cathepsin B Cathepsin B
Cathepsin C Cathepsin C
Cathepsin D Cathepsin C Active
Cathepsin E Cathepsin D
Cathepsin F Cathepsin E
Cathepsin L Cathepsin H
Cathepsin L2 (V) Cathepsin L

Cathepsin O Cathepsin L Proform
Cathepsin S Cathepsin Z
Cathepsin Z Cathepsin 1

Cystatin A Cystatin A

Cystatin B Cystatin B

Cystatin E/M

Cystatin E/M

Cystatin F Fetuin-A
Cystatin S HPRG
Cystatin SA Kininogen
Cystatin SN

Fetuin-A
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Fetuin-B

HPRG

Kininogen

MR B — R SO, UF

HHART VR B K XML (%)
Mouse Cystatin C 1.0 pg/mL 0.2
Human Cystatin D 500 ng/mL 0.3
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IV. 256

v B 2% S

ZARE I AEAR NS5, BRHRSIR IR N RIARAE 2R

Optical Density

°

0.01

(ng/mL) 0.D. Average Corrected
0 0.009 0.010 —

0.010

3.13 0.076 0.079 0.069
0.082

6.25 0.193 0.196 0.186
0.198

125 0.491 0.496 0.486
0.501

. 25 1.027 1.042 1.032
1.056

50 1.699 1.748 1.738
1.796

100 2.504 2.542 2.532
10 100 3579

Human Cystatin C Concentration (ng/mL)
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V. SIS HB LT
A. IS

R iR A
_ _ 3t A Cystatin CHUAAI96FL R 7 2.0
Human Cystatin C Microplate 1HAR
R, 84Lx 125

Human Cystatin C Conjugate | Eg#rtallHt A Cystatin CHifA g
’ Custatin C Standard H 2 \Cystatin Chritidh (T , %5l -

uman Cystatin andar o

Y BRI R

Assay Diluent RD1-43 o b
Calibrator Diluent Concentrate | W4ifbriE MR (5%) , FHTHiBEAR -
(5%)/ RD5-24 Y SRR
Wash Buffer Concentrate (25x) | IRAATEIRZEMIR (25%) biih
TMB Substrate TMB ELISAJE¥ B TMB )1 2jfK
Stop Solution 2SR i
Plate Sealers Epigi 35k
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B. A& T

o IF R
- N ogeCtintE: R A KON P
VeI (10
2113
2-8°Cfitify, m#%30K*
Bt R
TMBJEE W
CUTIT, FRE At 2-8°Clisf7, %305
?{;E B RD1-43 2-8°CHf7, W% 305*

2-8°C fififs, % 30 K*
TH BRI TR S o] 0 1 < b i BB, 2 R

%

A (10 4 1E o R
W (5%) | RD5-24

R AR AR ST B A TR AR TEAE A, # s
2-8 °Cf#f7, HZ30K*

EEENTENES

AT AT RO
C. KIPrif B &I

o PEFRAC CRTINEE450 nefs I K FRI W OB £e 540 nmiE570 nmA IE K FR B
o R IR B — Rk

o ARMKEEE K

o VR (BORD 2 IEEAR A EE SR L

+ 100 mLAI1500 mLE&: f3

o LEASGEIED R NN MEREE MRS E, fllnSalivettenl 72 i

o FATHBNEREAGE

D. HEEM

o WIS LA AN, nrReTIE R I UL, BRI .

o AN B RLIERORERIEE I, RS MOFIREE . T AR EIB

+  ACystatin CrJ 75 \MER HATI R . 7EFEATSLI e B, 15 RECHIBG 5, B 1kl
ERESINEE R
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A. FERUE R AETF

AT 3t A S SR AR AR R AU — AR T . R A R R R VP At o
MR TE BB - B0 RO, ST RN S BEAT R, JERRRE A i A 7E< -20°C
RIREE T, G S R IR FFwh T RE TR Z IR AE SRR (%) Mk

MmiF - AR 2> 2 (SST) , AT i T #EREI3070h, SRJG7E1000 x gt
TR B LS Bl o3 B ILIE ISR EATAR I, BRI A7 A< -20 °C. i S B R
a3k FEASHTRET B E SRR (1) Bk

M3 - {5 RSEDTAE MR SE LK . 7ERAEE30708 4, LL1000 x gL
Ty 15704, SERRIN B I A AES -20 °Co BMERE EFHR R . FEAT]
AE 7 2 ARAE AR AR (1) FiRE.

e FTBR MR A AR LS F 0

RV - 3 HIMECR AR & Wi Salivette Bt A5 3 A& R AR MR . 57 BRI 57 %6 J5 T7<-20 °C
Tl A7 o WEGL I R URRMEIA . A b ] RE T 22 FIARUE SRR (1) HEATHRRE o

e HEIRCTE a1 B2 G B BT e »

R - RERIR (PBO , BERAATHEES. BORRBRY, LRGN 5T
i fFAE< -20 °Co 4 SO URRIIEM o« FEf TT RERR ZEHIFRAE SRR (1% MikE.

AF, - 7£2-8°C'F, LL1000 x gifj s 85015508 WeSEKAH, HEE U REIE3K. oL
B 5E B 73 e It A7 T < -20 °Co G S B VRRBIEIA « A il ] RE 75 22 HIARHE A BRI (120
ik o

B. FERES

NS R IZ R S I /D RE 30 5. B 30 58k 7 2o % 20 pL #ES A
580 uL trdEMMERSR (%) . EMRBMAEN B BITHE.

N EVRRE i I /DR 20 5. EIH 20 15458 5 200N B 30 pL #EM N 570 L
FRAESARRER (1%) "o BAERBEAR N i P BATH 2

NFFE S /DR R 40 5. EE 40 15887008 % 15 L FEAIn N 585 uL bx
HEMARE (%) . BAERBEAR N B P B AT E

C. MIpTHER TAE

B PTR L TR FF7E2-8 °C, FRAMERITE RFINE TEE.

YE: EH/EHIACystatin C1EE T N SEMERGH . X ] 17 82 F1FE LU il 207 & i 7
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Bl
VR (1%) . MUKAA R EUH IR AEEIR T Re A 4 s, BT IEWILE: MEER, &
FRIRST, 54t e A VR AR . ATK20 mLIRZELEL IR (25%) FHZEME/K B
F BT K RREIC 1 500 mL T AR B FIPEil (1%) .
PRAEMFRRER (1%) o 25 B KBRS AR AR (1%
ACystatin CArtER: HRAFIES M S5, 255 7 /Kal 2 18/K E# A Cystatin
CHrifEf, 3 EIVR 9200 ng/mLARAE i fifs 2 BER . R IE 20305048, H I/ ik
*UIE SR, SRR BAR S FE.
HERRWEE . HRRE 300 pLARHEM MR (1% BAGANE T . FHRMEN &
BREFRE (IR o TERUEB N, HEANEMIRIES . 100 ng/mLE ot th 22 1)
bR B BRERARREI (1) {ENbRMEIIZRIZE & (0 ng/mL) .

300uL  300uL 300l 300pL 300 pL

300 pL Std.
—
> —
200 ng/mL 100 ng/mL 50 ng/mL 25ng/mL  125ng/mL  6.25ng/mL 3.13 ng/mL

D. HARPMRR

o CHRGEEFERN, R

o ONTERAENGY, BHIASFEIREE RS BRI R E ek, 5
HIASRIRR TS 7359 158 AN 5] )32 T

o EBASBI A SE R BRI B

o RREREERY, I BRI R] ORUESS SR HERA

¢ TMBJEMFRAE EARATRON T, TEROGIRTE; ARG, sl AR AR
TR PEE PR 15

o R BRI R TMBJEE BRI — 30 AL RUR, LB f A
W LSRG, WRIILABR RIS R RS
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VILZRAIED B

BRI A FURHEAE2-8 °C, GEFRT, HPTAMRAA BB EZE . BUTH
B RS AT TR -

DE: BRI ACystatin C1E7E FASHER . il fEF 1158 RIF ZE LA al- i g it 7).

TR

1.
2.
3.

10.

11.

FERR bR, WA BT T B R AR v s

MNP 22 2 I I 2 B A R B LR, AR BB SR I R ER T A8 P, ST 0
[ AN FL AN 100 pLI R RD1-43. A ARRD1-43 771 A 55 5 44 v . 1
JH HTRIE S FEAT I 7 R

3 A A IR JEE o 1 it RSB RE A I NAH AL, BFFL50 plo PRI 3 S
L, 2-8 °CHEEI/NEF. ULHI LML T —ikO6FLER B, W] FFic sthnd Ak 56
REAIIAR 47 B

Y AR PR A 25 5 A eI 22 B e AR 35 51 E S AL AR » A5 FLIN 6344372400 L,
SRFEHEAR I PR 250 A HRAESIK, JLk4IR. HIRGEBUR BBk R A S E
TR B SEINEE R . e —IRBEAREE TR, VAR N T YRR IR T SR AR 151
TEMR K ARHT T ke B T A

FEAFAMMFL I 200 pL¥ ¥ A Cystatin CEESRIG I . FH 357 OB BRI 53 S i
fL, 2-8 °CHFH1/MET;

A S AR B A s

FERAMALAIIA200 L TMBIEYH, EEWE 30040, HEREDE;
FERFAMMIL IS0 L2 1BV, ERIATALR, SRR &850

IINZIEE 10080 Py, A8 BEAR AN 5450 nmIROG B, 1332540 nmak570
nmfERRSIEPR K. WRBE KK IEARTH, BI450 nm#J itk 2:540 nma570 nm
(A XU NG AL IE B ARAR IS B o JBE AL IR T ELHE7E450 nmAb kAT (1)
BRHRT R £ B iy HLSE AN

THEEE R

K BFEA R S FIRE 5 (10 SR FLIRO G A BT 3448, 4R 5ok 2 4wt i P 2 OD{H (O.D.),
WA EYERAEE S 5025 (4-PL) #Zl & ola@trkfhsk. 5 — &R0,
B3 22 iy AR T PSR AR S b A R SR i b ph 2k, SR im
RS R A 2k . ol T LB I 2 1 A Cystatin CYREE 1% 45 O.D. f %
BRI, IF BG4 nT LURIE BT R . R 2R R H AR
TR EITE R

USRS RE MBS A FBE 6 23T AR AR 55 5
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