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. BACKGROUND

Members of the Lipocalin family have limited sequence identity but share a highly
conserved fold with an eight-stranded anti-parallel B barrel motif that encloses an
internal ligand-binding site (1, 2). They are known for their actions as transporters that
carry small hydrophobic molecules such as steroid hormones, vitamins, odorants, and
metabolic products (1-4). Lipocalin-2, also known as Neutrophil Gelatinase-associated
Lipocalin (NGAL) or Siderocalin, was originally identified as a component of neutrophil
granules (5). Since then, its expression has been observed in most tissues, and its
synthesis is induced in epithelial cells during inflammation (4, 6). Lipocalin-2 has been
implicated in a variety of cellular processes including the innate immune response,
differentiation, tumorigenesis, and cell survival (4, 7-9). It is a 25 kDa protein existing in
monomeric, homodimeric, and heterodimeric forms, the latter in association with human
matrix metalloproteinase 9 (MMP-9) (5). Its association with MMP-9 may modulate
protease activity by protecting MMP-9 from degradation (10). The mouse ortholog (also
known as 24p3) shares 62% sequence identity at the amino acid level (4, 5).

The functions of Lipocalin-2 continue to be elucidated. Studies indicate that it binds
bacterial catecholate siderophores bound to ferric ions (9, 11). This suggests that
Lipocalin-2 may act as a bacteriostatic agent by binding bacterial siderophores and
limiting bacterial iron supply. This is supported by the observation that mouse
Lipocalin-2 is induced in immune cells following Toll-like receptor activation, and
Lipocalin-2 mouse knockouts exhibit decreased ability to counter bacterial infection (9,
12). Lipocalin-2 may also regulate iron uptake into mammalian cells (8). In the kidney,
Lipocalin-2-mediated iron trafficking may be involved in both development and
protection from renal injury (8, 13-15). Megalin, a member of the LDL receptor family,
and 24p3 R have been reported as endocytic receptors for Lipocalin-2 (16, 17). It
should be noted that the effects of Lipocalin-2 on cells might be context-dependent. For
instance, it has been shown to act as both a survival factor and a pro-apoptotic factor,
and its induction by pro-inflammatory cytokines may vary between mouse and human
(17-19).

Lipocalin-2 has been associated with several pathological processes. For instance, it is
upregulated in psoriatic skin in comparison to uninvolved control skin, and Lipocalin-2
suppresses red blood cell production in models of anemia (20, 21). Lipocalin-2 is
elevated in patients with severe acute respiratory syndrome (SARS) and may act as a
biomarker for acute renal injury (15, 22). It has been associated with several tumor
types as well, including breast, ovarian, colorectal, and pancreatic cancers (23-26). Its
function in cancer is unclear, although the invasive and metastatic behavior of tumor
cells is suppressed by Lipocalin-2 in models of breast and colon cancer (27, 28).
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Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Lipocalin-2/NGAL has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any Lipocalin-2/NGAL present is
bound by the immobilized antibody. After washing away any unbound substances, a
biotinylated detection antibody specific for human Lipocalin-2/NGAL is pipetted into the
wells. After washing away any unbound substances, Streptavidin-HRP is pipetted into
the wells. Following a wash to remove any unbound reagent, TMB substrate solution
(Chromogenic agent) is added to the wells and color develops in proportion to the
amount of Lipocalin-2/NGAL bound in the initial step. The color development is stopped,

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

® FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.
® This kit is suitable for cell culture supernate and human serum.

® The kit should not be used beyond the expiration date on the kit label.

® Do not mix or substitute reagents with those from other lots or sources.

® |f 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 twenty separate assays to assess inter-assay precision.

Intra-assay Precision Inter-assay Precision

Sample 1 2 3 1 2 3
Mean (pg/mL) 614.9 152.3 37.8 616.6 150.3 37.0
Standard Deviation 31.6 7.0 1.8 29.0 7.3 2.0
CV% 5.1 4.6 4.7 4.7 4.8 5.3

B. RECOVERY

The recovery of human Lipocalin-2/NGAL spiked to different levels throughout the
range of the assay in cell culture media was evaluated. The recovery ranged from 77.3
to 120.8% with an average of 98.7%.

C. SENSITIVITY

The minimum detectable dose (MDD) of human Lipocalin-2/NGAL is typically less than
2.79 pg/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 Kit is calibrated against a highly purified NSO-expressed recombinant human
Lipocalin-2/NGAL 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 Lipocalin-2/NGAL and diluted with Calibrator Diluent (1x)

to produce samples with values within the dynamic range of the assay.
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Dilution Average % of Expected Range (%)
1:2 99.9 84.2-114.7
1:4 102.7 78.9-119.9
1:8 104.8 84.2-123.7
1:16 96.6 74.5-121.0

F. SAMPLE VALUES

Cell Culture Supernates - OCI-AML5 (1 x 108 cells/mL) were cultured in a-MEM
supplemented with 20% fetal bovine serum, 10 ng/mL recombinant human GM-CSF,
100 U/mL penicillin, and 100 pg/mL streptomycin sulfate. Cells were cultured for 48h.
Aliquots of the culture supernates were removed, assayed for levels of human
Lipocalin-2/NGAL, and measured 7526.4 pg/mL.

Human peripheral blood mononuclear cells (PBMCs) (1 x 10° cells/mL) were cultured in
RPMI 1640 supplemented with 10% fetal bovine serum, 100 U/mL penicillin, and 100
pg/mL streptomycin sulfate. Cells were stimulated with 20 ug/mL of PHA for 5 days.
Aliquots of the culture supernates were removed, assayed for levels of human

Lipocalin-2/NGAL, and measured 61.5 pg/mL.
MCF-7 (1 x 108 cells/mL) were cultured in DMEM/F12 supplemented with 10% fetal

bovine serum, 100 U/mL penicillin, and 100 pg/mL streptomycin sulfate. Cells were
cultured for 48h. Aliquots of the culture supernates were removed, assayed for levels of

human Lipocalin-2/NGAL, and measured 72.3 pg/mL.

Serum - Eight human serum samples were evaluated for the presence of human
Lipocalin-2/NGAL in this assay. All samples measured ranged from 38.2 to 84.1 ng/mL

with an average of 64.3 ng/mL.
G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no

cross-reactivity or interference.

Recombinant human: Other recombinants:
Lipocalin-1 mouse Lipocalin-2
MMP-9 rat Lipocalin-2




IV. EXPERIMENT

EXAMPLE STANDARD

The standard curve is provided for demonstration only. A standard curve should be

generated for each set of samples assayed.

pg/mL OD  Average Corrected

0.038
10 ¢ 0 0.038 0.038 -
0.098
z 1 19.5 0.105 0.102 0.064
5 0.161
3 :
= 39.1 0.169 0.165 0.127
2
=l 78.1 8;3? 0283 0245
0.503
o 1563 5] 0517 0479
10 100 1000 10000 0.878
Human Lipocalin-2/NGAL Concentration (pg/mL) 312.5 0'923 0.901 0.863
1.426
625 1.475 1.437
1.524
2.154
1250 5234 2.194 2.156




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Human 96 well polystyrene microplate (12 strips of 8
Lipocalin-2/NGAL wells) coated with a rat antibody against human 1 plate
Microplate Lipocalin-2/NGAL.
Human Recombinant human Lipocalin-2/NGAL in a
Lipocalin-2/NGAL buffered protein base; lyophilized. Refer to the 2 vials
Standard vial label for reconstitution volume.
Human Biotinylated Lipocalin-2/NGAL antibody,
Lipocalin-2/NGAL lyophilized. Refer to the vial label for 1 vial
Detection Antibody reconstitution volume.
Streptavidin-HRP A 200x Streptavidin conjugated to horseradish 1 vial
(200x%) peroxidase.
Calibrator Diluent A 2x concentrated buffered protein base used to 1 vial
Vi
Concentrate (2x%) dilute standard and samples.
Detection Antibody )
] A 10x concentrated buffered base used to dilute )
Diluent Concentrate ] ) 1 vial
Detection Antibody.
(10x)
Reagent Diluent A 10x concentrated buffered base used to dilute 1 vial
Concentrate (10x%) Detection Antibody and HRP.
Wash Buffer A 25% concentrated solution of buffered 1 vial
Concentrate (25x%) surfactant with preservatives.
TMB Substrate TMB ELISA Substrate Solution. 1 vial
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.

Opened/
Reconstituted
Reagents

Streptavidin-HRP A

Diluted Wash Solution

TMB Substrate

Stop Solution

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

Prepare fresh for each assay.

Standard Standards may be stored for up to 1 month at
-20°C *.
) ) Aliquot and store for up to 1 month at -20 °C in
Detection Antibody

a manual defrost freezer. *

Calibrator Diluent
Concentrate (2x)

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

Use and discard diluted Calibrator Diluent (1x).
Prepare fresh for each assay.

Detection Antibody
Diluent Concentrate
(10x)

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

Use and discard diluted Detection Antibody
Diluent (1x). Prepare fresh for each assay.

Reagent Diluent
Concentrate (10x%)

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

Use and discard diluted Reagent 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.




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.

500 mL graduated cylinder.
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 protective gloves,

clothing, eye, and face protection. Wash hands thoroughly after handling.



VI. PREPARATION

A. SAMPLE COLLECTION AND STORAGE

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).

B. SAMPLE PREPARATION

Human serum samples recommend a 200-fold dilution. A suggested 200-fold dilution is
10 yL serum into a tube with 90 pL Calibrator Diluent (1x) to prepare a 10-fold diluted
sample. Mix through and then pipette 10 pL of prepared 10-fold diluted sample into a
tube with 190 pL Calibrator Diluent (1x) to prepare a final 200-fold diluted sample.
Optimal dilutions should be determined by the end user.

C. REAGENT PREPARATION

Note: Bring all reagents to room temperature before use.

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).

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

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

Detection Antibody (1x) - Centrifuge briefly before opening. Reconstitution
volume refer to vial label to prepare Detection Antibody (100x%). Allow the Detection
Antibody to sit for a minimum of 15 minutes with gentle agitation prior to making
dilutions. Aliquot and store if needed. Dilute to Detection Antibody (1x) with Detection
Antibody Diluent (1x). Prepare at least 15 minutes prior to use.

Streptavidin-HRP A (1x) - Centrifuge briefly before opening. Dilute to the working
concentration specified on the vial label using Reagent Diluent (1x).

Human Lipocalin-2/NGAL Standard - Centrifuge briefly before opening. Refer to
10



the vial label for the reconstitution volume*. This reconstitution produces a stock
solution of 2500 pg/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 300 uL of the appropriate 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 1250 pg/mL standard serves as the high standard. The Calibrator

Diluent (1x) serves as the zero standard (0 pg/mL).

[ &

STANDARD

300ul 300ul 300uL 300ul 300ul 300ulL

A~ N ™~ ™~ ™A ~

300uL

™

m |

2500pg/mL 1250pg/mL  625pg/mL 312.5pg/mL 156.3pg/mL 78.1pg/mL 39.1pg/mL 19.5pg/mL

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 Solution protected from light. TMB Substrate Solution 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.

11



VII.ASSAY PROCEDURE

Note: Bring all reagents and samples to room temperature before use. It is

recommended that all samples and standards be assayed in duplicate.

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 uL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature. A plate layout is
provided for a record of standards and samples assayed. (Samples may require

dilution. See Sample Preparation section.)

Aspirate each well and wash, repeating the process three times for a total of four
washes. Wash by filling each well with Wash Solution (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 100 pL of the Detection Antibody (1x) diluted in Detection Antibody Diluent (1x)
to each well. Cover with a new adhesive strip and incubate for 2 hours at room

temperature.
Repeat the aspiration/wash as in step 4.

Add 100 uL of the working dilution of Streptavidin-HRP A to each well. Cover the
plate and incubate for 20 minutes at room temperature. Avoid placing the

plate in direct light.
Repeat the aspiration/wash as in step 4.

Add 100 yL of TMB Substrate to each well. Incubate for 20 minutes at room

temperature. Avoid placing the plate in direct 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

12



12.

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 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 Lipocalin-2/NGAL 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.

13
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Sample 1 2 3 1 2 3
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Standard Deviation 31.6 7.0 1.8 29.0 7.3 2.0
CV% 5.1 4.6 4.7 4.7 4.8 5.3
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W

D. &KIE

IHLELISAIR 7 £ 4 HIR&D Systems 7= (NSO ik 1) i 41 /& # 2 A Lipocalin-2/NGAL &
H TR IE

E. &

ANEHIREA TR A4 BB N mIR B () A\ Lipocalin-2/NGAL, 4R 5 FIFRHE B (1%) JkE
A KRR BRI T BB Y, s R
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Dilution Average % of Expected Range (%)
1:2 99.9 84.2-114.7
1:4 102.7 78.9-119.9
1:8 104.8 84.2-123.7
1:16 96.6 74.5-121.0
F. BABE

s IR B - OCI-AMLS5 (1 x 108 cells/mL) 575 F & 20%5 4 1L iE A110 ng/mLEE 41
AGM-CSFfja-MEMZ; 72371, 1100 U/mLT5 55 2 F1100 pg/mLiR iR 55 % . 15 7:48h
J&i » 13 BRI AR 7% _E 3 4 246 A Lipocalin-2/NGAL % &, #7141 {8 7526.4 pg/mL.
A1 JE LB A% 40 i (PBMCs) (1x108 cells/mL) #5335 T2 45 10%J14 4 L35 I RPMI 164055
FrHF, 100 U/mLiE & H A1100 pg/mLii R EE & 2= . 4HM 20 pg/mLIFIPHATIES K «
153 B4R s 5% B35 2> 246 I A\ Lipocalin-2/NGAL & &, #a:~F- 1418 561.5 pg/mL.
MCF-7 (1 x 108 cells/mL) 157 & A 10% 54 15 FIDMEM/F 1255 72 5+, 111100 U/mL
TR MN00 pg/mLBR R 55 % R . K5 9R48h )5, 15 B [ 40 M 85 3% B3 4 B A
Lipocalin-2/NGAL % &, il V348 572.3 pg/mL.

MiEREA - ARSI 786 AN LiEFE A HiLipocalin-2/NGAL 7K. 813 FEAIH
K AR J6 Bl 38.2-84.1 ng/mL, ~F3{E J964.3 ng/mL.

G. Rtk

K LA BR7~BC 1 50 ng/mIL R B2 SR I 7 A WL 2 28] B S i 58 SR N B3
Recombinant human: Other recombinants:
Lipocalin-1 mouse Lipocalin-2

MMP-9 rat Lipocalin-2
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IV. S2%

A vHE B 2% 52
bR BRI ST, BRI 22 ) LT L R B T 2

pg/mL OD  Average Corrected
0.038

) 0.038 ”
10 . 0.038
0.098
g 19.5 Bl 0.102  0.064
g 0.161
& 39.1 ' 0.165  0.127
= 0.169
=2
S0l 78.1 8;3? 0283  0.245
0.503
- L 156.3 e 0517  0.479
10 100 1000 10000 0.878
Human Lipocalin-2/NGAL Concentration (pg/mL) 312.5 0'923 0.901 0.863
1.426
625 ' 1475  1.437
1.524
1250 égj 2194  2.156

22



V. A EHR LT

A. AR EH R

R it FirE
Human Lipocalin-2/NGAL KRBT Lipocalin-2/NGAL 44 ) 1 s
Microplate 96 LA i, 8 fLx12 %

Human Lipocalin-2/NGAL prifEsh GHETRD , SHEM SRS T H 2 1
Standard w

Human Lipocalin-2/NGAL HEWIEALH Lipocalin-2/NGAL ¥ Hi4, e
Detection Antibody TR, SHEMG AT B
Streptavidin-HRP A (200x) 200y 4 1 B SR F = bnid 1 HRP 1
Calibrator Diluent Concentrate | RZaMIbREMmMRER (2%) F THREbnifE .
(2x) IR AR

Detection Antibody Diluent WA PR (10%) H Tkt i
Concentrate (10%) LiRlUEFIREN

Reagent Diluent Concentrate WRAEHIRFIF R (10%) F T BRI 1
(10x) PriaFl HRP

Wash Buffer Concentrate (25x) | WR4AEFEE MR (25%) 1
TMB Substrate TMB ELISA &Y 106
Stop Solution 2 G111 1
Plate Sealers HHRUIR 35K
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B. AFI &M

RIFERAG | 2-8°CHilifr; il &A RB N

HREORME-HRP A
VelrGe il (1%)

TMB JEIAE W 2-8Chifr, Bz 30 K

2 11

- A FE B 37 2

B .
bRAE S -20°C i 7E, % 30 K

GoRIEFREN orEe,  -20°CHEfE, W% 30 K*

[ ERY o3t A7 W — e [T LR
R R SRRRREAL (260 | ety T RER 0 bR R

ZRIIEFR

2-8CH#ff, % 30 K~

RIHUIARREEAL (100 | g P B 1R PR R,
LRINEH

2-8CH#ff, % 30 K~

PR (100 WU AR ) DR AR R, %
RIGEFE

B AR BRI B131 A T R AR TE AR Y

BRIORILECK #H: 2.8CHAfF, f% 30 K

*AHERT G RO
C. LRATFHH R AR
o BEFRX CATINEE450 nmAs PR BRI E £ 540 nmE570 nmAR IEE K iR e
o TRE IR B — MR Sk
o ZEMKEEETK
o VR (BORD 2 IEE AR EE SR L
+ 500 mLEf
D. HEEE
o RFIER A SEBIER, ATRES| R I U R, BRI .
o RFIE T LI EBOERR YR, A S IR . T I ARIRPIY . G
TR T .
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VI. SRS

A. FERBERER

YL FE LIEW: ORI B0 F2 bR STZRGIIREAS o FEANICEE IG5 A SR, T4 —
AR, HAFT-20°COKFIN, B R RRR . FEANTT R 75 2 AR AR R (10
g o

MEREA: I 7 B (SST) /B Mg - A e = IR EEE30 %8, 4851000 x gE§»15
Sy WREUMEREA L J5 RIZ A, 83E 0%, -20CI/F& M. Bk Zikm. £
AT e T B AR FRRER (1%) k.

B. HAHESRT/E

I FEASE BT AE SRR (1) 20005 R e Ja #EATAR I, 4. 10 pLIm s A n 21
90 pLArdEAER (1%) 1, FE AT, BIMORME:. ZREHU10 b 10/5 Mk Ja BOREA
INE190 uLARME MR (1) 1, F850RA), Bl & s200 15 M FOREA . e AR FE
L H B 28 1 P B E

C. KWRETHETIE

ERETERERFRE T ZE

VR (1)« MUKF TP EGH IR bE T RE A 4, B TIEWILR, ME SR, &'
RRIRA], 4l e S it e PR W20 mLIRAEBE SN 2588 1 /K B A 1K
FERC ] 500 mL AR EERIBEER (1%)

PRAERRRREVR. (1%) « (25 B 1 /K AR R /KA R E 1] Bm HE S R (1%
RGARREIR (1% = ]2 8 7 /K e ZE AR IC H1 A I BT AR R R (10
BIRRE (1%) o Al 28 /K SR KM R e BB L (1%) &

BGE (1) . FFRATERN S0 SERNTTEBASEEFE TR, Hl&RN 5
(100%) . FiRmm 157000, HIEniEm. W B0 /7. M TR R
(%) FRRRMGUE (1%, 2/FEMERR55 5%

BEBFEME-HRP A (1x) : JFEERTEBRR B 0o FIRFIFRR (1% KR MR- HRP
A (200x) FR:Z TAEREE.

ALipocalin-2/NGAL #5#Efh: JTaflifBeet & 0. HTirERREFRESERIRE.
RN 2500 pg/mbL ARt BHEL. BAERRE R D150 B0, TS IE .

WA RER, EERBRATEOR ST
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] S AR NN 300 pLFRUES B (1%) o BbrdE fhBHR S 1B R R R Rkt
R IR IR G TR TS T —% . 1250 pg/mLEVEARHE Hh 28 5 v A, ARl i BRI (1)
Al FAERRHESLZ S (0 pg/mL) .

300ul 300ulL 300uL 300ul 300ul 300ul
= Wen YWan YWan Ve YW

300uL

— e
STANDARD
e BB BB DI

2500pg/mL 1250pg/mL  625pg/mL 312.5pg/mL 156.3pg/mL 78.1pg/mL 39.1pg/mL 19.5pg/mL

D. HEAR/NRR

o YIRGEEBFEEAWN, SRR

o RTINS Y, BHIRFEREERRE . FRE IR R EE k. A
ANTRIREFR 7 73 il A5 FH AN ) 0 % VR

o VS BIN SE R BB

o RRRWEB N, IR SR AT ORAIE S SR A HER 1

o TMBJEYIERAE EARETRON TG R, HEDCIRAF: ARG, TMBJEY Gt
A5 AN R R FEE PR W 155

o Pl AR R E) S R AU — B A IERE, JLNBEIER R A
LN L, MRWAFLNBIERIRS, ERTRE.
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VI #AE 5 IR

ERTTFRIERFMERRE T ERE, BUHH K SSREEA MR R LR

1.

2.

3.

10.

11.

12.

R T, R LT AT T B AR AR

MNPl 2 2 I IR 2 A R B LR, R RSB TR R R TE A8 P, SR

O3 THE AN IR Aol it R0 SR AR I N AR RZFL AR, 5L 100 plo A dsHAR fiidt 43 I R AL,
FRWE 2N U IRAL T — KOG FLBINR I, R 1 S bm v AR G0 A AR (AR
WOLE: (FEATEMRE, PEESWAEARSIEHY. O

KRR PRI 25, 3R 22 TR e AR A 5 E SRR MLDEAR « FEFLNE 4400 pL,
SRIGHEB N BRI 2 o B BRI, JLikaik . BRIRBEIRUR IR 5% B ik 2 B
FAEBIUFRISISE R R —IRPAREE I, EE RN FTE AR T B0k AR R B, 7
IKAFAT BT ik B8 W A

FERNMEFL I IIAN100 pLESHIEF R PR (1%) o RSP R BAL, ZiRig
B 2/NBT;

A PR B0 s

FEREANALIA I 100 pLAR R AT HOBE B 55 A1 3R - HRP AT ARV . s st 3 e wi AL,
ZRFBE2050, HEREH;

A R4 AR B s

FERAMALA 100 pL TMBIERY)H, EEWE 2004, HEREHL;
FEREAN AL IGO0 uL& ki, BRI, IR A5

TN LT E 105380, A BRG] 8450 nmIWROE EEE, ¥ E540 nmEk570 nm
VE NI IEB A o 0 SR KA IEAR T, LL450 nmf % 22540 nmEk570 nmff sy,
XPRIENG AL IEBERRAR b OG22 R . A B IE T BB 7E450 nmAb AT I nT g
20 i HUE AN HE A s

THEGER: WMl ARSI Z LR EBCPME, SR 5% ha i T 390D
i (0.D.) , EAIENRAENSHEE (4-PL) HELME O @ mEf L. 55—
RITiESR, 8IS 2yl B AR AN BRAE S 38 IR 6 5 P4 88 R b s v Bl 2K
Fram i B ) sl s A 4k . EdE T LLdid £ 1) A Lipocalin-2/NGALK B2 (1) %}
H50.D. M HORE AL, I B AR A 2 n] LUBE B3 047 R e o AR K = A
P ZER Y N N E T E e

UNSRRE SRS, MR i 28 S Bk P 250 AR 05 5
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