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. BACKGROUND

Hepatocyte Growth Factor (HGF), also known as scatter factor, hepatopoietin A, and
mammary growth factor, is a pleiotropic glycoprotein that regulates the growth and
migration of diverse cell types. It is structurally similar to the S1 peptidase Plasminogen.
HGF contains an N-terminal PAN/APPLE-like domain, four Kringle domains, and a
catalytically inactive serine proteinase-like domain (1, 2). Alternative splicing generates
human HGF isoforms that lack the proteinase-like domain and different numbers of the
Kringle domains. HGF is secreted as an inactive single chain propeptide that can
circulate as a soluble molecule or associate with the extracellular matrix (3, 4). At sites
of tissue damage, the propeptide is cleaved after the fourth Kringle domain by serine
proteases including HGF Activator and uPA (4-8). The resulting bioactive HGF consists
of a disulfidelinked heterodimer of a 60 kDa N-terminal alpha chain and a 30 kDa
C-terminal beta chain (4, 5, 9). The serum levels of HGF are elevated in a wide range of
pathologies including liver damage (10, 11), acute kidney failure (12), myocardial
infarction (13), type 1 diabetes (14), obesity (15), and cancer (16-23), as well as in the
synovial fluid of rheumatoid arthritis patients (24). Human HGF shares 91-94% amino
acid sequence identity with bovine, canine, feline, mouse, and rat HGF. HGF

demonstrates marked species cross-reactivity (25).

HGF exerts its biological activity through the widely expressed receptor tyrosine kinase,
HGF R/c-MET (26, 27). This receptor undergoes N-linked glycosylation followed by
proteolytic cleavage into 50 kDa N-terminal alpha and 145 kDa C-terminal beta chains
(28). The strictly extracellular alpha chain remains disulfide-linked to the beta chain
which contains the remaining extracellular, transmembrane, and cytoplasmic domains
(26, 27). HGF also binds heparan sulfate proteoglycans, and these interactions
enhance the ability of HGF to bind and activate HGF R (29, 30). In the absence of
ligand, HGF R forms noncovalent complexes with a variety of membrane proteins
including CD44v6, CD151, EGF R, Fas, Integrin a6/B4, Plexins B1, B2, B3, and MSP
R/Ron (31-38). Ligation of one complex component can trigger activation of the other,
followed by cooperative signaling effects (31-38). Formation of some of these
heteromeric complexes is a requirement for epithelial cell morphogenesis and tumor
cell invasion (34-36). Overexpression and the production of alternate forms of HGF R

are implicated in the development of many human cancers (39).



HGF is expressed by fibroblasts, adipocytes, smooth muscle cells, and endothelial cells
(1). Expression of HGF R, on the other hand, is found mainly on epithelial cells,
suggesting that HGF acts in a paracrine fashion to mediate interactions between
stromal and epithelial cells (40). HGF induces the proliferation and migration of
epithelial cells as well as multiple other cell types including hepatocytes, chondrocytes,
keratinocytes, melanocytes, and endothelial cells (1). It is mitogenic toward most tumor
cells but can conversely inhibit their proliferation in some cases (39, 41, 42). During
organogenesis, tissue repair, and angiogenesis, HGF promotes epithelial/endothelial
morphogenesis by inducing cell scattering and branching tubulogenesis (1, 25, 43, 44).
The ability of HGF to regulate angiogenesis and the motility of epithelial cells underlie its
importance in the development of solid tumors (39). In addition to its morphogenetic
effects, HGF induces a range of responses in diverse tissues (1). It supports the
survival, proliferation, and insulin productivity of pancreatic islet cells (45). It functions
as a neurotrophic factor during development and in the response to injury (46, 47). It
also suppresses inflammation by inducing dendritic cell tolerization, Treg induction, and
Th2 bias while inhibiting T cell activation, IL-17 expression, and inflammatory cell

infiltration (48-50).



Il. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human HGF has been pre-coated onto a microplate. Standards
and samples are pipetted into the wells and any human HGF present is bound by the
immobilized antibody. After washing away any unbound substances, a biotinylated
detection antibody specific for human HGF 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 (Chromogenic agent) is added to
the wells and color develops in proportion to the amount of human HGF 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 Reagent Diluent (1x) or Calibrator Diluent-S (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) 240.8 981.8 | 3810.9 | 250.5 | 1012.2 | 3998.7
Standard Deviation 11.1 28.1 119.4 17.3 51.7 321.8
CV% 4.6 29 3.1 6.9 5.1 8.0

B. RECOVERY

The recovery of human HGF spiked to different levels throughout the range of the assay
in cell culture media was evaluated. The recovery ranged from 95.1 to 123.1% with an

average of 112.7%.

The recovery of human HGF spiked to different levels throughout the range of the assay
in human serum was evaluated. The recovery ranged from 114.0 to 125.9% with an

average of 121.0%.
C. SENSITIVITY

The minimum detectable dose (MDD) of human HGF is typically less than 9.18 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 immunoassay is calibrated against a highly purified Sf 21-expressed recombinant

human HGF 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 HGF and diluted with Reagent Diluent 1x (for cell culture

supernate samples) or Calibrator Diluent-S 1x (for serum samples) to produce samples

with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 90.2 86.2-96.7
1:4 89.6 82.8-101.9
1:8 91.0 80.3-108.1
1:16 89.6 80.2-103.4

F. SAMPLE VALUES

Human serum - Eight human serum samples were evaluated for the presence of

human HGF in this assay. All samples measured ranged from 1308.2 to 1846.6 pg/mL

with an average of 1632.0 pg/mL.

G. SPECIFICITY

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

cross-reactivity but do interfere in this assay.

Recombinant human

Recombinant Mouse

HGF R

HGF R

MSP




IV. EXPERIMENT

EXAMPLE STANDARD

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

generated for each set of samples assayed.
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V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human HGF . . )
. wells) coated with an antibody against human 1 plate
Microplate
HGF.
Recombinant human HGF in a buffered protein
Human HGF N . )
base, lyophilized. Refer to the vial label for 2 vials
Standard I
reconstitution volume.
Human HGF Biotinylated human HGF antibody, lyophilized. 1 vial
Detection Antibody Refer to the vial label for reconstitution volume.
Streptavidin-HRP A 200x Streptavidin conjugated to horseradish 1 vial
(200%) peroxidase.
Reagent Diluent A 10x concentrated buffered base used to dilute 1 vial
Vi
Concentrate (10x%) standard, samples, Detection Antibody and HRP.
Calibrator Diluent-S Concentrated buffer diluent used to dilute 1 vial
Vi
Concentrate (2x) standard and samples.
Detection Antibody .
] A 4x concentrated buffered protein base used to .
Diluent Concentrate ) . ) 1 vial
dilute Detection Antibody.
(4x)
Wash Buffer A 25% concentrated solution of buffered 1 vial
Concentrate (25x%) surfactant with preservatives.
TMB ELISA Substrate Solution/TMB Substrate ,
TMB Substrate ) 1 vial
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.

Streptavidin-HRP A

Wash Buffer (1x)

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
Detection Antibody

-20 °C in a manual defrost freezer. *

Opened/
Reconstituted
Reagents

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.

Calibrator Diluent -S
Concentrate (2x%)

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

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

Detection Antibody
Diluent Concentrate
(4%)

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.

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.

Horizontal orbital microplate shaker 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 protective gloves,

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

Human HGF is detectable in saliva. Take precautionary measures to prevent

contamination of kit reagents while running this assay.
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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 Reagent 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-S (1x).

B. SAMPLE PREPARATION

Human serum samples recommend a 2-fold dilution. A suggested 2-fold dilution is 100
uL of sample + 100 uL of Calibrator Diluent-S (1%). Optimal dilutions should be
determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.
Note: human HGF are found in 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-S (1x) - Use deionized or distilled water to prepare Calibrator
Diluent-S (1x).

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

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

Detection Antibody 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

11



concentration specified on the vial label using Reagent Diluent (1x).

Human HGF Standard- Centrifuge briefly before opening. Refer to the vial label
for the reconstitution volume*. Reconstitute the human HGF Standard with Reagent
Diluent (1x) (for cell culture supernate samples) or Calibrator Diluent-S (1x) (for
serum samples). This reconstitution produces a stock solution of 16000 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 pL of Reagent Diluent (1x) or Calibrator Diluent-S (1x) into each tubes.
Use the stock solution to produce a dilution series (below). Mix each tube thoroughly
before the next transfer. The 8000 pg/mL standard serves as the high standard. The
Reagent Diluent (1x) or Calibrator Diluent-S (1x) serves as the zero standard (0
pg/mL).

300ul 300uL 300ul 300uL 300uL 300ul

300uL

| S

— — —
= ' ' '

16000pg/mL  8000pg/mL 4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/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.

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.

12



VII.ASSAY PROCEDURE

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

recommended that all samples and standards be assayed in duplicate.
Note: human HGF are found in saliva. It is recommended that a face mask and gloves
be used to protect kit reagents from contamination.

1.

2.

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 on a horizontal orbital
microplate shaker set at 500 =50 rpm. 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 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 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 on a horizontal orbital microplate shaker set at 500+50 rpm.
Repeat the aspiration/wash as in step 4.

Add 100 pL of the working dilution of Streptavidin-HRP A to each well. Cover the
plate and incubate for 20 minutes at room temperature on a horizontal orbital
microplate shaker set at 50050 rpm. Protect from light.

Repeat the aspiration/wash as in step 4.

Add 100 yL of TMB Substrate to each well. Incubate for 10 minutes at room

temperature on a horizontal orbital microplate shaker set at 500 = 50 rpm.

Protect from light.

13



10. Add 50 pL of Stop Solution to each well. Gently tap the plate to ensure thorough

11.

12.

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, control, 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 HGF
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.

14
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LERIE (260 27) . HGFIEZS GIER LT RO 20, X EAH IR 38 THGF45 &
FBIEHGE RIAE ) (29, 300 o TERARAKER T, HGF RS ZMEE A kL
WEEY), fUFECD44v6. CD151. EGF R. Fas. Integrin a6/f4. Plexins B1. B2. B3
HMIMSP R/Ron (31-38) . — ¥t & &4 43 R v] LARlR 3 — FhisaE, SR =2 1 S
TN (31-38) o LSRRI AT R b B AN BT A R A R R 200 B A5 2 g
%Ak (34-36) . HGF R B2k A B RIE M= A 51 2 NI RERI K A % (39) .

HGF i 4E4tifE . Jiglidif. P lgeiam iy Rk (1) o 5—J7m, HGF
RIFZRIE FELE LA ORI, RUTHGF LS5 43 7 A 28 T 4 AN 1 5 240 2 ] 1)
MEAER (40) . HGFiFS b R4 DR 2 P A 4 S B ) B E AT 78, A0 T4 P
BCEAM. AR . BRI (1) o EXR B R A 22y
2, (HAEFLOIE O T AT LG Sk g8 (39, 41, 42) . fESSERAE. HLBEM
1 A B A R, HGF Il 15 5 4 B U A 2y SO/INE R AR RE b R/ BT kA (1 25,
43.44) HGF V7 I8 A BRI T B2 20 32 B0 (R 6 70 S FLTE S 2 Je o 1Y) B B2 R (39D
B TIEARARNSL, HGFIEFTEZ AL FET—RIIRBL (1) o ESCHEIR 4
170G MBS W (45) o FEREFIRPR G RMN Y, EEN—Fh&E
FHEFREEM (46, 47) o Tl S SR ALY 2. Tregi S A Th2 R [ R 40
HE, FINIEI TG L1785 R RN (48-50) .
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A. KR

ARSI R FH PR SO ELISATE « FTANHGFHUARELPE T HFLAR I, FF S RBRAE 5 )
ANHGF & 5 R ks &, R MRt %, A MNEWMRLIHTAHGF
BB BEAT IR G, Pelk BZBRAREGMYIIE, IINBER A R bR BRI S Y G
(Streptavidin-HRP) 5 F . Pk EBRARGERIRAE, MATMBEMER CREAEFD .
WA S 2 A B EARIEL: IIANK I FIBER SO0 2 R .

B. #ill/FER

o IBRIBHER, AT TSNS B

o ZBUHEIE R T R EIE A N LSRR AS

o EERGTIEA BN ]

o ARG & LA AL S W & R4 7 AN RER T 5

o PR KT ARAEM 2 s (B, NCREAE AR FRIRR R (1) shRifE dl A BER-S
(1) FRe Jm FB R N5

o RIS RAAF AT 2 AR G, ARSI N SRR A A s 2L Ptk
E5: % NNIEINA N IR v et ey € R
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A. RBHE

AR ARERARE (TR N A [ FLTR] RS R 2D
CANRE I =AFEA, FER AR 70 AR IN200K, - DL 5E B A RS

WRIEREFE CR R 8] SRR

CANRE I =AFEA,  EA R 70 AR 200K, - DL 5E B R RS

R P RS B R TR A 8
FEA 1 2 3 1 2 3
M (pg/mL) 240.8 | 981.8 | 3810.9 | 250.5 | 1012.2 | 3998.7
e % 11.1 28.1 119.4 17.3 51.7 | 321.8
CV% 4.6 2.9 3.1 6.9 5.1 8.0
B. Egx

TELN AR BE 77 FEAE AR 35 NI YE Bl 9 AS R KO NHGF, 5 Hefmliie R, [l iR [l 7E
95.1-123.1%, “FHBERRE112.7%.

76 N M35 B A T 35 A6 IS B A B K B NHGE, il e e B, (8] Ui R 3 [ 78
114.0-125.9%, “FHERHELE121.0%.

C. REUE

ANHGF 5 f&r il & (MDD) —#%/N19.18 pg/mL.

MDD /2 #4520 5. 52 1) Z A it L AR ' P2 AL A1~ SN A s 74 22 T B304 81 RO AR X 2
WL

D. RRIE
HLELISAIR &4 tHR&D Systems =77 Sf 21 3R 1K 1) i 4l s 41 AHGF & A ATl IE
E. &t

AR EIREA P EH BB NI ERAHGE, X5 GTIRER (1% (T LiEH
A BARHESMEER-S (1%) (T AMFHA) R REARR RNV BN, € H2k
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MRS FME (%) T (%)
1:2 90.2 86.2-96.7
1:4 89.6 82.8-101.9
1:8 91.0 80.3-108.1
1:16 89.6 80.2-103.4
F. HABUE

NIMLEREAR - AR SR 7 840 N LIS FE AR NHGF BI7KF o B A AR i AR v
FEl-41308.2-1846.6 pg/mL, “F¥J{E }1632.0 pg/mL.

G. Rt

B UL AL ] 550 ng/mL 1094 B RAS I 3¢ A7 L 4% 21 W] S FR A2 OB, AHA T30

Recombinant human

Recombinant mouse

HGF R

HGF R

MSP

23




IV. S2%

PRt h £ LA
bR BRI ST, BRI 22 ) LT L R B T 2

pg/mL OD  Average Corrected

0.030
0 0.032 -
0.034
. . 125 0.100
CELL CULTURE SUPERNATE ASSAY 0.100 0.100 0.068
10 g i
] 250 0.176
- 0.176 0.144
[ = 0.176
£4
2 1¢ 00 0321 404 0292
& 3 0.327
= [ 1000 0.617
= : 587
20.1 0.621 Yol L
=} E
2000 1.161
17 :
: 1.190 1.176 1.144
0.01 e o 2.016
100 1000 10000 4000 2 041 2.029 1.997
Human HGF Concentration (pg/mL) 2735
8000 L 2.937 2.705
2.739
pg/mL OD  Average Corrected
0.031
.03 -
¢ 0.032 tlio
125 0.087
SERUM ASSAY 0.088  0.057
10 ¢ 0.089
250 0.142
0.145 0.113
. 0.147
£ 500 0.259
2 - " 0.262  0.230
& 0.264
Z 000 0480 puee  puss
81].1 0.485
0.885
2000 0.900 0.893 0.861
0.01 T
100 1000 10000 4000 1'288 1.540 1.508
Human HGF Concentration (pg/mL) ;;éé
8000 2 494 2.465 2.434
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V. A EHR LT

A. RIS H R

I it Firg
. BB HGF $iA1 96 LI ZK 2,
Human HGF Microplate 8 TLx12 & 1 Ptk
A QRTHY) , SHEMSRERITE
Human HGF Standard E fhih R = 2
Human HGF Detection EFENIIN HGF R lSiiR, T4, 1 i
Antibody ZHNR S PREHAT I
Streptavidin-HRP A (200x) 200y 4 1 B R F = bnid i HRP 1M
Reagent Diluent Concentrate WRAEHIRFIRRR (10%) F T MR bR v i
(10x) s BEAL BTk, HRP
Calibrator Diluent-S WRAE IR AE S FRBER-S (20 I THikebr i
Concentrate (2x) . FEAR
Detection Antibody Diluent WRAE IR M PTIARFR R (4%) HFRREA 1 i
Concentrate (4x) MIEFIREN
Wash Buffer Concentrate (25x) | WRAEHEIEZMR (25%) 1
TMB Substrate TMB ELISA K #ITMB Y TR 1
Stop Solution 2 1711 13
Plate Sealers AR 35K
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B. AFI &M

KIFHRAG | 2-8CHf: WTERAEE RO fi

HEESRANER-HRP A

Vel (1%)

TMB IR 2-8°Cfitifs, @m#% 30 K

& B
- 5f RIS 9 i L 1 >
FRUE i
FRUESL-20°CHiE(E, % 30 K*
CHTHF, FeRe | R Iy, -20°CHtAE, &% 30 K*

B I T 2-8Clgf7, % 30 K*

TR F BT e AR 1 1ol R R

BRRRR (10%)

2-8°Cfitiff, m% 30 K*
T RRE F BT R BC 1 ) 1 < bR o f R R VR -S

PR AR EER-S (2%)

2-8°Cfiffr, % 30 K*
TR U P B e A P oo ST A R T

RAUGTAREER (4%)

B AR BB S TR B3 A TR AR TE AR Y

BHRMEELICK #bh 2-8CHF, i% 30 K”

A ZAE AT & O A

C. LW B &K

o PEFRC CRTIIEE450 nms I K B U fE A 540 nmERS70 nmA% 1B 3 K 1R ILAED
o TAEREINTRAE B — Uk

o ZRMKERZEE 1K

o YRR (WU . ZIEIEPAREREL A SR L

* 500 mLEf

¢ PRGEE GEEERTIH4500+50 rpm)

D. FEEE

o BUIE PR S AR, RS BRI B N, BRI o

o WHE PR BRI, RS IRE . . AR RIS
HMERETF .

o MERTEH AHGE, NP R SRR I R T A s g, TR i
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VI. SRS

A. FERBERER

YRS IR EIEW: BRSO KR SLZIRIREAR . FEAREE G AR BRI, Ra—
DAL FH %, AR T<-20°CUKFI N, B BIRmL. FEATTRE R EARFIRMREI (1%
i o

MEREAS: A 4> B8 (SST) o B ik . (F AL = R AEHE304 81, #RJ51000 x g 0215
Srhe WIS REA 2 G RO ZI A TG0, 508 %5, <-20°CIA7& . B e E k. #F
AT RE T B bR RG-S (1) Fikk.

B. HAHESRT/E

NI FEA G IR HE St RER-S (10 215 MR Jm b AT A, 4 401: 100 pLIiFE#+#4+100
WLARHE R ARREIR-S (1%) o s AR LN i e 24 T P I E
C. HMMAI#AEELLIE

EHETERAERRRETER
E: BERTEHRKEIINACE, NBEITHR, LRITEFOE, FE,

BRI (1%) = NUKFEPBUH R TREA 454, BT IEHILR, BEER, &
PRIRS), fr4hib e e IS BERI . TI20 mLk4a bl (26%) A5 F 7Kk
ZRNB KR BRI A1) 500 mL T A/EIR B TR IS (1%)

FRAERFRBER-S (1%) 81 255 1 K B AR TR /K R R TG 11| ROV 1 i AR RER-S (1%
BRI (1%) « I 255 T /K B AR TR /K R BEBC ) O FRURRRE VR (1%
REPUHARFBER (1%) « 8 255 1 K B AR /KRR BRI ] ks M HTAAFR R (1% &
BHAE (1)« FRATEBRNEO. SERWTTREAAEERETR, Hl&RH
(100%) . BEREEED16708, HADEMR. WA FERRE. HHRNHUER
B (1) FBZRNyviE (%) , /0[50 8%

HHEFME-HRP A (1) : FFR TR B0 FHISAIRERR (10 KR MR- HRP
AR 2 TARMREL .

ANHGFHRHE M : FFRATEBRR B0 . TSN ERERIESEHIRE, AR
B (%) (HTA LIEHEA) SbrERBREI-S (1%)  (FFMll/FHFA) EIFGRT
Pt 152U H16000 pg/mLbritit B . BRRERERE 2157080, 06w
“UWIE SR, TEERIRANTHAR SR .
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) % AR PN N300 pLik IR R (1%) slibrdE A RER-S (1%) o KdrdE B
WS BCRIIRRE, REIe R A)JE B HE T —% . 8000 pg/mLig fiFniE il £k
i L BRI (1) SR HE A MR- s (1%) fE v FFeiE (0 pg/mL) .

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

300ulL

(]

- -
STANDARD
e 3B 0D

16000pg/mL  8000pg/mL 4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/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

¢ TMBJEREBAL EARATROY T, SRR IMAGSLIBUR, K e A AN RIA
JE R BE s

o 2R AR B R TMBJEEIVAE LAY — 30 I Z 1B WU  FLA B f AR 5
HILWA O, NERBSLNBRIARIES], R RE
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SRIGIEIR VR 25 . R ERMESIR, JLUe4k . BRIV SN 5% B A 26 B)
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