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. BACKGROUND

Vascular Endothelial Growth Factor Receptor 2 (VEGF R2), also known as kinase
insert domain receptor (KDR) in humans or fetal liver kinase-1 (Flk-1) in mice, is a
member of the class Ill subfamily of receptor tyrosine kinases (RTKs) that also
includes VEGF R1 (FIt-1) and VEGF R3 (FlIt-4). All three receptors contain seven
Ig-like repeats within their extracellular domains and kinase insert domains in their
intracellular regions. They are preferentially expressed in the proliferating
endothelium of vessels lining and/or penetrating solid tumors (1). VEGF R2, however,
is more widely distributed and expressed in all vessel-derived endothelial cells in

comparison to VEGF R1 (2).

VEGF R2 binds VEGF with high affinity (3). In vitro studies further demonstrate that
PIGF/VEGF heterodimers can bind with high affinity to soluble VEGF R2, but PIGF
homodimers fail to bind this receptor (4). In contrast to soluble VEGF R1, soluble
VEGF R2 cannot compete with VEGF for binding to human endothelial cells
expressing both VEGF R1 and VEGF R2. Soluble VEGF R2 can only partially inhibit
cell migration, whereas soluble VEGF R1 can almost completely block VEGF-induced
cell proliferation and migration (5). The binding of VEGF to soluble VEGF R2, but not
VEGF R1, is also dependent on heparin (5).

The VEGF/VEGF R2 signaling pathway plays an important role in tumor angiogenesis
and other diseases where "pathological angiogenesis" is involved. Inactivation of
functional VEGF R2 by a blocking antibody can disrupt angiogenesis and prevent
tumor cell invasion (6, 7). Angiogenesis induced by the HIV-1 Tat protein is mediated
by VEGF R2 on vascular endothelial cells (8). Tat specifically binds and activates
VEGF R2. Tat-induced angiogenesis is blocked by agents that can block VEGF R2 (8,
9).



Il. OVERVIEW
A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human VEGF R2 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human VEGF R2 present
is bound by the immobilized antibody. After washing away any unbound substances,
a biotinylated detect antibody specific for human VEGF Rz2 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 VEGF R2 bound in the initial step. The color development is

stopped, and the intensity of the color is measured.

LIMITATIONS OF THE PROCEDURE
FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.

B.

°

® 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) 113.5 218.9 789.8 116.0 223.4 799.5
Standard Deviation 3.0 11.8 18.3 54 11.1 29.0
CV% 27 5.4 23 4.6 5.0 3.6

B. RECOVERY

The recovery of human VEGF R2 spiked to three levels throughout the range of the
assay in cell culture media was evaluated. The recovery ranged from 114.2 to 118.3%

with an average of 116.1%.
C. SENSITIVITY

The minimum detectable dose (MDD) of human VEGF R2 is typically less than 6.8
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 NSO-expressed recombinant

human VEGF R2 produced at R&D Systems®.



E. LINEARITY

To assess the linearity of the assay, different samples containing or spiked with high
concentrations of human VEGF R2 and diluted with Calibrator Diluent (1x) to produce

samples with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 99.7 95.0-104.0
1:4 102.4 95.4-106.0
1:8 102.2 92.7-108.3
1:16 95.3 81.1-104.8

F. SAMPLE VALUES

Human serum - Ten human serum samples were evaluated for the presence of
human VEGF R2 in this assay. All samples measured ranged from 7196 to 12321
pg/mL with an average of 9279 pg/mL.

G. SPECIFICITY

This assay recognizes both natural and recombinant human VEGF R2. The following
factors prepared at 50 ng/mL were assayed and exhibited no cross-reactivity or

interference.

Recombinant human: Recombinant mouse:

VEGF-D VEGF164

VEGF R3/Fc Chimera

A sample containing 25 ng/mL of recombinant human VEGF R1/Fc Chimera reads as

40 pg/mL (0.16% cross-reactivity).

A sample containing 12.5 ng/mL of recombinant mouse VEGF R2/Fc Chimera reads
as 46 pg/mL (0.36% cross-reactivity).

Recombinant human VEGF121 and recombinant mouse VEGF120 do not cross-react in
this assay but do interfere at concentrations > 1.6 ng/mL.

Recombinant human VEGF 165 does not cross-react in this assay but does interfere at
concentrations > 3.1 ng/mL.



IV. EXPERIMENT
EXAMPLE STANDARD

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

generated for each set of samples assayed.

Optical Density

T T
100 1000
Human VEGF R2 Concentration (pg/mL)

1
10000

pa/mi 0.D. Average Corrected
0 oam 0.101 =
0.101
31.25 el 0.168 0.067
0.170
62.5 o 0.235 0.134
0.234
125 i 0.363 0.262
0.359
250 9635 0.630 0.529
0.625
500 1o 1.044 0.943
1.036
1000 i 1.727 1.626
1.717
2000 244 24286 2.325
2.407




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human VEGF R2 PO P ( P
wells) coated with an antibody against human | 1 plate
Microplate
VEGF R2.
Recombinant human VEGF R2 in a buffered
Human VEGF R2
protein base; lyophilized. Refer to the vial label | 2 vials
Standard
for reconstitution volume.
Biotinylated human VEGF R2 antibody ,
Human VEGF R2
lyophilized. Refer to the vial label for | 1 vial
Detection Antibody
reconstitution volume.
Calibrator Diluent A 2x concentrated buffered diluent used to dilute 1 vial
via
(2x) standard and samples.
Streptavidin-HRP A 200x Streptavidin conjugated to horseradish 1 vial
via
(200x%) peroxidase.
A 10x concentrated buffered protein base used
Reagent Diluent (10x%) 1 vial
to dilute detection antibody and HRP.
Normal Goat Serum Diluted, heat-inactive normal goat serum 1 vial
Wash Buffer A 25x concentrated solution of buffered 1 vial
via
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 strips. 3 strips




B. STORAGE

Unopened Kit

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

Opened/
Reconstituted

Reagents

Streptavidin-HRP
A

Wash Buffer (1x)

TMB Substrate

Stop Solution

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

Normal Goat
Serum
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
(2%)

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

Use and discard diluted Calibrator Diluent (1x).

Prepare fresh for each assay.

Reagent Diluent

(10%)

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.

Test tubes for dilution of standards.

100 mL and 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 10-fold dilution. A suggested 10-fold dilution is
30 uL of sample + 270 uL of Calibrator Diluent (1x). 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
(1%).

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

Detection Antibody (1%x) - 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
Reagent Diluent (1x) with 2% heat inactivated Normal Goat Serum (NGS) (200 uL

NGS per 10 mL solution). 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).

10



Human VEGF R2 Standard - Centrifuge briefly before opening. Refer to the vial
label for the reconstitution volume®*. This reconstitution produces a stock solution
of 4000 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 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 2000 pg/mL standard serves as the high standard. The Calibrator Diluent (1x)

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

300 pL 300l 300 pL 300 pL 300 pL 300 pL 300 pL

(‘\"!""l"‘l"\"\"‘l

= >

e— — —
L U ' '
] | -

4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.25pg/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.

11



VIILASSAY 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 pL 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. (Serum 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 Reagent Diluent (1x) with
2% NGS, to each well. Cover with a new adhesive strip and incubate 2 hours at
room temperature.

Repeat the aspiration/wash as in step4.

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. Avoid placing the
plate in direct light.

Repeat the aspiration/wash as in step 4.

Add 100 pL of TMB Substrate to each well. Incubate for 30 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 from the readings at 450 nm. This subtraction will correct for optical

12



12.

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 VEGF R2
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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. Bx

M A AR %248 2 (VEGF R2) TE Nl AR g liFd N X & (KDR) , 7E
ANERHBERR NG JLAT IR B-1 324k (Flk-1) , 2 AEERREET (RTKs) I 2505 %
A, WERIEFE VEGF R1 (Fit-1)81 VEGF R3 (Flt-4), X =32 44 1) i S 25 g 45 )
EH T A RIERE AR ES T, NS G MR X . e SR IA Tl
B IR ER 0 S R B AR T R 4B (1) 5 VEGF R1 AL, VEGF R2 5721
S A RIFRIATE BT IRV A R AR (2).

VEGF R2 5 VEGF 45 & B A BT (3). AR SMIF Sk —BES: T PIGF/VEGF & —
RUEE T VEGF R2 AR MR /), {H PIGF [ 2 — R RELE & 2 14(4).
Sy VEGF R1 MfiEL, "I¥ 1 VEGF R2 f£ 5% ik VEGF R1 il VEGF R2 il A i
ML & 7S VEGF 354, TVATE VEGF R2 R BEEE-0H 4 it f2, vl ik
VEGF R1 JL°F-AT LA 52 4= BH T VEGF i 5 fI 41 Bt s AL #2(5). VEGF 5wl E VEGF
R2 1f1dF VEGFR1 45-& AR T 2(5)-

VEGF/VEGF R2 15 5 18 8% 75 M8 1 A2 B S e Je B i A i IR0 v K
PR B B W HUASE VEGF R2 45i% MM AR I 25 B, A BH 1 i g 4 g
248(6,7). HIV-1 Tat % [ /2&i@id VEGF R2 /EH T IME A B 4k 7 T 1L A il (8) -
Tat 25 [ Agds 45 5 S VEGF R2. Tat 2 A1 5 1ML 5 A4 B 9t BT VEGF R2
fRIZi it KT (8, 9)-
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1. ¥R

A, R R

ARSI SR AR Je 0 ELISA 2. BTN VEGF R2 fi#piih il TFLi L, £ s,

B A RTBRE S N VEGF R2 2 5[EE fEMR EIHUERL &, WFE s wise e, B

ML R BTN VEGF R2 KrlllfiR T E, Vel ERARG GG, INEE

SR A E AR BT S L (Streptavidin-HRP) I & . ¥elk)5, TN TMB JEMVE
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. R
A KSR

WAREFAEE B A AN R FLIA] FRRS A 2D
CRIREE M =P, AR AR 20 A 20 70, DB B A RS B 2
WRIEREFEE (A [FIBCZ 18] RS B D
CRIREE M =P, FEA R 20 A0 20 0, DB 5 BB RS B 2

R PIAEH E BR TEIRE A
FEA 1 2 3 1 2 3
FEE (pg/mbL) 113.5 | 2189 | 789.8 | 116.0 | 2234 | 799.5
bR 3.0 11.8 18.3 5.4 11.1 29.0
CV% 2.7 5.4 2.3 4.6 5.0 3.6
B. [ElfiE

TEZH AR B FEFERE A FP 35 A IE B 9 AS [ KRN VEGF R2, e H e, [l
JLFEITE 114.2-118.3%, T EICERLE 116.1%.

C. REEZE
A VEGF R2 [k vl 5 & (MDD) — %/ 6.8 pg/mL.

MDD &R 4 20 A~ 2 & 9 Z A5 v S FL A RO FE AR PSP S0 1 75 435 b v 22 1 545 21 A AR
X iR

D. RIE

It ELISA 71 &4 H R&D Systems®4: /™[] NSO KA w4l H4H N\ VEGF R2 FH
FiRIE.

E. &k

AFEPIFEARR S H BB N EIRE N VEGF R2, 25 FIARMESARER (1) JGHEAH
FERURLIVEE A, 0 HL ek
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RS PERE (%) WHE (%)
1:2 99.7 95.0-104.0
1:4 102.4 95.4 -106.0
1:8 102.2 92.7 -108.3
1:16 95.3 81.1-104.8

F. HAHE

NIEREA - ARG 1 10 42 N g HEA T N VEGF R2 fIK-F. FraFHEA

A IIE £E 7196-12321 pg/mL 2 [8], “F¥{E N 9279 pg/mL.

G. FEAdk

I ELISA ¥ERT G K AR K B 40 N VEGF R2 2. %% ) 50 ng/mL i F 41 K & k4T

TIE, KA BT

Recombinant human:

Recombinant mouse:

VEGF-D

VEGF164

VEGF R3/Fc Chimera

% 25 ng/mL E41 N\ VEGF R1/Fc Chimera FIFEAKE M A 40 pg/mL (0.16% K158 X

LD

& 12.5 ng/mL B4/ VEGF R2/Fc Chimera FUEEAA G v 46 pg/mL (0.36%[1) 38

SN

HHN VEGF 121 ME /N VEGF120 HTAE R BE, HIKEEKT 1.6 ng/mL i, Xf s

BT

BN VEGF1es LA XS, EWKEE KT 3.1 ng/mL I, X SLief T3,
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IV. 24

P4 B £ 52451

bR HE 2R S, RS I 20 ) 0 L PR R i 25

Optical Density

T T
100 1000

Human VEGF R2 Concentration (pg/mL)

1
10000

22

pag/ml 0.D. Average Corrected
0 g 0.101 =

0.101

31.25 9467 0.168 0.067
0.170

62.5 - 0.235 0.134
0.234

125 000 0.363 0.262
0.359
0.635

250 0.630 0.529
0.625

500 1052 1.044 0.943
1.036

1000 i 1.727 1.626
8 i

2000 2444 2426 2,325
2.407




V. BHEAR AR

A, RFIEH

H E{iiba kg

Human VEGF R2 | s Pt N VEGF R2 ik (1) 96 FLE K 24 -

Microplate PR, 8FLx12 4
N VEGF R2 trifldtn GRTHD , SHEHibs |

Human VEGF R2 Standard o 2
BT I

Human VEGF R2 Detection | “E# & LHIHT A\ VEGF R2 kil ik, %+ .

Antibody ¥, SHERARREIAT B
WRARIFRE MR (2%) FITRRERESA |

Calibrator Diluent (2x) o 130
Pt i

Streptavidin-HRP A (200%) | 200x ¥4 5% & 52 A & FRid i) HRP 198
WA AFIFRR (10 x) TR |

Reagent Diluent (10x) 10
& F1 HRP

Normal Goat Serum FRORE ) B TR 5 L = I3 1

Wash Buffer Concentrate o ‘
IRARVE R G2 (25%) 130

(25%)

TMB Substrate TMB ELISA JEVEBITMB VAR (i

Stop Solution 21w 1

Plate Sealers HRE 35Kk
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B. WAFEMEAF
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A
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L 2 I

291

- R

gggmﬁz i RS -20CHkfE, % 30 K

LoRETREN %%, -20CHigfE, &% 30 K*
2-8°CHitif7, % 30 K*

br & B ORE W

R T T TR s P
EF
2-8°CHETE, Fi% 30 K+

WA R | o B30T |

o) MR B 1 1< AR, RIS
%

N, B AR AR 250l 7 B TR AR T AS Iy, %5d)
L | o R

L IE RS AT R

C. SERPTH B & RKABT

o JiEARAC CRTNEE 450 nm A K IR ISCE A& 540 nm BY, 570 nm &2 TE A BRI
=

FeAE RE IR s B — R Sk

MK e 2 B 1K

s VO (WO . ZIEIE PR ELE SRR AL

o FHSRAMREARAE S 1R

+ 100 mL %% 500 mL &

D. EREH

o RXFEF LA S AR, TResEE O B R, BN

o ORISR A BOR BRI, R IR . - A AR B . Al
JEBIRBETF .
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VI. SER R

A, PESEE R

SRS FE BT ORI B0 R SLZIRGIAEAS . FEAUSEE J5 45 A IR, 75 4%
— WA R, AR T<-20°CUKAR N, B VR Rl . REASTT A 75 2 AR vt B R
(1%) FFk.

M¥EREA. F I 7 28 (SST) 0 B ILiE « (I FE = IR EESE30 8, #RJ51000 x g 0015
Oyl MBS REA 2 JE BIZI R FAGM, Bl s, <20 CW a4 . B =il
FEAT] BE B bRk SRR (1%) ke

B. FEAWRTIIE

NS FEAE BOTIARAE AR (1) 10fE AR Jo #EAT A, B30 uLILig+270 uLbzs
HERMREIL (1) o SeHRREIEE N H e 2 FH P B €

C. MATAZ TR

FRAMERIARARET =R

VR (1%« MUKAR P EUH RGBT Re A 45 i, BT IEWILER: MEER, &
PRIRE], 54 e VARG B ICHIVEERI . 7D 20 mL iR4EHEEIR (25%) FZ&1R/KEL
F BT KFRBERCH] K 500 mL TAEMREE TRl (1%)

FRAE AR (%)« f81 A ZSTRK B 25 B 1 /K R REIBC 11 bR v A FRRR V. (1% o
BARIR (%)« A FHZE1R/K B2 B /K AR BRI 1l s AR R (10 &
BWPE (1%) . FHRITERNEO. SERUTARASERGTR, Hl&80H
e (100%) o BB 15 b, HA 0 E i, Wa T2 0. BHBMT 2%
I I IEH 1L £ M3 (NGS) (BF 10 mL N 200 uL NGS) FIRFIR R (1x)
BERRNPUAR (%), 2L ET 15 o8&

HEFANE-HRP A (1) . FFHRATHBER B0 ARGTIRRIR (10 485K F-HRP
A (200x%) HikEZ TAEMEE

A VEGF R2 A5 fh: FFainiiBBRe B0 SRR T btk 5ol 5 0 (0 7 s 7 U A
#Ea*, RFNREE N 4000 pg/mL ARiE it BEE . BRAGERE 2> 15 408, (A AR
EBER, HEHRITBARSR.
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AR TN 300 L R RO (1%) o Kbrdk i BHE S IR T B R VIR,
REBFIMRAIE BRI T —% . 2000 po/mL & VEbRE th 28 i v i, bRl S AR
(%) ] HfEARdEmZ s (0 pg/mbL) .

300 pL 300 ul 300 pL 300 pL 300 pL 300 pL 300 pL

f“. -Nan Ve Wen Whan e

rY A B RN
L e

4000pg/mL 2000pg/mL 1000pg/mL 500pg/mL 250pg/mL 125pg/mL 62.5pg/mL 31.25pg/mL

D. BAR/MER

¢ HIRGBEFEABRN, RERRIEK;

o ONTBRAZNGY, BHIASFEIREE RS BRI RGN E ek, 5
HINAN TR 73 A FH AN R PRI A% YA

o U5 N TS B A

o RREREERY, I BRI R] ORUESS SR HERA

¢ TMB JRMVERAE LARBTR A, THRDCIRAE: IARALRE, B mA
(R R P P 5

o AR BN R R TMB R BN — 20 AL RUE, SLABTE
Ao HILAA D, RIS KRR, HRRE.
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VILIZRIEZ B

FERBTER A RAANRERRE T ZR, BUUTH OSSR AARE &S AL .

1. B E—MULE, WU A T B AR AR T

2. NP R IR SR EH AR, R RBCRAE R LSRN, ERE

3. O3 BREAS I B BR A ot RO SRR A I NAH REALA, &FFL 100 plo FHEMARRE 3 &
1L, ZBRBE 2 /B, SPBREE T —5K 96 FLERIE, T FIg bR i A
FEARIIMRAGE:  (MIEFEARTREMRE, HIES WAEARI ST . D

4. RN 2%, A8 TR 22 I3 BEAR AR B B AR LR o BEFL NGRS 400 pL,
IRIEHIR VRS N E . BEEHRAE 31K, k4 k. MRS ERER R BIASE
B TR0 ie g B o BeE —IRBEARGE SR, 1K AR A BT AR IR T BOR AR (5
FEMR K ARAA T P 5% B A

5. ERFAMUFLAINA 100 L HE 2%NGS R FIFBR (1%) Bl IR (1%),
PSS B, ZRFFE 2 /N

6. EHEE 4 DUMREIE;

7. EBANMILA I 100 L MR FE R SR A1 2 - HRP A AR . BRI SR
i, EERE 20 28, EEEE

8. EEW 4 BUMIRME,

9. TERAFLAIMA 100 L TMB JEVIE R, ZEIBE 30 240, 1ERBEDL;

10. FEREN AL IIN 50 pL 213, BRI, EEBRIRE 5.

11, IS 10 20, 4 FH R AR 0GB 450 nm HJROG AR, € 540 nm 2 570
nm ERE IR « iR IEATT A, BL 450 nm (932408 % 540 nm &) 570 nm
PSR, IR FRTZORE R I BEARAR b 2 o 0 R IE T EL B2 AE 450 nm Abik4T
RIS T e 22 B iy L SE AN UER

12, THEEE R BB ARAE S ATRE 5 1 B FLBOGEBCTEME, P85 802 Fh5iE s T2 OD
i (O.D. , MHHITENRMENSHEHE (4-PL) &A@k L. H—
BRT7, W]y fl ERANARAE S PRGBS x il b AR B SR A b v
thek, FHEd RS SH A A M. HE T LhEd %8 N VEGF R2 KK
XS O.DXSHCRENEA, I B AR A 2] DUBIL [ 370 R e « AR
FEAR R AR KR B AR 30 &

M I 28 52 R PRk 0 2 TR DA R B
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