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. BACKGROUND

Angiopoietin-2 (Ang2) is an approximately 70 kDa secreted glycoprotein that plays a
complex role in angiogenesis, inflammation, and vascular development.
Angiopoietin-2 contains a coiled-coil domain that mediates multimerization and a
C-terminal Fibrinogen-like domain that mediates receptor binding (1, 2). It forms
disulfide-linked dimers, trimers, tetramers, and pentamers (2-4). Mature human
Angiopoietin-2 shares 86% amino acid (aa) sequence identity with mouse and rat
Angiopoietin-2. Angiopoietin-2 is expressed in vascular endothelial (EC) and smooth
muscle cells in highly angiogenic tissues (e.g. placenta, ovaries, uterus, and tumor
vasculature) (5-9), lung epithelial cells, differentiating myotubes, and neural
progenitor cells (10-12). It is upregulated by cellular stress (7, 10, 13, 14) and
circulates at elevated levels in sepsis and acute lung injury (10, 15).

Both Angiopoietin-2 and the related Angiopoietin-1 (Ang-1) are ligands for the
receptor tyrosine kinase Tie-2 (5). Angiopoietin-2 acts as a Tie-2 agonist, although it
can also partially antagonize the activation of Tie-2 by Angiopoietin-1 (5, 7, 15-17).
Angiopoietin-2 promotes EC survival, proliferation, and migration, and also promotes
sprouting angiogenesis (7, 17, 18). It induces the loss of pericytes from vessel walls
and an increase of vascular permeability (14, 15, 19-21). Angiopoietin-2 is required for
the development of lymphatic vessels as well as the postnatal remodeling of both
lymphatic and vascular vessels (6, 19, 22). In cancer, Angiopoietin-2 production is
induced by tumor-derived VEGF and augments VEGF-induced angiogenesis and
tumor growth (8, 19, 23). In addition, Angiopoietin-2 modulates cell adhesion and
promotes tumor cell migration through interactions with Integrins containing a3, a5,
aV, B1, or B3 chains (24-26). It promotes leukocyte adhesion to the vascular
endothelium and extravasation to inflammatory sites (10, 13, 19, 27). Aside from the
circulatory system, Angiopoietin-2 promotes the differentiation of myoblasts,
regulatory T cells, and neurons (11, 12, 28).



I. OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An
antibody specific for human Angiopoietin-2 has been pre-coated onto a microplate.
Standards and samples are pipetted into the wells and any human Angiopoietin-2
present is bound by the immobilized antibody. After washing away any unbound
substances, an enzyme-linked antibody specific for human Angiopoietin-2 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 Angiopoietin-2 bound in the initial step. The color
development is stopped, and the intensity of the color is measured.

B. LIMITATIONS OF THE PROCEDURE

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

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

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

+ |If samples generate values higher than the highest standard, dilute the samples
with Calibrator Diluent RD5-5 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 (pg/mL) 237 703 1301 276 805 1494

Standard Deviation 16.4 45.6 54 .4 28.8 73.0 111

CV% 6.9 6.5 4.2 10.4 9.1 7.4

B. RECOVERY

The recovery of human Angiopoietin-2 spiked to different levels throughout the range
of the assay in various matrices was evaluated.

Average %
Sample Type Range (%)
Recovery
Cell culture media (n=4) 103 98-113
Human serum* (n=4) 100 90-107
Human EDTA plasma* (n=4) 95 85-104
Human heparin plasma* (n=4) 94 87-104

*Samples were diluted prior to assay as direct in the Sample Preparation section.
C. SENSITIVITY

Thirty-eight assays were evaluated and the minimum detectable dose (MDD) of
human Angiopoietin-2 ranged from 1.20-21.3 pg/mL. The mean MDD was 8.29
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 Angiopoietin-2 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 Angiopoietin-2 and diluted with Calibrator Diluent

RD5-5 to produce samples with values within the dynamic range of the assay.

Human Human | Human
Human . .
L Cell culture EDTA heparin saliva
Dilution ] serum*
media (n=4) (n=4) plasma* plasma* (n=4)
(n=4) (n=4)
A % of
verage % o 100 95 97 95 105
. Expected
1:2
Range (%) 98-102 87-103 93-103 89-101 101-110
A % of
verage % o 97 95 95 94 107
. Expected
1:4
Range (%) 90-103 86-112 93-98 88-101 100-112
A % of
verage % o 96 95 100 91 107
) Expected
1:8
Range (%) 87-105 85-114 89-113 87-100 104-112

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

F. SAMPLE VALUES

Human Serum/Plasma - Samples from apparently healthy volunteers were
evaluated for the presence of human Angiopoietin-2 in this assay. No medical

histories were available for the donors used in this study.

Standard Deviation

Sample Type Mean (pg/mL) | Range (pg/mL)
(pg/mL)

H

uman serum 2494 1065-8907 1341

(n=60)

H EDTA

uman 1964 1071-4389 808
plasma (n=35)
H hepari

uman heparin 2049 1009-4973 913

plasma (n=35)




Human saliva - Nine samples were evaluated for the presence of human

Angiopoietin-2 in this assay and ranged from 247-822 pg/mL.

Cell Culture Supernates - Two cultures of HUVEC human umbilical vein endothelial
cells were grown to confluency in EGM supplemented with 2% fetal bovine serum, 2
mM L-glutamine, 100 U/mL penicillin, 100 ug/mL streptomycin sulfate and bovine
brain extract. Aliquots of the cell culture supernates were removed and assayed for
levels of human Angiopoietin-2.

Stimulant Values (pg/mL)
HUVEC Culture 1 2326
HUVEC Culture 2 7611

Note: Significant levels of Angiopoietin-2 are found in fetal bovine, bovine, porcine,
equine, and rabbit serum. The background level of Angiopoietin-2 in control medium
should be determined and subtracted from samples of conditioned medium.

G. SPECIFICITY

This assay recognizes natural and recombinant human Angiopoietin-2.

The factors listed below were prepared at 50 ng/mL in Calibrator Diluent RD5-5 and
assayed for cross-reactivity. Preparations of the following factors at 50 ng/mL in a
mid-range recombinant human Angiopoietin-2 standard were also assayed for
interference. No significant cross-reactivity or interference was observed.

Recombinant human:

ANG VEGF121
Ang-1 VEGF1es
Tie-2 VEGF/PIGF




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) 0.D. Average Corrected
0 0.026 0.027 —
2 0017
469 0.074 0.075 0.048
0.076
5 93.7 0.114 0117 0.09
00 0.120
2 1875 0.197 0.202 0175
3 0.206
2 - 375 0391 0395 0.368
g = 039
750 0.701 0.715 0.688
0.728
ool 1 ' ‘ 1500 1.39%4 1406 1379
10 100 1000 10000 1418
o ) 3000 2454 2430 2453
Human Angiopoietin-2 Concentration (pg/mL) 2506




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Conjugate

peroxidase

Parts Description Size
96 well polystyrene microplate (12 strips of 8
Human Angiopoietin-2 ) ] .
wells) coated with an antibody against human 1 plate
Microplate
Angiopoietin-2
Solution of antibody against human
Human Angiopoietin-2
Angiopoietin-2 conjugated to horseradish 1 vial

Human Angiopoietin-2

Recombinant human Angiopoietin-2 in a buffered

protein base; lyophilized. Refer to the vial label | 2 vials
Standard
for reconstitution volume
Assay Diluent RD1-76 | A buffered protein base 1 vial
Calibrator Diluent A buffered protein base used to dilute standard 1 vial
via
RD5-5 and samples
Wash Buffer A 25x concentrated solution of buffered 1 vial
via
Concentrate (25x) surfactant
TMB ELISA Substrate Solution/TMB Substrate
TMB Substrate 2 vials
Solution
Stop Solution 2 N sulfuric acid 1 vial
Plate Sealers Adhesive strip 3 strips




B.

STORAGE

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

Opened/

Reconstituted | TMB Substrate
Reagents

Wash Buffer (1x)

Stop Solution

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

Conjugate

Assay Diluent RD1-76

Calibrator Diluent RD5-5

Use a fresh standard for each assay.
Standard
Discard after use.

Return unused wells to the foil pouch
containing the desiccant pack, reseal
Microplate Wells
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.

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.

500 mL graduated cylinder.

Horizontal orbital microplate shaker (0.12” orbit) capable of maintaining a speed
of 500 £ 50 rpm
Collection device for saliva samples that has no protein binding or filtering

capabilities such as a Salivette® or equivalent
Polypropylene test tubes for dilution of standards and samples.

9



PRECAUTION

Angiopoietin-2 is detectable in saliva. Take precautionary measures to prevent
contamination of kit reagents while running this assay.

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.

10



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 RD5-5.

Caution: Significant levels of Angiopoietin-2 are found in fetal bovine, bovine, porcine,
equine, and rabbit sera. The background level of Angiopoietin-2 in control medium
should be determined and subtracted from samples of conditioned medium.

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 RD5-5.

Plasma - Collect plasma using EDTA or heparin as an anticoagulant. Centrifuge for
15 minutes at 1000 x g within 30 minutes of collection. Assay immediately or aliquot
and store samples at < -20 °C. Avoid repeated freeze-thaw cycles. Samples may
require dilution with Calibrator Diluent RD5-5.

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 RD5-5.

Note: Saliva collector must not have any protein binding or filtering capabilities.
B. SAMPLE PREPARATION
Use polypropylene tubes.

Human serum and plasma samples recommend a 5-fold dilution. A suggested 5-fold
dilution is 50 uL of sample + 200 yL of Calibrator Diluent RD5-5. Optimal dilutions
should be determined by the end user.

C. REAGENT PREPARATION

Bring all reagents to room temperature before use.

Note: High concentrations of Angiopoietin-2 are found in saliva. We recommend
using a face mask and gloves 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

11



of Wash Buffer (1x).

Human Angiopoietin-2 Standard - Refer to the vial label for the reconstitution
volume™® Reconstitute the Human Angiopoietin-2 Standard with deionized or distilled
water . This reconstitution produces a stock solution of 30000 pg/mL. Mix the
standard to ensure complete reconstitution and 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.

Use polypropylene tubes. Pipette 450 uL of the Calibrator Diluent RD5-5 into the
3000 pg/mL tube. Pipette 200 uL into the remaining tubes. Use the stock solution to
produce a dilution series (below). Mix each tube thoroughly before the next transfer.
The 3000 pg/mL standard serves as the high standard. The appropriate Calibrator
Diluent RD5-5 serves as the zero standard (0 pg/mL).

200 pL 200 pL 200 pL 200 pL 200 pL 200 L

r‘ e YWe Ve YWea YWea YW N
soupLStd. | 1 = — — —_ ——

‘ | —
STANDARD. ‘ '
]i - ) y L y l /!

30,000 pg/mL 3000 pg/mL 1500 pg/mL 750pg/mL 375 pg/mL 187.5 pg/mL 93.7 pg/mL 46.9 pg/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.

12



VII.LASSAY PROCEDURE

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

recommended that all standards and samples be assayed in duplicate.

NOTE: Angiopoietin-2 is detectable in saliva. Take precautionary measures to

prevent contamination of kit reagents while running this assay.

1.

10.

Prepare all reagents, working standards and samples 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 RD1-76 to each well.

Add 50 pL of standard and prepared sample per well. Cover with the adhesive
strip provided. Incubate for 2 hours at room temperature on a horizontal
orbital microplate shaker (0.12” orbit) set at 500 rpm * 50 rpm. 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 pL of Human Angiopoietin-2 Conjugate to each well. Cover with a new
adhesive strip. Incubate for 2 hours at room temperature on a horizontal
orbital microplate shaker (0.12” orbit) set at 500 rpm * 50 rpm.

Repeat the aspiration/wash as in step 5.

Add 200 pL of TMB Substrate to each well. Incubate for 30 minutes at room
temperature on the benchtop. 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.

13



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
Angiopoietin-2 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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Yl (%) | 90-103 86-112 93-98 88-101 100-112
A4
96 95 100 91 107
18| f (%)
Tl (%) | 87-105 85-114 89-113 87-100 104-112
AARYTFE T ) A FOFE N, FEAS I B R REAE I o
F. FEATE

N I3 M 3 -1 P e ) 1P A1 ik B 38 IR & FEAS R Angiopoietin-2 FIAFTE . AHiF 7 i
FH A A % 5

PR FME (pg/mL) | fEH (pg/mL) | FrEZE(pg/mL)
N IiiE (n=60) 2494 1065-8907 1341
P
A EDTA fiLi 1964 1071-4389 808
(n=35)
3

AP 2049 1009-4973 913
(n=35)

IRV -5 FH AR 77 & 0-A T 9 4 FfA F Angiopoietin-2 (I77E7E, & G Ry 247-822
pg/mL.
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MppREF LB

HUVEC A JB ik P 52 42 F5 e R4 2% A2 IiE . 2 mM L-A & Wik, 100 U/mL
HE . 100 ug/mbL AREREEEE & A2 BV EGMES 2 38 Fh . BUH S5 2 4N ks 77
3%, # A Angiopoietin-2/KF-.

RIBRAY & (pg/mL)
2N k% 771 2326
YR 72 7611

B BE FL B BAI%E T Angiopoietin-2 £ E . W EXTHE L 7RI
M EAFLF-2 W FKF HMFAFRFZRIEFE R A7 2

G. fRit

ILELISAVE AT Rl R S8 & # 2H N\ Angiopoietin-2.

W LR DR FH A v i s B i RD 5-5 1 1l 550 ng/mL 3K B2 Sk A6l 5 A\ Angiopoietin-2
LY. #4550 ng/mL TP F-48 A [a] [ 1) 5 241 A Angiopoietin-2Fr#E &, K
K A Angiopoietin-21) T4 %A W5 3 B 2 1 58 OB EFH .

Recombinant human:

ANG VEGF121
Ang-1 VEGF 165
Tie-2 VEGF/PIGF
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IV. 256

v B 2% S

ARHEIZEAR NS, RRRIIR IR . AARIE 2 o

Optical Density

10 -

0.1

0.01

10

100 1000

Human Angiopoietin-2 Concentration (pg/mL)

10000

24

(pa/mL) 0.D. Average Corrected
0 0.026 0.027 -

0.027

469 0.074 0.075 0.048
0.076

37 0.114 0.117 0.090
0.120

187.5 0.197 0.202 0175
0.206

375 039 0.395 0.368
0.398

750 0.701 0.715 0.688
0.728

1500 1.39%4 1.406 1379
1.418

3000 2454 2480 2453
2.506




V. SIS HB LT
A. FFIEER

ZH Rk EiiipaN kg
Human Angiopoietin-2 447 AAngiopoietin-2471 4 1196 FLZE 4 15k
Microplate LIEMR, 8FLx 12%

Conmogae L Poien2 Bkl A Angiopoietin-24i i 1
Human Angiopoietin-2 Standard gg%g%%?;ﬁ@% SRR el 2t
Assay Diluent RD1-76 For R b
Calibrator Diluent RD5-5 P AR R T A R bR v ol RRE A 1
Wash Buffer Concentrate (25x) | IR#4E¥ERZEMIR (25%) gbiiik
TMB Substrate TMB ELISAJE¥ K/ TMB A% W 20
Stop Solution 2 G111 bk
Plate Sealers BRI 35k

B. W&

ATFERAG

2-8°CHitifrs THAEBGH A SO A H]

Vel (1%)

2 It

(L2 A wRlIIETINES

Kl RD1-76

2-8°Cfi#fy, mZ30K*

ST, Rk E

bR A A ORE

5wl RD5-5
TMBJEYIE R
PR BRI F BT B bn bl o A JE E 57
R AR IR AR AR T LB A T J4R 7 £ 4 67 48
W% | A, B

2-8 °Cfitifs, mZ30K”

“IB R A RO A
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. SKRFT B & as i

BEFRAC CAT I EE450 NS K (RIS K 540 nmEk570 nmis iE i K MR I D
R FEE RS S — R PR Sk

MK EE BT K

Dol (WD . Z@IE VA A SR

500 mLE &

ARG A (0127 #iE) , #5f: 500450 rpm

MERAE AR B 5, ANHBE ARSI, W Salivette® SiRALBE%
BT i SR A R P SR TR A

. EBEW

Angiopoietin-2 7] 7EMER TGN E o AEFEAT AAST I, 135 RIS 5 B 1t &
sz 25 4L

B E P — S SRR, TR SR B I BB B, RN o

B 2B RO BRI, I TS U IR T T R AR AR AT B
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A. FERUE R AETF

AT 3t AR S AR A R A SR AU — AR T - BE AR RE PR R VPA -

HpaREIE EIER - O BRI, ST R BREE AT R, JRREAE A i A7 7ES -20°C
RIREE T, G S SR VR o il 7T A 75 22 T AR i B B VR D 5-5 5 %

H': s B W GRIGMIE TS A A EEAngiopoietin-2.. i i i X i 1 TR
Angiopoietin-2 95 FKT, FFMFFLTRIEFER P9

M - MM EE (SST), ILFEARERIR TEEE 30 7048, RJ57E 1000 x g )
LN B 15 3. o LS FF LRV, BRI AE < -20 °C.
SAVRRES . FEA AT RET B bRAE S MBIl RDS-5 HEATARRE

M3 - 8 HEDTASIHZR M AHTEINCEELIK . 8/51000 x gB§0 1570 4H . 7 FE307) 8
P SCER I A A 2 J SLBIAS IN B73 B il A7 E < -20 °Co S R VRl b AT RERR 22
FIARUE AR MRERDS-5 FkE

TEE: PRI ] R H i/ T % i o

BEWR - ff1 ] Salivette®%F B & U SEMENL . 7 I 52 B4 34 A7 AR i 7E<-20°C 0 T B f
SRURRRGIA o FF bh n] BE 7 2 bn it i A BT RDS-5M B

TER: MERIEE 75 AN PR (1 2 F1 /0 4 2 B JE 2D E o

B. FEMH&

ERRAEE .
NS AR A WA 5 4. @K 5 fEMiRE 50 yb #Esh + 200 pL bRk
MR RD5-5. fie AR REAS B Hh B5e 28 P A E

C. HMmr#AEELIE

ERARER A RARE T Z8R.

TERB: HER TS K E T IANngiopoietin-2 . Fe T i 1 11 R F B H R 7 2 i
Yk

VR (1%) : MUKFEHHUH ARG BE R TR A 4, BT IEWIHER: ME=ER, &
PEIRAT, Fhes e SV MG FIRCHI YRR . K20 mUIKZEPRIGTR (25%) JH 780K ak
e T KF R A1 500 mL T /EIR ISR (1%)

AAngiopoietin-243#E fi: FIFAEFIE S H I S Ar %, H X5 T /KBZEMKERA
Angiopoietin-2Fr#E i, 15 33K B2 930000 pg/mLbrife i 4% B . BB E /157
B, AR
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MU BER, R TR AR SR

ERRREE . 15450 pLbrik B RD5-5% A3000 pg/mLItE . Fl a8 A
momﬁ@%ﬁ%ﬁmxﬁ Y brdE it B S IR T R IR RE, RS R 51 5
VR N —% . 3000 pg/mLAEARE it 2 f e ml, brifE il W BRI RDS-58 A\ AT F AR
E 0 pg/mL) .

200 pL 200 pL 200 pL 200 pL 200 pL 200 pL
souLstd. | 1 i
==z
STﬁNDﬁRD
30,000 pg/mL 3000 pg/mL 1500 pg/mL 750 pg/mL 375 pg/mL 187.5 pg/mL 93.7 pg/mL 46.9 pg/mL

D. HEAR/RR

o CHREGEEFEDRE, RERERK,

o RV XEY, BUHIAFIREESRHES . BRI RN R R Sk . 5
AN R 43 il A T AN 5] PR RS R

o WSS EI N TE B BRI R

o BRRWEE N, IR AR AT ORAE S B R 1

o TMBJERMIVERAE EARATRONTCE, TERCIRAE: IIATELAUS, 4 o (38 A ]
R 6

o Zb EARINT RIFE TMBIE A BT — 50 I IS, FLNETE HIE R
¥ HILAASO, RN BRECRIRAE R RS
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VIl. PR

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

TEB: MRS 5 IAngiopoietin-2 . it i IR TS, (RA A B iR A

ZITHR

L R, dER AT A TR, bR IR

2. MNP IR AR B AL, R MBS R R TS, SR

3. FAEEANFLH 100 LA RD1-76.

4. SRS [RIH B AR S AN S IR REA I AR REFLA, AFFL50 plo A dsHAROAS B3 S
A, FEKTIRE S (0.12” $iE) 3. 500+50 rom L, FEEE2/K. Y]
PP T — K96 FLIBAR I, AT T ic S i RS e AR FRAR P A 5

5. RERR PIIRAARIR 25, A PSR 2508 T8 e AR B B BEBRALGE AR « REFLINBES 400 pL,
SRIGHE N BRI 2 . I PRAESIR, B4R, BIRPRR BN ERERASE
TR B I SEIEE IR . B — IR EE A, 1A A T YRR IR T SR AR 15
TEWR K AR T T 5% R v A

6. TERFANRAL AN 200 pL A\ Angiopoietin-2bm ks I Hi4d . 504 43 e ™2 AL
EARTFIRG 2 (012”7 #iE) #%: 500+50 rpm b, FEFE2/MH;

7. EEESLVENRIRE,

8. (ERAMMILAINIA200 uL TMBIEA T, HEFE 300480, EEEE;

9. TEMAMEFLAIMAS0 pLZ b, BRI, (3R &5

10. DIANZIERE 105080, 8 ERAR I 5450 nm IO REE, #5E 540 nmE570
nmfERRSIER K. R KK IEARTH, BI450 nm#J ek 2:540 nma570 nm
(ISR X PRI R I B ARAR b IR 2 BB o S50 A IE 1M L E 450 nm b i#kA4T (1)
BT RE 2 i HLSE AR

11. HEER:

W BEAFRAE SRR S 1 52 ALBOGE B IME, 2805082 Zhn ik -3 OD{H (0.D.),
AT EYRAEN S EZHE (4-PL) dhE o tia@istE ik, 5—B R0,
3 2 iy Al BRAE S PSS RO A S xR B R A A v il 2k, i
RS s A M 4. i o] DL 22 i) A Angiopoietin-29 1) %] ${ 5 0.D
X HOR LAY, I B AERLA 26 T O FA ok B e « SRR A R i (H
AN KNG BRI

AN SRAE SR ABRRE M THE Hh 28 2 B )R P 0 20T DA R £
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