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. BACKGROUND

Human Angiopoietin-like 3 (ANGPTL3), also known as angiopoietin-5, is a secreted
glycoprotein that is structurally related to the angiopoietins. Mature human ANGPTL3
contains an N-terminal coiled-coil domain, a C-terminal fibrinogen-like domain, and a
linker region. Unlike other angiopoietin-like proteins, ANGPTL3 is almost exclusively
expressed in the liver (1-4).

ANGPTL3 plays an important role in lipid metabolism. In humans, genome-wide
association studies have shown that sequence variants in the locus containing the
ANGPTL3 gene are associated with different plasma triglyceride levels (5, 6).
Population-based gene sequence analysis also reveals that a loss of function mutation
in the ANGPTL3 gene is commonly present in those individuals with low plasma
triglyceride levels (7). ANGPTL3 can directly inhibit lipoprotein lipase (LPL), the enzyme
responsible for hydrolyzing circulating triglycerides (8). In mice, abolishing ANGPTL3
gene expression leads to elevated LPL activity and hypolipidemia. When the
hyperlipidemic mice are treated with a monoclonal antibody that interferes with the
binding of ANGPTL3 to LPL, their serum triglyceride levels are significantly reduced (9,
10). The functional domain that mediates the interaction between ANGPTL3 and LPL
has been mapped to the N-terminal region, termed specific epitope 1 (11). The linker
region in ANGPTL3 is susceptible to protease cleavage. When the cleavage occurs
between amino acid 221 and 224, it separates the protein into an N-terminal coiled-coil
domain- containing fragment and a C-terminal fibrinogen-like domain-containing
fragment. Compared to the full-length protein, the N-terminal fragment has increased
bioactivity for lowering serum triglyceride (12). ANGPTL3 is also able to inhibit
endothelial lipase, whose preferred substrate is high density lipoprotein (HDL). As such,
ANGPTL3 may modulate serum HDL levels (13, 14). In addition to lipid metabolism,
ANGPTL3 is also involved in angiogenesis. The fibrinogen-like domain of ANGPTL3
can interact with integrin aVB3 to induce endothelial cell adhesion, migration, and
neovascularization (15). Furthermore, ANGPTL3 may promote the expansion of
hematopoietic stem cells (16). It has been reported that ANGPTL3 serum levels are
different in patients with certain pathological conditions when compared to those in
normal individuals. For instance, it is elevated in familial hypercholesterolemia,
metabolic syndrome, and insulin resistance. In hemodialysis, however, it is reduced
(17-20).



OVERVIEW

A. PRINCIPLE OF THE ASSAY

This assay employs the quantitative sandwich enzyme immunoassay technique. An

antibody specific for human Angiopoietin-like 3 has been pre-coated onto a microplate.

Standards and samples are pipetted into the wells and any human Angiopoietin-like 3

present is bound by the immobilized antibody. A biotinylated detection antibody specific

for human Angiopoietin-like 3 is pipetted into the wells. After washing away any

unbound substances, Streptavidin-HRP are 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 human Angiopoietin-like 3

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) 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) 75.5 339.5 | 1469.6 77.3 348.1 | 1523.6
Standard Deviation 25 15.0 44.8 3.7 19.4 96.8
CV% 3.3 4.4 3.1 4.7 5.6 6.4

B. RECOVERY

The recovery of human Angiopoietin-like 3 spiked to different levels throughout the
range of the assay in cell culture media was evaluated. The recovery ranged from 88.3
to 97.9% with an average of 92.1%.

The recovery of human Angiopoietin-like 3 spiked to different levels throughout the
range of the assay in human serum was evaluated. The recovery ranged from 84.1 to
101.5% with an average of 91.3%.

C. SENSITIVITY

The minimum detectable dose (MDD) of human Angiopoietin-like 3 is typically less than
6.2 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 highly purified Sf27-expressed recombinant
human Angiopoietin-like 3 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-like 3 and diluted with Reagent Diluent (1x)
to produce samples with values within the dynamic range of the assay.

Dilution Average % of Expected Range (%)
1:2 96.0 91.9-100.7
1:4 95.0 88.4-97 .4
1:8 95.6 91.0-98.8

1:16 90.9 77.3-98.5

F. SAMPLE VALUES

Serum - Five human serum samples were evaluated for the presence of human
Angiopoietin-like 3 in this assay. All samples measured ranged from 51.18 to 142.80
ng/mL with an average of 99.23 ng/mL.

Cell Culture Supernates - TF-1 human blood leukemia cells (1x10° cells/mL) were
cultured in RPMI 1640 supplemented with 10% fetal calf serum, 2 mM L-glutamine,
20ng/mL of recombinant human GM-CSF, 100U/mL penicillin, and 100ug/mL
streptomycin sulfate. MCF-7 human breast cancer cells (4x10° cells/mL) were cultured
in DMEM supplemented with 10% fetal calf serum, 2 mM L-glutamine, 100 U/mL
penicillin, and 100ug/mL streptomycin sulfate. An aliquot of the cell culture supernate
was removed, assayed for human Angiopoietin-like 3, and measured ranged from 0.98
to 1.54 ng/mL with an average of 1.42 ng/ mL.

G. SPECIFICITY

The following factors prepared at 50 ng/mL were assayed and exhibited no
cross-reactivity or interference.

Recombinant human Recombinant mouse
Angiopoietin-1 Angiopoietin-3
Angiopoietin-2 Angiopoietin-like 3
Angiopoietin-4 Angiopoietin-like 4

Angiopoietin-like 4

Integrin aVB3

This assay also recognizes the N-terminal cleaved human Angiopoietin-like 3 (aa
17-220).



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
0.057

0 0.055 -
0.053
31.3 0.123 0.121 0.066
0.118
ol 0.192
62.5 0.185 0.189 0.134
2 0.320
5 1 125 0312 0.257
E 0.304
F 250 % 0535 0480
E 01 0.521
© 1.011
500 1012 1.012 0.957
0.01 . . ) 1.905
10 100 1000 10000 1000 1.849 1.877 1.822
Human Angiopoietin-like 3 Concentration (pg/mL) 2733
2000 2.765 2.749 2.694




V. KIT COMPONENTS AND STORAGE

A. MATERIALS PROVIDED

Parts Description Size
Human 96 well polystyrene microplate (12 strips of 8 wells)
Angiopoietin-like 3 coated with a rat antibody against human 1 plate
Microplate Angiopoietin-like 3.
Human Recombinant human Angiopoietin-like 3 in a
Angiopoietin-like 3 buffered protein base; lyophilized. Refer to the vial | 2 vials
Standard label for reconstitution volume.
Human Biotinylated Angiopoietin-like 3 antibody,
Angiopoietin-like 3 lyophilized. Refer to the vial label for reconstitution | 1 vial
Detection Antibody volume.
Detection Antibody A 2x concentrated buffered diluent used to dilute 1 vial
Diluent (2x) Detection Antibody and HRP.
Streptavidin-HRP A 200x% Streptavidin conjugated to horseradish 1 vial
v
(200%) peroxidase.
) A 10x concentrated buffered protein base used to )
Reagent Diluent (10x%) ) 1 vial
dilute standard and samples.
Wash Buffer A 25x concentrated solution of buffered surfactant 1 vial
Concentrate (25x%) 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

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

Stop Solution
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. *

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.

Detection Antibody
Diluent (2x)

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.



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 Reagent Diluent (1x).

B. SAMPLE PREPARATION

Cell Culture Supernates samples recommend at least a 10-fold dilution prior to the
assay. A suggested 10-fold dilution is 20 uL of sample + 180 pL of Reagent Diluent (1x).
Optimal dilutions should be determined by the end user.

Serum samples recommend a 500-fold dilution. For example, add 10 pL of seruminto a
tube with 490 uL Reagent Diluent (1x) to prepare a 50-fold diluted sample. Mix through
and then pipette 20 yL of prepared 50-fold diluted sample into a tube with 180 uL
Reagent Diluent (1x) to prepare a final 500-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).

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

Human Angiopoietin-like 3 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 uL of the appropriate Reagent 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 Reagent

Diluent (1x) serves as the zero standard (0 pg/mL).
300ulL 300ulL 300ulL 300ul 300ul 300ul

= W YWen YW Ve YW

300ul

- > — —— —

().ul:“j , ' '

| e |

4000pg/mL 2000pg/mL  1000pg/mL  500pg/mL 250pg/mL  125pg/mL  62.5pg/mL 31.3pg/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 Substrate
Solution protected from light. 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.

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, or prepared sample per well. And add 50 pL of the
Detection Antibody (1x) diluted in Detection Antibody Diluent (1x), to each 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 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 uL 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. 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 15 minutes at room
temperature on a horizontal orbital microplate shaker set at 50050 rpm.
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 imperfections in

12



10.

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 Angiopoietin-like 3 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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L-A 2B . 100 U/mL7 5 = A1100 pg/mLin 25 % R AFIDMEMES Rk b . LR35 7% b
T T AN gi i ks 7% g REA A A Angiopoietin-like 3ff17KF, ¥ JI{E 7£0.98-1.54 ng/mL
Z I8, ~F¥JE}N1.42 ng/mL.

G. fRit

R LU PR 7 e 1] 50 ng/mL RIS S SR AGHIN 150 A WL 6% 21 B X8 1) 28 B S BT

Recombinant human Recombinant mouse
Angiopoietin-1 Angiopoietin-3
Angiopoietin-2 Angiopoietin-like 3
Angiopoietin-4 Angiopoietin-like 4

Angiopoietin-like 4

Integrin aVR3

AT IR NS BT 47 () A Angiopoietin-like 3 (aa 17-220).
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IV. 24

A B 2% S

bR BRI ST, BRI 22 ) LT L R B T 2

pg/mL OD  Average Corrected

0 b 0.055 -
0.053
31.3 0.123 0.121 0.066
0.118
ol 0.192
62.5 0.185 0.189 0.134
£ 0.320
5 1 125 0312 0.257
E 0.304
F 250 % 0535 0480
E 01 0.521
© 1.011
500 1012 1.012 0.957
0.01 . . ) 1.905
10 100 1000 10000 1000 1.849 1.877 1.822
Human Angjopoietin-like 3 Concentration (pg/mL) 2733
2000 2.765 2.749 2.694
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V. A EH LT

A. IS H R

R it Fg
Human Angiopoietin-like 3 B K AT Angiopoietin-like 3 Hi1AH] 1 Yok
Microplate 96 fLEK 2 Mk, 8 FLx12 %
Human Angiopoietin-like 3 el (RTHR) . SHMShREdTE 2 ¥
Standard w
Human Angiopoietin-like 3 A2 AL Angiopoietin-like 3 7l $i 44, 1
Detection antibody TR, SHEMG AT B
Streptavidin-HRP A (200x) 200y 4 1 B R F = bnid i HRP 1M
WA RRFIRRER (10%) T RRebnE
Reagent Diluent (10x . 1)
g (10%) AR
WG IR M PTIARFRE (2%) I THRiReA
Detection antibody Diluent (2x . 1)
erectio Y @)\ gt HRP
Wash Buffer Concentrate (25x) | WRAEBEIEZMR (25%) 1
TMB Substrate TMB ELISA JKZ)iE K 19
Stop Solution 2 G w77 1)
Plate Sealers HHRIR 35K
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B. AFI &M

RIFHRAG | 2-8CHTT: e A 20N

BERE SR Z-HRP A

Vel Ze il (1%)

2-8°Clfifs, % 30 K*

TMB JE#)i TR
& 1R
Aif P Bk S e, ) >
PRt dh
PR h-20°Cfig 17, &% 30 K*
CFITF MR | ik %%, -20CHEfE, % 30 K*

B I A

2-8°CHfifs, % 30 K~

BPUARRRRR (2% | gyl BTG (o Bk mR
W, ZRMER

2-8CH#fr, % 30 K~

WFAIRRER (10%) TR BRI (10 AR,
L RMER

R AR (IR ST Bl 31 A TR A AR AR A

BROFLECK wh: 28I, R 30 K

MDA TER T A BTN

C. LW B &K

o BEARAC CATINE450 nms PR RIS £ 540 nmEKS70 nmie IR i K IR ISUED
o RGBS B MR Sk

o ZRMKEERTK

o W (WD . 2 IEIEPLIR 385 E SR AL

* 500 mLEf

¢ PRGEE GEEERTIH 450050 rpm)

D. VEEZEM

o WHET S S AP, AT RESE BRI U, BRI .

o WHER PR B RIER, RS IR . T AR ARAIB . R
HMERETF .
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VI. SEIO RIS
A. FERUE RAETF

SR LB BRI B0 5Bk SLZIRIREA . FEASCER 5 45 A SRR, 54—
AT R 3E, HAFT-20°COKFEN, WG B RRL. FEATTRERR TR (1%)
i e o

MmyEREA: F MG 7 BE (SST)/r B MG . {3 MU =2 IR AEEE3040 %1, #RJ51000 x gB5.0215
orEh e MRHUMIEFEARZ G RIZI A TR, B3 or%e, -20°CIAfE& . b R E VRl FF
AT R E R AR (1) k.

B. FEAHEE T

A IS FEASE BRI R (1) 1015 R JE 2T A, 20 LA N 21180 pLik
FREE (1) o, FEI0IRS), B sAORE M B AOREA o R e P 0L Y A 28 T )

P

JE o

M REA R SR AR (1) S00fFRE I HATRAN, Bl: 10 pLITiINIF|490 uL
RAFRRR (10, FS4HRAT, HIBOMFRE. SRJSHL20 uL 5OfFRE I HIRE A 5180
WLRFIRBERE (1) W, F8AMIBAT, B A RSO0 MR REA . SR RE e ol £
P

C. HrmrEETIE

AT AR T 2R

VA (1%) + WIKH R R GRTR 4, BT RIS, WE =R, 2
FEIRAD, R e AR IR, DK 20m LIk A v PR 2K 2 2 B AR
FEICHIAL 500mL T fERAEFOVEIRIR (150

ROTARRRR (1%) « (128 KER 5 85 TR RIS R ML R (1)
AR (1%) AT 2K B TR R R R BRI (1)

RIBA (10 FHRIERREL. SERNREIFEERETR, HERNF5E
(100%) . BEREEE D550, HIANEM. WHFEN A, IR RR
(1% BB (1%, T2 AT 4 B0

BEBRAR-HRP A (1%) : JTEAEBNE L. A IGTARER (1) KEEERMER
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-HRP A (200%) Fifs 2 TAEWKE

AAngiopoietin-like 3#5#E i : JF & BT EBEN B0 TR ERETRESEMI R
2, 13394000 pg/mLiniEin BEHR . BRRRE ED1570 80, (EH I E .

MU B, AR SR

ﬁ%ﬁﬁ%$%Awm¢ﬁU%ﬁﬁ<w> K brdE it BRI T BRI MRS, R
FITRA G R E TS — . 2000 pg/mLEfERE I & i m0, RGBSR (1) ATH
PEFRAES 2 & (0 pg/mbL)

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

= Yen YWen YWen Ve YWan

300uL

e BB BT
\

4000pg/mL 2000pg/mL  1000pg/mL  500pg/mlL 250pg/mlL  125pg/mL  62.5pg/mlL 31.3pg/mL
D. EARNER

o HEGEEFEARN, REEAEK,

o N TSR Y, BCRIANFEREEFRHEM . EAE ISR R AR R A k. S
ANTRIREFR 7 73 il A5 FH AN ) 0 % VR

o USSP TE R — PR I LR

o BRRIEAEN, IR SRR AT ORIE S R AR

¢ TMBJEMFRAE EARETRON IO, R IRAF: IMATELIRG , R e A AN FAR
JE R HE s

o R ERRI R TMB IV BRI — B0 AL IEUR , FLA BT i AR 3
AL Ext, MERMIFLNBIARIES], 7RG
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AR ITE RIS R E T EiR, BUUTH ISR AR A LR

1.

2.

3.

10.

R BT, HER I T T AR AR T
MNP 22 5 U P A T O LR, AR BRI Rl e T 4R P, S 1
G AN RN FEARHE iy, SEERFEA IR RZAL A, AFFL100 plo SRS AL AN
50 pLACHIZFIIRIGUA (1), FEREEME RN AL, ZE500+50 rpmK-FHRY
SE2/M . PR AL T —okO6FLEIR A, T T D SRR A S R IR AR AR A
B (FEATEMR, VEES WA T. D
AR A AR 2, A PR 22 3038 BEAR 25 B B SRR L AR « BEFLINGEA400 pL,
SRIEHB A BRI 2 . B EHRAESIR, JLBediR. FRRBEBRUS SR 25 5% B i 2 A B
TR I EE R o B m— IRPEAR A, TR I AT T Bk AR (31 B, 7R
KA T A B B LA
TEREMAL A I 100 pLFsRE LT I BE B SR AR - HRP A TR F SR I e AL,
FEiR500+50 rpm/K-FRG BT 20404, ERBEDE;
A AV
FER ML IIA100 pL TMBJEH W, EiR500£50 rpm/K-FHR% 98 & 157081, 1E
REb:
TEAALN IS0 pLE& bR, R IELIR, VA IRIRE A 5
TN G 105380 9, il BRAR S 52450 nen WO FE(E, ¥ 540 nmEk570 nm
VBN IER K o G0 R K AL IEAR AT, L4550 nmfEE0s 2:540 nmak570 nmifisE4.
X2 AR TEBEbR AR b6 2B . A R IE T B AE450 nmAbiEAT (5250 mT fig
o 5 i HLE AN
THEEGER: KA E R ARG RSO EDCFME, SR 5% T he i 110D
i (0.D. , FHTHENRAENSEHEH (4-PL) MG 0EREZ. 5—8
AR5, I 2 hilyh b REA AR i 0P 3G bl R R R b T 28
Fra B b R s 4. B PT LU IS 22 A Angiopoietin-like 37 1
XFHSO.D IR AN, JF H A LA 2T DU [B] VA 70 W R 52 « A2 FeoRg ™
A A AB AN ARG B I B AU
WIS RE SRR RE, MR v i 2 TS ) R 20 23T DA 8 i
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