FUJIFILM

For Research Use Only. Not for use in diagnostic procedures.

Code No. 294-87901 (96 tests)

LBIS™ Human VEGF ELISA Kit

Please, read this instruction carefully before use.

1. Intended use

The vascular endothelial growth factor (VEGF) family is a cytokine that plays an essential role in angiogenesis and is encoded
by different genes in seven members : VEGF-A, VEGF-B, VEGF-C, VEGF-D, VEGF-E, PLGF-1 and PLGF-2. VEGF-A is the
most potent angiogenic mediator, with subtypes of 121, 165, and 189 amino acid residues generated by alternative splicing.
VEGF-A165 is the most abundantly expressed subtype and is known to enhance tumor vascularization by a paracrine mechanism.
Further, it is strongly associated with poor prognosis in many types of cancers and has also been reported to correlate with
diseases such as rheumatoid arthritis, atherosclerosis, retinopathy, and POEMS syndrome.

This kit is a sandwich ELISA system for quantitative measurement of human VEGF (VEGF-A165). It can measure VEGF
in human serum (plasma) specifically and with high sensitivity. This product is intended for research use only. Not for use
in diagnostics procedures.

2. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’'s LBIS™ Human VEGF ELISA Kit, standards or samples are incubated in
polyclonal antibody-coated wells to capture VEGF. After 2 hours incubation and washing, biotinylated anti-VEGF antibody is
added and incubated further for 2 hours to bind with captured VEGF. After washing, HRP (horse radish peroxidase)-conjugated
streptavidin is added and incubated for 30 minutes. After washing, bound HRP-conjugated streptavidin is reacted with a
TMB Solution for 20 minutes, and reaction is stopped by addition of acidic solution, and absorbance of yellow product is measured
spectrophotometrically at 450 nm. The absorbance is nearly proportional to VEGF concentration. The standard curve is prepared
by plotting absorbance against standard VEGF concentrations. VEGF concentrations in unknown samples are determined
using this standard curve.

3. Performance Characteristics
- Reproducibility (Between assay variation)
3 serum samples, 4 days, 3 replicates assay

- Precision of assay (Within assay variation)
2 serum samples, 5 replicates assay

/1D Samplel Sample2 Day/ID Samplel Sample2 Sample3
(pg/mL) (pg/mL) (pg/mL) (pg/mL) (pg/mL)
1 29.7 378 0 279 86.1 11.9
2 28.3 36.5 1 271 84.5 125
3 27.7 35.0 2 268 885 11.2
4 29.3 354 3 269 88.1 115
5 288 354 mean 272 86.8 11.8
mean 28.8 36.0 SD 5.0 1.9 0.56
SD 0.79 1.1 CV (%) 1.8 2.1 438
CV (%) 238 32

- Recovery test (Standard human VEGF was added in 3 concentrations to serum or plasma sample and assayed.) The
recoveries were 94.3% - 106%

Serum sample Plasma sample (EDTA)

Added Found Recovered Recovery Added Found Recovered Recovery
(pg/mL) (pg/mL) (pg/mL) (%) (pg/mL) (pg/mL) (pg/mL) (%)

0 50.6 - - 0 42.1 - -
89.0 145 944 106 975 134 919 94.3
189 237 186 98.4 197 240 198 100
388 456 405 104 396 420 378 95.5
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- Dilution test (Serum sample and plasma sample were serially diluted by 3 steps.) The dilution curves showed linearity
with R*=0.9926 - 0.9999
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4. Technical Tips/Precautions

- ELISA can be affected by assay environment. Ensure that room temperature at places for assay operation and incubation
is strictly controlled at 20C - 25C. Avoid performing assay under the airstream velocity over 0.4 m/sec. and the humidity
less than 30%, seal the well plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step
of incubation.

- To avoid denaturation of the coated antibody, do not let the plate go dry.

- In order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed reagents, never forget
to cover the well plate with a plate seal supplied, during incubation.

- Be careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal pipette tips, and
1 tip for 1 well.

- As the Antibody-coated Plate is module type of 8 wells X 12 strips, each strip can be separated by cutting the cover sheet
with a knife and used independently.

- The TMB Solution should be almost clear pale yellow before use. It turns blue during reaction and gives yellowish color
after addition of Stop Solution. Greenish color means incomplete mixing.

- Time the reaction from the pipetting of the reagent to the first well.

- Prepare a standard curve for each assay.

- For professional use only, beginners are advised to use this kit under the guidance of experienced person. In manual
operation, proficiency in pipetting technique is recommended.

- Wear protective gloves, clothing, eye, and face protection.

- Avoid contact of skin and mucous membranes with kit reagents or specimens. If any reagents come in contact with eyes,
skin, or mucous membranes, wash with copious amounts of water and contact a physician.

- Do not drink, eat, or smoke in a place where this kit is used.

- The materials must not be pipetted by mouth.

- Do not use reagents with different lot numbers together.

- The reagents are prepared to give accurate results only when used in combination within the same box. Therefore, do not
combine the reagents from kits with different lot numbers. Even if the lot number is the same, it is best not to mix the
reagents with those that have been preserved for some period.

- Handle the sample with proper care, being aware that the sample may have an infection risk. This kit contains animal-derived
ingredients.

- Residual samples and used tips should be sterilized before disposal.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory requirements.
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5. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing. 96 wells/1 plate
(B) Human VEGF Standard Freeze-dried. Use after reconstitution. 1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Biotin-conjugated Antibody Freeze-dried. Use after reconstitution. 1 bottle
(E) Peroxidase-conjugated Streptavidin Solution Concentrated. Use after dilution. 100 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
(J) Plate Seal - 4 sheets

[Storage and Stability]

[(A) Antibody-coated Plate]

If seal is not removed, put the strip back in a plastic bag with zip lock originally used for well-plate container and store at
2C - 10C.

[(B) Human VEGF Standard]

The reconstituted standard solution (original standard solution) should be used within 2 weeks if stored in a refrigerator.
Dispose the remaining diluted standard solutions after use.

[(C) Buffer] & [(F) TMB Solution]

Use only volume you need for your assay. Remaining reagents should be stored at 2C - 10C closing the cap tightly. Once
opened, we recommend using as soon as possible to avoid influence by environmental condition.

[(D) Biotin-conjugated Antibody]

The reconstituted (D) solution should be used within 2 weeks if stored in a refrigerator. Dispose the remaining diluted
working solution.

[(E) Peroxidase-conjugated Streptavidin Solution]

Remaining working solution (already diluted) should be disposed. The rest of the undiluted solution (unused) : close the cap
tightly and store at 2C - 10C. Once opened, we recommend using as soon as possible to avoid influence by environmental

condition.

[(H) Stop Solution]

Close the cap tightly and store at 2C - 10C.

[(I) Wash Solution (10x)]

The rest of undiluted solution (unused) : close the cap tightly and store at 2C - 10C. Dispose any remaining diluted buffer.

6. Equipments or supplies required but not supplied [ ] Use as a check box

[] Deionized water (or Distilled water) [] Test tubes for preparation of standard solution series. []Glassware for dilution
of Wash Solution (10x) (a graduated cylinder, a bottle) [] Pipettes (disposable tip type). One should be able to deliver 50
1L precisely, and another for 100 L - 1000 L. []Syringe-type repeating dispenser like Eppendorf multipette plus which
can dispense 100 uL. [ ]Paper towel to remove washing buffer remaining in wells. [ ] A vortex-type mixer. [ ] A shaker
for 96 well-plate (600 rpm - 1200 rpm) [] An automatic washer for 96 well-plate (if available), or a wash bottle with a jet
nozzle. [] A 96 well-plate reader (450 nm * 10 nm, 620 nm : 600 nm - 650 nm) [ Software for data analysis.

7. Preparation of Samples

- This kit is intended to measure VEGF in human serum or plasma.

- We recommend to use EDTA-2Na, EDTA-2K or heparin as anticoagulant.

- Samples should be immediately assayed or stored below -35C until assay. Before starting assay, shake thawed samples

sufficiently. Do not repeat freeze-and-thaw cycles.

- Centrifuge the sample to remove turbidity or insoluble matters where necessary before use for the assay.

- If presence of interfering substance is suspected, examine by dilution test at more than 2 points.

- Dilution of a sample should be made in a PP or PE test tube using buffer prior to adding them to wells.

8. Preparation of Reagents
@ Bring all reagents of the kit to room temperature (20C - 25C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.
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[Concentrated reagents)
[(B) Human VEGF Standard]

Reconstitute the (B) Human VEGF standard with purified water in the amount specified in "Reconstitution of standard

to prepare a original standard solution (8 ng/mL).
Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.
% Please confirm "Reconstitution of standard”" from this product page. Since the amount of purified water added varies by

lot, please be sure to check each lot.

Below is an example of preparing each standard solution.

"o

Volume of standard solution (C) Buffer Concentration
Original standard solution 50 uL 450 uL 800 pg/mL
800 pg/mL solution 200 u L 400 uL 267 pg/mL
267 pg/mL solution 200 uL 400 uL 88.9 pg/mL
88.9 pg/mL solution 200 uL 400 uL 29.6 pg/mL
- Standard Curve
29.6 pg/mL solution 200 uL 400 uL 9.88 pg/mL
9.88 pg/mL solution 200 uL 400 uL 3.29 pg/mL
3.29 pg/mL solution 200 uL 400 uL 1.10 pg/mL
Blank 400 uL 0
Deionized water
(distilled water)
o0 1l
8 ng/mL
50 uL 200 pL 200 pL 200 pL 200 pL 200 uL 200 uL
_ . ‘ : : :
Buffer Buffer Buffer Buffer Buffer | Buffer Buffer
450 L 400 uL 400 pL 400 L 400 L 400 uL 400 pl
Concentration g0y 267 88.9 29.6 0.88 3.29 1.10

ng/mL

[(D) Biotin-conjugated Antibody]

Add 100 4L of deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-dried)
(Original (D) solution). Prepare working solution by dilution of original (D) solution with the (C) Buffer to 1 : 100. 10 mL
of the diluted solution is enough for 96 wells.

[(E) Peroxidase-conjugated Streptavidin Solution]

Prepare working solution by dilution of (E) with the (C) Buffer to 1 : 100. 10 mL of the diluted solution is enough for 96

wells.
[(I) Wash Solution (10x)]

Dilute 1 volume of the concentrated (1) Wash Solution (10x) to 10 volumes with deionized water (or distilled water) to
prepare working solution. Example : 100 mL of concentrated (I ) Wash Solution (10x) and 900 mL of deionized water (or

distilled water).
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9. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the Antibody-coated Plate (A) by filling the wells with washing buffer and discard 4 times (*(D), then strike the
plate upside-down onto folded several sheets of paper towel to remove residual buffer in the wells. (*®)
(2) Pipette 100 uL of standard solution to the wells designated for standards.
(3) Pipette 100 1L of each sample to the wells designated for samples.
(4) Shake the plate gently on a plate shaker (*®).
(5) Stick a Plate Seal (*®) on the plate and incubate for 2 hours at 20T - 25C.
(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 100 uL of Biotin-conjugated Antibody solution to all wells and shake as step (4).
(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 2 hours at 20C - 25C.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 100 1L of Peroxidase-conjugated Streptavidin Solution to all wells and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20T - 25C.
(12) Discard the reaction mixture and rinse wells as step (1).
(13) Pipette 100 L of TMB Solution to wells and shake as step (4).
(14) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at 20C - 25C.
(15) Add 100 L of the Stop Solution to all wells and shake as step (4).
(16) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) immediately using a plate reader.
% Refer to 13. Summary of Assay Procedure for notes on *@, *@, *®), *@, and *®).

10. Calculations

(1) Create a standard curve by reducing the data using computer software capable of generating 3rd order regression
curve, or 4 or 5 parameters. 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 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.

(2) Using the standard curve, read the VEGF concentration of samples at its absorbance, and multiply the assay value by
dilution factor if the sample has been diluted.
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11. Calibration

The measured value obtained by this kit can be converted to the unit concentration based on NIBSC/WHO standard
VEGF165 (Code : 02/286) by multiplying by the conversion factor specified in a separate sheet according to the following
calculation formula.

NIBSC/WHO (02/286) unit concentration (U/mL) = conversion factor (*1) x measured VEGF value (pg/mL) (*2)

(*1) The exchange rate is different depending on the lot. Please see the specified conversion factor in the annex document.
(*2) Use the assay value that multiplied by dilution rate.
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12. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Biotin-conjugated Antibody, Peroxidase-conjugated Streptavidin Solution, or
TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Biotin-conjugated Antibody or
Peroxidase-conjugated Streptavidin Solution.
4) Contamination of enzyme inhibitor (s).
5) Influence of the temperature under which the kits had been stored.
6) Excessive hard washing of the well plate.
7) Addition of chromogenic substrate reagent soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.
- Blank OD was higher than that of the lowest standard concentration (1.10 pg/mL).
Possible explanations :
Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 times at the constant stroke after the
reaction with Peroxidase-conjugated Streptavidin Solution.)
- High coefficient of variation (CV)
Possible explanation :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1 : Can I divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the seal on, in a
refrigerator soon.
- Q-2 : I found 96 well-plate is empty when I opened the box.
A-2 : As this kit is dried type, not preservation stabilizer is added.

13. Summary of Assay Procedure []: Use as a check box

* First, read this instruction manual carefully and start your assay after confirmation of details.

[IBring the well-plate and all reagents back to 20°C - 25°C for 2 hours.

[1(I) Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) that returned to 20T -
25C.

[ IStandard solution dilution example
Reconstitute the (B) Human VEGF standard with purified water in the amount specified in "Reconstitution of standard
to prepare a original standard solution (8 ng/mL).
Then prepare using the kit-attached (C) Buffer that has been allowed to warm up to room temperature.

13k

% Please confirm "Reconstitution of standard" from this product page. Since the amount of purified water added varies by
lot, please be sure to check each lot.

Preparation of diluted VEGF standard solutions :

Conc.(pg/mL) 800 267 88.9 20.6 9.88 3.29 1.10 0
50

Std. sol.(uL) }/’ 200* }/’200* }/’ 200* }/’ 200* }/’ 200" }/’ 200 —
Buffer (uL) 450 400 400 400 400 400 400 400

*One rank higher standard.
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Antibody-coated Plate

| Washing 4 times (*@), (*®)

(Diluted) samples, or Standards 100 uL
| Shaking (*®), Incubation for 2 hours at 20C - 25C. (Standing (*®))

O 0o

Add deionized water (or distilled water) of room temperature to (D) Biotin-conjugated Antibody (Freeze-dried)

[]  (Original (D) solution). Prepare working solution by dilution of original (D) solution to 1 : 100 with the (C) Buffer
returned to 20T - 25C. (This should be prepared during incubation.)

(] | Washing 4 times (*), (*®)

[] Biotin-conjugated Antibody solution (Diluted) 100 uL

[J | Shaking (*®), Incubation for 2 hours at 20T - 25C. (Standing (*®))
Dilute Peroxidase-conjugated Streptavidin Solution to 1 : 100 with the (C) Buffer returned to 20C - 25C.

] . o .
(This should be prepared during incubation.)

[1 | Washing 4 times (*@), (*®)

[] Peroxidase-conjugated Streptavidin Solution (Diluted) 100 uL

(] | Shaking (*®), Incubation for 30 minutes at 20C - 25C. (Standing (*®))

[] | Washing 4 times (*@), (*®)

0 TMB S?lutlon ’ ‘ 100 4L
After dispense, the color turns to blue depending on the concentration.

[J | Shaking (*®), Incubation for 20 minutes at 20C - 25C. (Standing (*®))

] Stop So'lutlon . ' 100 4L
After dispense, the color turns to yellow depending on the concentration.

[] | Shaking (*®), Immediately shake.

Measurement of absorbance (450 nm, Ref 620 nm (*@)) immediately.
Ref. wave cancels the dirt in the back of plate.

* (DAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 sec. and remove the buffer. Guideline
of washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by pipette. In
case of washing by using 8 channel pipettes, sometimes the background tends to be high. If so, change washing frequency
from 4 times to 5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated Streptavidin Solution.
Standard of plate-washing pressure : 5 mL/min. - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% (@Guideline of shaking : 600 rpm - 1200 rpm 3 times for 10 seconds.

% (3Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the seal on the
plate. Do not reuse the plate seal used once.

* (@600 nm - 650 nm can be used as reference wavelength.

% (5 After removal of wash buffer, immediately dispense the next reagent.
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Assay Worksheet

14. Storage and Expiration

The complete kit is stored at 2C - 10C (Do not freeze). Opened reagents should be used as soon as possible to avoid less
than optimal assay performance caused by storage environment.

LBIS™ Human VEGF ELISA Kit

[Storage] Store the kit at 2C - 10C (Do not freeze)
[Expiration date] Indicated on the container

[Package] For 96 tests

[Cat #] 294-87901

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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Code No. 294-87901 (96[EIF)

LEZ™ Human VEGF ELISA Kit
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L72EIEE B L, BEE LRV T T S,

(E) "VFXRTF—EHBHALVLT I TEY VIBHR
Fyo MESELUTHERATABEARIFIEHE X DI B UAPGRR L, R0 OFIZERIRS LW THBIZHELY Lo
MY EHD, 2C~ 10C TIRAEL TR S, AR OFRBEABITERELTTF 2w,

(H) SR s ki
ERERY 2R A- T 58613, a2 Lo EHD, 2C~10CTHRIEL TR & W,

(1) Pk (10x)
(1) #eiE (10x) 2B TAEE1. F2 Lon) LMD, 2C~ 10C THREFEL TF W, MK D ORI ATEEHE
WEEERE LT &y,

6. v FUAHTIICBRBELRBE [F=v 7 )X b

R BK GERAK) DREBE DmEEadUiessE OF v 78~y M 50 uL KUY 100 4L ~ 1000 L 2 1EAf IS ERIL
T&2b0) HEHMEERy b ONR—3—% V5 (PRI CHR2 (Vortex # 4 7)) O7L— MREIZH B
600rpm ~ 1200rpm) [J7 L — M HAPEEHE (HUXTE L) FAEEEEy O7L— b)Y —%— (450nm * 10nm/620nm :
600nm ~ 650nm) [JF—%F8HEHEY 7 by 7T

7. B DR

R E RICRE T A5, —35CUT TORMRE ZHER L 9. ML L OBRRAHIE T TT S vo Bk L 22tk
ZE T HEFNHHR LTI L TT v T72, MEBEZAHRT 25 3HFRHERE LTS v,

MBI ISHE VIR, Z0EE L7z e PSR M2 L TTF S v,

- MBEPR MR OPLEERHI 1213, EDTA (F7213~8) ¥) AL TF v,

- L7 23 e R0 d8 e HE ) 25 2 (5 B BRI SRR 2 L T F S v

I L 72 IR E R AR IS D R VT T S v,

-8 LOAED D & % BAKIE D BESE CTREBRIEICH VT S v

- WIEWHOEENEED L ORRIE, F—BERICBW T, 8225 2 K1 ¥ U EORRETHREMREZ HEEL TH S v,

- BAREANT 25613, HOH» LoRERE (PP, PE) 2 HWORIER CAMLIWEY 2 WIZHELTF S v,

8. MR DR

*F v FORFIZMEHEICLTER (20C~25C) IWRLTFEWw QKHMIHEZTY),

¥5. T [ZOFIMH] LH2RERIRMMARTOEIOREBTHHTE T, [EWHREH] [FREEH] 5250120
WTIETRLOEHTHER L TF S v,

* PRI R G 72T REZ R L TF S v,

(i & =B D A M)
(B) & b VEGF Eitfh 5 BRERER
(B) & b VEGF #Z#e AFHK 2 [N EROREIZOWT ) ICHBOIBZE A BM L, EENER (Sng/mL)
ZHELTT S, 2ot nizFy MY (C) BB THEL TF S v,
*[EEMEHORBIIONT] 1 ARGAR—TV IR LTINS v By ML DK EZRINT 280870 5720,
Py P TEIZTHERET S v,
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R R D7 (C) AR =% (pg/mL) FRCiE— BT,
e SR 0 50 uL 450 uL 800
800pg/mL ¥ : 200 uL 400 uL 267
267pg/mL ¥ : 200 uL 400 uL 889
88.9pg/mL ¥ 1 200 uL 400 uL 29.6 - X
pg/m= tirift - 201 “ Rt
29.6pg/mL i : 200 uL 400 uL 9.88
9.88pg/mL i : 200 uL 400 uL. 3.29
3.29pg/mL ¥ : 200 uL 400 uL 1.10
0 (Blank) 400 uL 0.00
FERK
o0 L
B RS
E=Edl
AREE 8 ng/mL
50 pL 200 pL 200 pL 200 pL 200 pL 200 uL 200 pL
BEm EER EEE BER BER BErR EER
450 pL 400 pl| 400 uL 400 pL 400 pL 400 pl 400 pl
TR
ogimL 800 267 88.9 29.6 9.88 3.29 1.10

(D) €t F UEAHiH
FEBK 100 u L ZIMZHEM L (C) T 100 f5SHMLTF S,
(E) VIR T F—EFBTALVLT I TEY VIER
(C) #RMHT 100 fFIARLTTF S,
(1) P (10x)
(1) Tl (10x) ZEE LI N EK EEAK) TLRBRCHRLTTFE v,
Bl :100mL @ (1) $E&iE (10x) + 900mL DOFEHEAK GEREAK) (96 7 = VT EMHHT 554

9. ML

PEEHREZ IR BRTCRICTET A REZW L o THEL TTF S v,

1) 52 COMBLAPEHRE ST o VI L,y 40%E (@) LET. T0H, X=N—FF ViDL TTL—}
BHEiZL, BMMEDIFLENICL Ty 2 VIR 722 B 9,

(2) e E Y o VIS KRB ORI 2 100 ul 320 L E 9

(3) MefklsE ™ = WITHARZE 100 uL 325 L E 5

4) ~47ua7L—MREIBREEFHOTEE (x@) LET,

G) TL—=bry—nEIEY (%x@), Fid (20C~25C) T2RHE®EL T,

(6) RIS Tt BB & 35 T2 &7 = VIZiliZz LA Mk (x@) LET. TOBRR—N—=FF VR LD LETT L —
FEMEIZL, BLMPEDIFALIHIICLTY o M-S 22 MY B & 3,

(7) BT = VICHBE L2 F F U RBEPURERZ 100uL ¥2o0E L E T, v4 707 b — MRE IR EEZHVTHEE(®)
LEd,

Q) L=t y—=nEEEY (@), Fi (20C~25C) T2 HMEEL I,

(9) RIS T . BOBEEIE TSR E &Y < VICHi7z L 4 Mgk (x@) LET. 20K R—=1—FF VLD LTTL—
FEBFEIZL, BLMEDITFLEHICLTY 2 VIS EY R E £,
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(10) By = VICABL 2R~V A F I F—VRESAMNL TN TEY VEREY I00ul $O0FELET, ¥4 707 L — MEED
WmaEEEHCCHEE (x@) LET,

(11) 7L—=br =%l (x®), Fill (20C~25C) T30 7MEEL T,

(12) FUSH#T . O 2 3Tz 47 = VIZiz L4 Bk (@) LET. TOH R=NX—=FF VRO LTS L —
F2#iSiZl, BAMEDIFLEHICLTY o VK22 ) & 9,

(13) &% = VI TMB % 100 ul ¥ ELE T, v4 270 7L — MEEI SR EZHVTEE (x@) LET,

(14) 7V —=br = Z&Mb (@), Hill (20T~ 25C) T20 75 MEEL T3,

(15) %7 = MIZUME IR Z 100 uL 240 E L, Bz FEEL T3,

(16) #4: (%x@) . WHII<A 707 L — MGG T 450nm (Bl E 620nm) TOWSEEZMEL 4, BlEER
600nm ~ 650nm DOFEPHCTHHTE 3,

(@), (@), (%x@) &, 13 WETFMEMELF =y 7V A M2 ITBHT S0,

10. 3F5&

(1) W2 ER L E 3. X 2 EEmiRE (pg/mL). Y MZBOLEOMEMR S 7 7 ZER L TFE v,

(2) B L. (HR) BAROUSEEIC IS T 2 (pg/mL) % atAID 9 FEAIl-o 72 B IMRAR TR % 2 Ule (i
ELET,

F BRAROUOCE DR BRWOCE X O A7 (C) BRI TR LA ICHRE L FERNE 2 L TF 3w,

® I G, 3REERF 134 F 7213585 Ay —Ofifix BEOHRL T,

1.00

0.10

Abs.(450-620)nm AdBlank

0.01

1 10 100 1000
Human VEGF (pg/ml)

IL¥xYTL—Yav

AFy Mo THESNZZMEMIZ, TERAIERIKE s TFy RN ORKICED SN HERBZRE L 5 2 & T NIBSC/
WHO #Z# 5, VEGF165 (Code : 02/286) #IL#EIZ L2 =y MBEEICHRET LI ENTEET,

NIBSC/WHO (02/286) .= b (U/mL) = EAK X AKF v MUEM (pg/mL)

FPERBIIRN Ty PTEXEBTAYLAERDH D EITOT, Boy PTLICED SN ERBEZHELTHrLRIELT
Tawy,

12. P9 TN a—F 4 v 7E Q&A
CFRTOY 2 VTORIBH GV
FERELTEZONBZ L

1) BRSO ANEN,

2) FZBE Y 5 RSB RO ANEN.

3) FEt B A SRIE IR OB Y & 2 e AR RAN R,
4) B IHEHR OFR Ao

5 ¥ v MEEFIREOEE GG L7HES).

6) 7L — DR 7% PEio

7) TMB B DO > 726

- B/MEHRE RS (1.10pg/mL) ® ODEX ) 75 > 7 ODfdsEm<L % 5
FRELTEZONLZ L

VR DAY, RNEETH -7
BB (CV) BREW

FEHRELCTEZONLZ L
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1)
2)
3)

%Y%ﬁ§$i@¥l\ Z:%éi\f}) D f:o
FEAE SR B BT . MIRDBIEDAT T TH o 72 (BHEMAROBIRIZTTITo TF EW),
YRy 74 ¥ TBIEN—E T h o 72,

cQl:Fy MINELTHHATEZIENTEETHR?

Al:TEFIT, BHLAZVWT L= R Yy Ty — 3y 2R L, BEEICEE LT X v,
Q2 L= EMYM LS 2 VOFIHRIFEDSA> TWELATLADHED ) A ?
A2 DY) THA TOF Y NITHRETL -4 TLBhoTED T3,

13. W TSR L F 2 v 7Y A b
P HERFHIE 2 —5t U ORIRSME, B, Wik 2 MR e E 2 T o T S v
L7V — b SREEHZ AR (200~ 25C) IJRLTFE v, HimfbiZid 2 BHALZE T,
LI oA - il S 7 RK T 10 F5ICARL TF S v
(IR o/R (F)
(B) b b VEGF EE#e RS RK 2 [HEHE S ER OB W T ISR e N2 i L. B 5 (8ng/mL) %
B LTIV, Z2o®RERLENF Yy M (C) HEETHEL TF S v,
* WAL R AN -V XD TEEREREORBIZOWT] 2L TF 3V, By M X RRKZRMT 2B RR 5720,

il

V3ay b TEICTHERE T S v,

i=E (pg/mL) 800 267 88.9 29.6 9.88 3.29 1.10 0

400 400 400 400 400

;}ﬁq BRAEFR(IL) 200* 200*}/’ 200*}/’ 200*}/’ 200* 200 —

BER(L) 450 400 400

O EDEREDRERR

FEAEE S
O YUkREMILT L — b
0 Ik 4l (REREREE. 5B ISKRORIEE) *D
O Bk E 7 3R 100 uL
O L #FE. =il (20C~25C). 2KEMIBOG, s IOLIO)
[}(D)Ei%>%ﬁﬁ¢®ﬁﬁo%@$f@%%\%ﬂ%tt(C)%@@fﬂW%KﬁﬁLfTéwo
B O ENLHE — BUSHICAT ) o
O] 4 sk 4 W (BEEHRRR 21, BB ICRORIEE) * D
O ¥4 F UiEEPRER 100 uL
1 L ## =il 20C~25C). 2BERMBUG. #hE *@%®
E}(E)Nwﬁ#vi~ﬁﬁﬁxbv#b769yﬁﬁ®%ﬁo%ﬁmbt(C)%@ﬁ@um%K%ﬁLfTéwo
RO T EIEE Z FUSHIZAT) o
1 ok 4m (EEHRER L, 05 ISKRORIEMT) *(D
L XA FTF—EREA ML T T EY VHR 100 4L
O L ##. =il (20C~25C). 30 e, #E IOEIO)
O] gk 4 m (BRERBRE B, 15 IS5 til:) *D
. TD{{B ‘zﬁﬁg TMB LS h TV 5 2 & &R 100 4L
STEMR. BREICX ) FEICEA
O L ##E. =il (20C~25C). 20 5 He. #HE *Q%0®
O ﬁ@%&& PREEPEICD 2 IR 100 4L
SER. RIS ) EBmIcER
O L ##E (EHICHEE) *(2)

]

HHICWOEENE (FEPE 450nm. El9% 5 620nm : 600nm ~ 650nm)
AR 7L — MEROFENEEZ Yy 2V LT

(x @) PHEIFIHEIZ 7 = VIZGHER. TFOOLDOLETIOMIZER IR BEREL £3. 4 BEERGERR, <X—/S—FF+ )L

PRV =M 2@ S LTI S 2 2l RE L 9. IFHRRROBRISER L TROBHZELIZMEL X
Fo VR E ¥Ry P TIRINT 2BOWEHRIE 300l /72 VT, J—, /MEERRRE (1.10pg/mL) @ OD
X0 757 ODEDEL A ERHRITED 12 LT, XVAFIF—EfHGA LT M T EY VIR E G
BOVF P4 W2 [ Uit T5 B~ 6 MIZHP LTTF S, 7L — MK IMHONE DT H % 5mL /75~
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256mL 53 (V ANVOFICE DV ELED ) T, F—SEOWROWEHOAR Y 2 VO T2 & IITHEBELTFE VW,
(%@) 3o H4%3 600rpm ~ 1200rpm-10 &R, 3 [Hl.
(@) BWHRTHTL— P —VEIDHELTT SV,
T — by —VIIMRHEREZHI LT, WEmTEZ 7L — ML T T IS v, —EfH L7 — by —VidHE
HLZWTT 2w,

J—2 33—k (f)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A Std. 800pg/mL Befk 1 Btk 9 Wtk 17 Btk 25 Btk 33
B Std. 267pg/mL Hefk 2 Btk 10 Btk 18 Hetk 26 Btk 34
C Std. 88.9pg/mL Btk 3 Btk 11 WAk 19 etk 27 Btk 35
D Std. 29.6pg/mL Btk 4 Btk 12 Btk 20 etk 28 Btk 36
E Std. 9.88pg/mL ) Btk 13 Btk 21 Hefk 29 Btk 37
F Std. 3.29pg/mL Btk 6 Btk 14 Btk 22 Hefk 30 etk 38
G Std. 1.10pg/mL BRAk 7 Btk 15 Btk 23 Hefk 31 Bk 39
H 0 (Blank) Bfk 8 Bk 16 Btk 24 Hefk 32 Bk 40
T—=2¥—F

14. ¥ v D47 & BERTIVIER
Fv MI2C~1W0CTHRAELTF SV (BEFREES) . MHBIROME7-REIIFH L 2T TS v, B L-EREIIOEXFL
TiE, RERRBICL D BEZZT 2 TRENH ) FTOTROOTHHZHEIRL 7,

[ 5E 441

G

(i sE ) [z H]
[z 7] (IR

(%]
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(55 44]
[f1yt=a— F]
[BeEFE]
(]
[T RR ]
(%]

L ¥ 2™ Human VEGF ELISA Kit
294-87901

LBIS™ Human VEGF ELISA Kit
2C~ 10CHAF

I XOVIZEL#E

96 [nl i

WERFT
ST 7MVLA M HEERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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