FUJIFILM

Code No. 296-83201

Mature BDNF ELISA Kit Wako

[1. Introduction]

Brain-derived neurotrophic factor (BDNF) is a member of NGF family of
neurotrophic factors. It is known that BDNF is involved in neurogenesis and
synaptogenesis. Therefore BDNF is expected as biomarker for diseases of
nervous system. BDNF also has relation to heart failure and heart disease. As
above, BDNF is a subject of study in various researches.

BDNF has precursor termed proBDNF, which is converted to mature BDNF
(mBDNF) through the proteolytic removal of the N-terminal fragment by
specific protease. It is reported that there are different functions between
mBDNF and proBDNF.

Mature BDNF ELISA Kit Wako can specifically detect mBDNF.

[2. Performance]

Principle of the assay Sandwich method
Standard curve range 4.1 ~ 1,000 pg/mL
Specificity™ Mature BDNF

Sample Serum, Plasma (Human)
Sample volume 10uL

Assay time 4 hours

Detection method Colorimetric method

*] This kit has approximately 10% cross-reactivity to recombinant human
proBDNF.

[3. Material supplied]

Components State Volume or quantity
. . 1 plate
(A) Antibody-coated Plate Use after washing 06 wells (8x12)
(B) Mature BDNF Standard Use after reconstitution 1 vial
(C) Buffer Ready-to-use 60 mL/1 vial
(D) Biotin-conjugated Antibody Concentrated .
Solution Use after dilution 100 4L/1 vial
(E) Peroxidase-conjugated Concentrated .
Streptavidin Solution Use after dilution 100 #L/1 vial
(F) TMB Solution Ready-to-use 6 mL/1 vial
(G) Stop Solution Ready-to-use 6 mL/1 vial
(H) Wash Solution (10 x) Concentrated 100 mL/1 vial
Use after dilution
(I) Plate Seal Ready-to-use 4 sheets

[4. Measurement Principle]

The microplate is coated with anti mature BDNF monoclonal antibody. In
each well, the standard solution or sample and biotin-conjugated anti BDNF
polyclonal antibody are incubated to proceed with the antigen-antibody reaction.
Furthermore, peroxidase-conjugated streptavidin is added to proceed with
the biotin-streptavidin binding. Finally, peroxidase activity in each well is
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measured to determine mature BDNF in the sample.

[5. Equipment or Materials Required but not Supplied]

[] Purified water (distilled water)

[] Test tube for dilution of a standard solution and samples

(] Glass utensils for dilution of Wash Solution (e.g. graduated cylinders and
beakers)

[] Pipettes with disposable tips (one capable of pipetting 50 uL of liquid accu-
rately and one capable of pipetting 100 to 1,000 #L)

[ ] Dispenser capable of dispensing

[] Water-absorbable material such as paper towel (to remove liquid remaining
on a plate after washing)

[JMixer (Vortex type)

[] Shaker for 96-well plate (approximately 600 to 1,200 rpm)

[] Automatic washer for 96-well plate (If available) or washing bottle

[] Microplate reader capable of measuring at 450 = 10 nm, with the correction
wavelength set at 600-650 nm

[l Software for data analysis

[6. Reagent Preparation]

Bring the reagents to room temperature prior to use. Reagents described as
“Use after dilution” and “Use after reconstitution” in [3. Material Supplied]
shall be prepared as follows. Prepare only as much reagent as needed on the
day of the experiment.

6.1 Standard Solution

Reconstitute the standard with volume of purified water™ described in a
separate sheet (standard stock solution 10 ng/mL), and then mix with Buffer
to prepare standard solutions as shown below.

*2 Because the volume of purified water to be added differs depending on the
lot, see the specified volume in the separate sheet.

Concentration of the
standard solution Volume of the preceding standard solution | Buffer
(pg/mL)
1000 Stock Solution (10 ng/mL) : 30 uL 270 uL
400 Standard Solution at 1000 pg/mL : 100 L | 150 uL
160 Standard Solution at 400 pg/mL : 100 uL 150 uL
64 Standard Solution at 160 pg/mL : 100 uL 150 uL
25.6 Standard Solution at 64.0 pg/mL : 100 uL 150 uL
10.2 Standard Solution at 25.6 pg/mL : 100 uL 150 uL
4.1 Standard Solution at 10.2 pg/mL : 100 uL 150 uL
0 150 uL

6.2 Biotin-conjugated Antibody Solution
Biotin-conjugated Antibody Solution is diluted 100-fold with Buffer.

6.3 Peroxidase-conjugated Streptavidin Solution
Peroxidase-conjugated Streptavidin Solution is diluted 100-fold with Buffer.

6.4 Wash Solution (1X)
Wash Solution (10 %) is diluted 10-fold with purified water (distilled water).
(e.g.) When solution for 96-well reaction is prepared
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Add 100mL of Wash Solution (10x) to 900 mL of purified water (distilled
water) to prepare 1,000 mL of Wash Solution (1x).

[7. Stability and Storage Method of Each Reagent]

(A) Antibody-coated Plate

Unused antibody-immobilized strips (kept refrigerated and sealed) should be
returned into the zip-seal bag provided in the kit and stored at 2-10C. These
are stable until the expiration date.

(B) Mature BDNF Standard

Reconstituted standard solution, which is standard stock solution 10 ng/mL
should be stored at 2-10C and should be used up within 2 weeks. Discard the
remaining diluted standard solution after use.

(C) Buffer

If a part of Buffer is used, transfer the volume slightly greater than needed to
another container, immediately close cap lid tightly without bringing the
remaining Buffer to room temperature, and store at 2-10C. It is stable until
the expiration date.

(D) Biotin-conjugated Antibody Solution

If the kit is divided for multiple assays, prepare these solutions by dilution
just after taking out of the refrigerator, immediately close the cap tightly
without bringing the remained stock solution to room temperature, and store
at 2-10C . It is stable until the expiration date. Discard the remaining diluted
standard solution after use.

(E) Peroxidase-conjugated Streptavidin Solution

If the kit is divided for multiple assays, prepare these solutions by dilution
just after taking out of the refrigerator, immediately close the cap tightly
without bringing the remained stock solution to room temperature, and store
at 2-10C. It is stable until the expiration date. Discard the remaining diluted
standard solution after use.

(F) TMB Solution

If a part of TMB solution is used, transfer the volume slightly greater than
needed to another container, immediately close the lid tightly without bringing
the remaining TMB solution to room temperature, and store at 2-10C. It is
stable until the expiration date.

(G) Stop Solution

Just after get the Stop Solution out of the refrigerator, dispense the required
volume of the solution. The remained solution should be stored at 2-10C with
the cap tightened. It is stable until the expiration date.

(H) Wash Solution (10 x)

Store the Wash Solution (10%) with the cap tightly closed at 2-10C if appli-
cable. It is stable until the expiration date. Discard the remaining diluted washing
solution.

[8. Sample Preparation]
Serum : Dilute 20 to 100-fold with Buffer.
Plasma (EDTA) : Dilute 10 to 50 fold with Buffer.
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[9. Assay Procedure]

1. Discard the solution filled the Antibody-coated Plate with. Then wash 4
times with Wash Solution (1% ). Invert the plate and gently blot it against
clean paper towels.

2. Add 50 uL of diluted standard solution to each well.

3. Add 50 uL of diluted sample to each well.

4. Agitate the plate on a microplate shaker.

5. Cover with a Plate Seal. Incubate for 2 hours at room temperature (20-
25C).

6. Discard the solution and wash 4 times with Wash Solution (1x). Invert
the plate and gently blot it against clean paper towels.

7. Add 50 uL of Biotin-conjugated Antibody Solution to each well.

8. Cover with a new Plate Seal. Incubate for 1 hour at room temperature
(20-25T).

9. Repeat the wash as in step 6.

10. Add 50 uL of Peroxidase-conjugated Streptavidin Solution to each well.
Then shake using microplate shaker.

11. Cover with a new Plate Seal. Incubate for 30 minutes at room temperature
(20-25C) .

12. Repeat the wash as in step 6.

13. Add 50 uL of TMB Solution to each well. Then shake using microplate
shaker.

14. Cover with a new Plate Seal. Incubate for 30 minutes at room temperature
(20-25C).

15. Add 50 uL of Stop Solution to each well.

16. Measure the absorbance at 450 nm and 620 nm as reference wavelength
(600-650 nm)* using a microplate reader after stirring microplate with
microplate shaker.

43 The range of 600-650 nm can be used as reference wavelength.

[10. Calculation of Results]

Prepare a standard curve by plotting the absorbance readings (Y-axis)

against values of standard concentration (X-axis). Determine the unknown

sample concentration from the Standard Curve® and multiply the value by

the dilution factor.

#4 The use of a 3rd order regression curve for log-log plot or 4 or 5 parameters
method for log normal plot in computer calculation is recommended.

Sample values obtained with this kit could be converted to the NIBSC/WHO

BDNF ; WHO Reference Reagent Brain-derived neurotrophic factor (BDNF)

code 96/534 Units, use multiplier coefficient™ described in the separate sheet.

*#5 Multiplier coefficient differs depending on the lot, see the specified value in
the separate sheet.
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[11. Typical Data)
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¥If absorbance of highest standard concentration (1,000 pg/mL) is more
than 3.0, the standard curves should be created except for the absorbance.

[12. Precautions]

- 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.

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

- Do not use reagents with different lot numbers together.

- TMB Solution is slightly yellow and clear liquid. Protect from light.

- It is recommended to store the sample frozen at -35C or lower if long-term
storage is intended. Avoid repeated freezing and thawing. Thaw the frozen
sample just before assay and thoroughly agitate. Prepare the sample before
use.

+ Do not use a sample with hemolysis or containing high lipid.

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

- If presence of interfering substances is suspected for the sample, dilute the
concerned one at multiple dilution ratios to check the dilution linearity.
Dilute the prepared sample with the Buffer.

- When allowing the plate to stand in each step, always affix a plate sealer to
protect the wells from drying, contamination with foreign matters, uneven
temperature, and evaporation of a dispensed reagent.

+ ELISA can be affected by assay environment. Ensure that room temperature
at places for assay operation and incubation is strictly controlled at 20T to
25C (on a bench or in an incubator). Avoid performing assay under air flow
(including air flow from an air-conditioning equipment) or in a low-humidity
environment.

[13. Assay Procedure Summary]

[] Bring the plate and reagents to room temperature (20-25C) before use.

(] Dilution of Wash Solution (10x) : Dilute Wash Solution (10x) 10-folds with
purified water.
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[] Dilution of the standard solution: Reconstitute it with volume of purified
water described in a separate sheet (standard stock solution 10 ng/mL),
prepare the standard solutions by mixing with the Buffer to prepare as
shown in a table below.

Concentration (pg/mL) 1000 400 160 64.0 25.6 10.2 4.10 0

Standard Solution (L) 350 30 100 00* 700" 1007 100" 100 B
Diluent Buffer (L) oo 70 150 Y 150 ¥ 150 Y s ¥ 180 150 150

Example of dilution

* : Standard solution at a 1-step higher concentration

[] Antibody-coated Plate

[] | Washing 4 times (%)

[} Sample or standard solution 50 uL/well
[] | Agitate (%) and incubate at room temperature (20-25C) for 2 hour (*®))
[] * Preparation of biotin-conjugated antibody solution (dilute 100- folds with

Buffer)
[] | Washing 4 times (@)
[] Biotin-conjugated antibody solution 50 uL/well
[] | Agitate (%®) and incubate at room temperature (20-25C) for 30 minutes
(*®)

[] *Preparation of peroxidase-conjugated streptavidin solution (dilute 100-
folds with Buffer)
[] | Washing 4 times (%)

[[] Peroxidase-conjugated streptavidin solution 50 ul./well

[] | Agitate (*®) and incubate at room temperature (20-25C) for 30 minutes
(%®)

[J | Washing 4 times (%)

[] TMB Solution 50 uL/well

[] | Agitate (*®) and incubate at room temperature (20-25C) for 30 minutes
(%®)

[] Stop Solution 50 uL/well

O | Agitate (%@)
[] Measure absorbance at 450 nm (Reference wavelength 620 nm : 600 ~
650 nm)

(% @) In each washing operation, dispense the wash solution (1x) into wells,
gently agitate the filled plate on the palm for about 10 seconds, and
then empty the wells. After washing the wells 4 times consecutively,
reverse the plate, and tap it against paper towel to remove the washing
solution completely. After removal of the washing solution, immediately
dispense the next solution with care not to dry the wells. Use of a pipet
set at the liquid volume of 300 uL may be appropriate for dispensing
the washing solution into each well.

(*%(@) Three repeats of agitation at 600 to 1,200 rpm for 10 seconds may be
appropriate.

(%®) After agitation, cover with a plate sealer. Remove the liner from the
plate sealer, and apply its adhesive side to the plate for affixation. Do
not re-use any plate sealer.

[Storage] Store at 2-10T
[Expiration date] Indicated on the label
[Package] For 96 assays
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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://www.wako-chem.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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31— K No. 296-83201

Mature BDNF ELISA ¥y 73—

[1. 13 L®Iic)

Brain-derived neurotrophic factor (BDNF) (Zf#E52E KN T- 0 —D T, MR 584 -
MHRAREEH - 2 T AR EICHG L. IMNCTEZEREE 2 2 & 2%
ENTVET, ZOTeNn5, 920z Lo s LKA~ —r -4 5%
CEMMFEINTVET, FAMREEORL ST, OAEREDLERRE
WCHBET L2 e MEEINTB Y., RAVASHTHED Y =7y M ekhoT

WET,

BDNF (2 IEHiBRIK T3 % proBDNF 254£7E L. proBDNF i3 7ut ¥ v 7 %%
1% Z & T Mature BDNF (mBDNF) &7 ) 9, proBDNF & mBDNF (52
LAER AT A ENMESNTET, A% v M mBDNF % fF R

3% ELISA ¥ v F T3,

[2. % v bEhE]

2 S B RA Tk

T s A i PR 4.1 ~ 1,000pg/mL

e g ! Mature BDNF

52 1 Gk i, M4 (e b)

VB AR 10 uL

10 5 IR [ 4 WERE

e Ei
1 Y a>¥F > b human proBDNF 125 L TH 10% OZZZEMEARH Y 3,

[3. & v FINE]

R RE A =

(A) Antibody-coated Plate/ e 40 17LV—F

PUEEAET L — b BRI | g6 ells (8x12)
(B) Mature BDNF Standard/ e

Mature BDNF 2 f B 1%
(C) Buffer/ #Efi ZoF T 60mL/1 A4
(D) Biotin-conjugated Antibody Solution/ P "
(E) Peroxidase-conjugated Streptavidin

Solution/ XNV A F ¥ F—EHEEA L | AR 100 uL/1 &

L7 T EY VTR
(F) TMB Solution/TMB ¥ FOFE FMH 6mL/1 A&
(G) Stop Solution/ Bt s 1k i ZOFE FMH 6mL/1 A&
(H) Wash Solution (10 %)/ ##i (10x) | ABiEMAH 100mL/1 A&
(I) Plate Seal/ 7L — b ¥ — b ZoF FMA 4%

(4. 5 J5iE)

ME T L — b OHIZIEHE Mature BDNF €/ 7 0 —F VHUAD AL E hTw
T, TOYIIVIEHRFER T 2 I3MARE. €4 F VRGP BDNE R 71—
FUPiEE ANTHGER TS, EHIERVFF ISV —EHEGAINL T T Y
VIVEEEEET, BT INVHORLVFF TV F—BiEREZNET S5 &
W2X b, Mfkdo Mature BDNF D2 R 5 Z L3 TE T T,
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[5. B ELHREE L OHiH]

OO B GERK)

O e/ MR F 2 —7
OEEAHA Y T AgH (AAY) v F— - ¥—h—)

OF vy 7B E Ry b (W TF v 7 T50ul 3 & 08100 ~ 1,000 «L % 1F
TEICHRILTE 55 0)

[k mEE Xy b

(=8 — & F L& (BRBHRICT L — MBS 22 ) KB )
(&% (Vortex ¥ 4 /)

O7L—bMRE D% (8600 ~ 1,200rpm)

7L — MBS (BT E L) F 7213005 K
[(07L—FY—%— (450 = 10nm/600 ~ 650nm)
OF—%&l5Hv 7 b7

(6. BAFEIOIBRE]

F v bORBEIMEHBNCL TR0 (20 ~25C) WKRLTFIWw (2 RHAEAH
TTT)o [3.Fv PAK] Tl2oF MM LdHLALEIRIMLBEZOE
ORETHHTE L. MR [FREMEH] LH2 01220 Tk
TROEHTHBLTF S v WEICLELDLETHEZHELTTE Vv,

6.1 BEHE 7 o AR Y .

T S BIARER IR O Fg e ORBUK 2 N 2 R L, B S5 (10ng/mL)

EHEL TSV, ZoBBRLENF Yy MR OREHE CTHELCT S

Wy,

2 Oy MIXDBEKREZRNT AEPEZD T30 T, JIHICEROIRE
HEIHERAT S, Titld—#lTtd,

= (pg/mL) B O it L
1000 e S JEG © 30 uL 270 uL

400 1000pg/mL ¥ - 100 uL 150 uL

160 400pg/mL ¥ - 100 uL 150 uL

64 160pg/mL ¥ : 100 uL 150 uL

25.6 64.0pg/mL ¥ : 100 uL 150 uL

10.2 25.6pg/mL & - 100 uL 150 uL

4.10 10.2pg/mL ¥ - 100 uL 150 uL

0.00 - 150 uL

62 ¥4 F VG HURETR
TR T 100 FFICAL TF S v,

63 NVAF VI —BREALIL T TEY VB
R T 100 BAICAH L TR 2 v,

6.4 i (10x)

FBOK (AR TLORCAMLTHAILTF S v,

B 1 100mL OFHH (10x) + 900mL DOFFHAK (FHA) (96 7 T4 TEAE
5 2554)

(7. B Rseth & e 1i i)

(A) PUkREHL7 L — b

R EHIRREZ R o 72RETY =V 2HB LT w) JUREMER Y v
TREARD Yy Ty —= 8y ZITRL, Z0OFE 2~ 10CTRIELTF S
AHRRNIZZETT .
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(B) Mature BDNF & #k
T 7R R (10ng/mL) 122 ~ 10C CIRAE L. 2N LT
T&w, AL -SEEERITE B I L, EE L2V T TR,

(C) #&ihsiK

—HOBER M T 2L ERL VD LLOORZHOEHICRL, D
KRS, BHICHEZ Loh VD, 2~ 10CTRIEL TT E e AR
IRANZZETT .

(D) ¥ F U HaPEiR

Fv b EGELCHEAT 2B AHUR @R L D E) B LARBRL, 5%
DFERTERIIKE T, BWHIZFEZ Lop) D, 2~10CTRAELTL
e ARIHRNIZLE TS . MHKRD OFRFHBIIBEFILTT S\,

(E) "VAF T F—EREEGANL T MTEY VBT

Fo b ESELUCHEHT S BIEAHECHRE X DI B LA L, 5%y
DFEHIZHIRITE ST, BEHICELZ LoD EHD, 2~ 10CTHREFELTL
S, HRIRAIZLE T . KR OFRFABITBEFE L TF S Vv,

(F) TMB ¥
—HOBEREMHT 2L ERL VD LLEOORZHOEHICRL, R id
KRS, BHICHEZ Loh VD, 2~ 10CTRIELTT E e AR
IRANZZETT .

(G) Bt 1k
KD ZRAFT 2 EG1E, FE2 Lohh Lo, 2~ 10CTRIFLTL LS
Vo HRIHIRNIZZE T,

(H) #esie (10%)
i (10x) 2T 29613, FE2Lonh LMD, 2~10CTHRIFL T
T HRRMNIZLETT . KD ORRFEAIEFHUIFERE L TTF S0,

(8. BB ;K]
Mg+ > 7 v Dy M OMRERE T 20 ~ 100 AR LHE L TF S v,
HEEEDTA) > 7V 2 %y MEN OFAHET 10 ~ 50 AR LMWEL TF S

[9. s i)

1. 7L — MEERZBREL, 00 LB L REHREZ &Y o VIZiZ L.
4HBELET. TOHB, X=X —=FF NGO ETTL— bR EITL,
BMMESIF LI LTI NVICHES WA X 3,

2. B S AE 7 TOVAIC KU ORI A S0 ul TOMEL 3,

3 WRARIIE 7 TV IR ARG L 72k % 50 uL 3720 L 97,

434707 —MREI R EEZHCTHEELE T,

5. 7V —F¥—&REEY, FHiR (20 ~25C) T2MEMEHELE I,

6. IUBHE T . UBEZ T &y iz L, 4 gL ES. €
D, R=IS=FF N D ETT L= 2H XL, BLPEDITA X
LTINS -l E Y B & 3,

7. % TV F UG PURETRE S0ul 3oL ET, vM7u L —
MEE S B EE2HOTHRELE T,

8 7L —r¥—naiEY, FiR (20 ~25C) TI1HRMEELE I,

9. JUBHKRT#H., A7 v 76 DWRGEIEEZITVET,

10 H#7 VIRV A F T F—EREA L7 T EY ViEf % 50ul 5245
HELET. A 2707 L= MEEIBRZEZHOTHEELE T,

1. 7V =¥ =&Y, Filh (20 ~25C) T30 7 MFEL 3.

12. KB T, AT v 76 OWEEEEITVE T,

13. &7 I TMB &% 50 uL $O0ELE T, v A 70 7L — MEEI%H
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GERHWTHRIELET,

4. 7=t y— &My, Rii (20 ~25C) T305MAHEL £

15. &7 TSSO E IR Z 50 L $700E L, sz F L7,

16. ftfrte~ 4 7 0 7 L — PG EERN T 450nm (R 620nm) ToOWE
e E L E§ . w600 ~ 650nm O#EPHCTHHTE 7

[10. 3F5R5 %]

X il & AR M AR S (pg/mL). Y il 2 OB oBREME/ER L 3, HER
X0 FFBAAROWSLEII IS T 53 (pg/mL) ZiAMD £, HA-
TR TR IR 2 U CllE & LT,

22— V7 N TOEBUICIE, 3KEHEN, 4 T35 /55 A— 5 —
D ZBEDHL T,

¥y MCLo THORAMERE. % v MR O RROBSTRET %

2T % Z & T NIBSC/WHO £2# i BDNF (Code : 96/534) & 2:#EIZ L7z = v

MBEEIBSIT B C L BTEE T

5 3 BSTRBUS A T v b S BB 2B A S Y 0T, BTy b S
BT b N BRI R Lo SR L TF S 1,

(1L Beiii (B0)]

ER ¥R

3.0
2.0 /
1.5

1.0 /
bl

0.0 .gl—"././

1 10 100 1000

0% SEBE (450/620nm)

Mature BDNF (pg/mL)

XWLBEREAS 30 # W2 2 A RMEE BRI L T, 2D R ¥ » F— FoWlsk
e W TEREZER L TF S,

[12. ) EoiEix]

CHEMIEONIARF v MERIEIE TS IRSE, PRENELKE IO TTF &8V,
CREEFE RIS RWTT S, Ry y bR #E- <, B O, BO.
BE R SR IS L7223 3l BICKBEK TR ISRV TF OS2 E % 17
VW, BEGEAEIEMOFLTEZITTIE W,

CARF Y FEFBHL T LA CIIRERCBE 2 L 2 W T T W,
CBRRREREOERMEA D LB DL LTHRSEE L TR F->TFEVAF Y
MBIk OGS E EATHE T,

T U= AT ZNFIZETFORMEBA>TET, TL— =V axfHT
B EZIFE VI IEET S,

By FETOE)RELIBEETTHEDLZRVTT IV,

- TMB BHIEEH T % F Clk#wii B cd, BB TRELTF S v,
- R E RIS T AL, - BCUT COHRBIREZMEIRL I3, B0
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WL O G RIR TR T S v S0 L 72 Befid il 2 9 2 1 A0 Mo L s
B LTIE v, F72, MR E AT 2546 3B L LTTF S v,

VAL L 7o MR m IR E R I E D e W TR B,

<Y RORNEY OB BRI E DS CRABRIEICHV T S v,

- WiEWE OB D LOBRIL. F—BRERICBW T, B 281 2 b
L OFHETAREME L MR L TF SV,

CHKAT Y T TOEBIGKIZIE, YTV omE, BYoRA, BEORD.
SHREOEEEIET 720, LT7TL— b=V EHESTFE W,

- ELISA 3 ile B X 0 iz 20 £ 97, ek, SnE OSSO =i :
20 ~ 25C (BB L F 720134 v F 2 x— I 2HFLTFSw, $72,
JiE (7 av)ild &) 04m/sec Pl b, {EE 30% R OBREE T ToOllE
T T S0,

[13. 05 = Mrh )

O7L— b, REFHZFTHITHR (20~ 25C) THELTF X0,

OIS oA © AL L2 BK T 10 BICH ML TF 3 v,

[ HEHER W O FIR () AL S LA BK 2 IR OB 2= * 2 A B L.
e BE G (10ng/mL) ZFBLCTF v, 20K L 7=/ i < i
LTF &V, MA2HEKOREIINE SBR LN,

* 0y MIEDREUKZ RIS 5 EAR L 5720, JIHICRROIEE 2 J
BT &, TRiE—p#IT7

JREE (pg/mL) 1000 400 160 64.0 25.6 10.2 4.10 0
W REFRBRWD K& 30 100* 100* }/’ 100* }/’ 100* 100* 100 —
Bl $BER (L) 270 150 150 150 150 150 150 150

O L O OB

O] PREAE 7 L — b
O e 4 (@)
(] WK & 72 13 B i 50 uL
O] L (x@), il (20 ~25C), 2 BRI, il (x®3)
O * ¥4 F VA PURER O T
(Al U 72853 T100 ISR LT T & v,)
O e 4m (x@)
O ¥4 F UGk 50 uL
O] L (@), =ik (20~ 25C). 1HERIRE, #HiE (%x®)
(] * VI FIF—LRHEEANLT NTEY VB O
(Bl L 22 B M5 C100 f5 1AL T T & v,)
O] e 4m (%)
ORVFFTF—EREANLT DT EY VB 50 uL
O] L (@), =ik (20~ 25C). 30 RIS, #iE (@)
O] e 4 (%@)

[ TMB ¥l 50 uL
01 Ve (x@), il (20~ 25C), 30 MG, #iE (@)
O O ik 50 uL

O | 8 (%x@)
O] WeerEilg (E9EE 450nm. Bl & 620nm : 600 ~ 650nm)

(x@) PREFARIZPEEHZ ¥ TVICHER. FOOLOETIOBIZEE CIRY
BEFE L E9, 4 HEFEREGRG, R— = F VI T L — M EMEICL
TP & B A L EICBRE L 4. SRIRREROERICERL Tk
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