FUJIFILM

Code No. 290-85801

Mature BDNF ELISA Kit Wako, High Sensitive

1. Introduction

Brain-derived neurotrophic factor (BDNF) is known to mediate
neurogenesis, neuroprotection, synapses formation, and other
biological processes to play key roles in the brain. Therefore,
BDNF is expected to serve as a clinical marker for depression
and other psychological diseases. In addition to nerve-related
diseases, it is reportedly associated with cardiac diseases such
as heart failure, thereby becoming a research target in a broad
range of areas. BDNF has a precursor, proBDNF, which undergoes
processing to convert it to mature BDNF (mBDNF). As such,
proBDNF and mBDNF have been reported to have distinct
mechanisms of action. Mature BDNF ELISA Kit Wako, High
Sensitive is an ELISA kit capable of specifically measuring
mBDNF concentrations in a sample.

With the use of a luminescence detection system, this product
is more sensitive than our other products: approximately 35
times more sensitive compared with our standard product
(code No. 296-83201 Mature BDNF ELISA Kit Wako). In addition,
because it has lower cross-reactivity to proBDNF than conventional
products, specific and highly sensitive measurement of mBDNF
is possible.

2. Performance of the Kit

Range of standard

curve concentrations 0.116-50 pg/mL

Analyte mature BDNF*

Mouse serum, plasma, and brain lysate
Rat serum and plasma
Human serum, plasma, and saliva

Analyte samples

Required volume 13 uL (as diluted 4-fold)

Assay time Approx. 4 hours

Detection method Luminescent detection

* This kit has 1.30% cross-reactivity to recombinant human
proBDNF, and 0.32% cross-reactivity to recombinant mouse
proBDNF.

3. Materials Supplied

Component State Volume

1 plate 96-wells

Antibody-coated Plate (8% 12 wells)

Use after washing

Use after

Mature BDNF Standard L 1 vial
reconstitution

Buffer Ready-to-use 60 mL/1 vial

Biotin-conjugated Use after 1 vial

Antibody reconstitution
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Peroxidase-conjugated

Streptavidin Solution 100 uL/1 vial

Use after dilution

6 mL/1 vial
Ready-to-use 6 mL/1 vial
Wash solution (10 ) Use after dilution | 100 mL/1 vial
Plate Seal Ready-to-use 4 sheets
Manual - 1 book

Luminescent Reagent 1 Ready-to-use

Luminescent Reagent 2

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 measured to determine Mature BDNF in the sample.

5. Equipment or Materials Required but not Supplied

(] Purified water (distilled water)

[] Test tubes for dilution of standard solution and samples

[J Glass utensils for dilution of Wash Solution (e.g. volumetric
cylinders and beakers)

[] Pipettes with disposable tips (one capable of accurately
pipetting 10 4L of liquid, and one capable of accurately
pipetting 200-500 uL of liquid)

[] Continuous dispensing pipettes for 100 uL of liquid

[ Water absorbents such as paper towels (used to remove the
liquid remaining on the washed microplate)

[ Stirrer (vortex type)

[] Microplate shaker (approximately 600 to 800 rpm)

[] Automatic washer (preferred) or washing bottles for 96-
well microplates

[]96-well microplate reader for luminescence detection

[[] Software for data analysis

6. Reagents Preparation

Be sure to return kit reagents to room temperature (20-25C)
before use (approximately 2 hours).

The reagents described as “Ready-to-use” in the 3. Materials
Supplied section shall be used as they are after being returned
to room temperature. For the reagents described as “Use after
reconstitution” or “Use after dilution,” prepare only as much
reagent as needed for measurements as instructed below.

6-1. Standard Solution

Dissolve the Mature BDNF Standard in the specified volume

(see Appendix)*! of purified water added to prepare a standard

stock solution (10.0 ng/mL). Thereafter, prepare standard

solutions at various concentrations by mixing purified water

and the standard stock solution using the kit component buffer,

previously returned to room temperature, as follows :

%1 Since the volume of purified water to be added varies
among different lots, please confirm the volumes specified
in Appendix. The following is an example formulation.
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6-2. Biotin-conjugated Antibody
Dissolve in 100 uL of purified water, and dilute 100-fold with
the Buffer.

6-3. Peroxidase-conjugated Streptavidin Solution
Dilute 100-fold with the Buffer.

6-4. Luminescent Reagent 1 and Luminescent Reagent 2

Mix Luminescent Reagent 1 and Luminescent Reagent 2 in a
1 : 1 ratio (vol./vol.) and stored protected from light 15-30
minutes before use.

e.g., a mixture of Luminescent Reagent 1 (6 mL) and Luminescent
Reagent 2 (6 mL) (when using all 96 wells)

6-5. Wash Solution (10X)

Dilute 10-fold with purified water (distilled water) before use.
e.g.. 100 mL of Wash Solution (10x) + 900 mL of purified water
(distilled water) (when using all 96 wells)

(OThe other reagents are supplied Ready-to-use.

7. Reagent Stability and Storage

7-1. Antibody-coated Plate

Unused antibody-immobilized strips should be returned to the
attached zip seal pack and stored at 2-10C as they are. It is
stable until the expiration date.

7-2. Mature BDNF Standard

Store the prepared standard stock solution (10.0 ng/mL) at
2-10C, and use within 2 weeks. The standard solutions that
have been diluted should be used immediately. Do not store.
While in a freeze-dried state, it is stable until the expiration
date.

7-3. Buffer

When using a portion of the solution, transfer a volume slightly
larger than required to another container, close the lid tightly,
and store the remaining portion at 2-10C (do not return to
room temperature). It is stable until the expiration date.

—3/16 —

Standard solution Volume 7-4. Biotin—clon'j ugate':d Antibody . o '
concentration Volume of standard solution ¢ Buft Store tlo1e Blotln—conjugat.ed Antibody in SOluthI'.l in purified water
(pg/mL) ot buller at 2-10C, and use within 2 weeks. The solution that has been
500.0 stock solution (10.0 ng/mL) : 20 uL 380 uL diluted with the buffer should be used immediately. Do not
store.
500 Standard solution (5é00 bg/mL) - 504L | 450 uL Whille i.n a freeze-dried state, this product is stable until the
182 |Standard solution (500 pg/mL) : 1004L | 1754L expiration date
6.61 Standard solution (182 pg/mL) :100uL | 175uL 7-5. Peroxidase-conjugated Streptavidin Solution
240 Standard solution (661 pg/mL) :100xL | 175 uL When using the kit in several divided portions, take out the
0874 Standard solution (240 pg/mL) : 100 uL | 175 uL solution from the refrigerator, dilute, immediately close the lid
0318 Standard solution (0.874 pg/mL) : 100 L | 175 4L tightly, and store the remaining stgck solutiog at 2-10C (d.o not
0116 Standard solution (0318 pg/mL) : 100 4L | 175 4L return to room temperature). This product is stable until the
expiration date. Discard the unused portions of diluted
0 (Blank) - 175 uL solutions.

7-6. Luminescent Reagent 1 and Luminescent Reagent 2

When using the kit in several divided portions, take out the
solution from the refrigerator, prepare, immediately close the
lid tightly, and store the remaining stock solution at 2-10C (do
not return to room temperature). This product is stable until
the expiration date.

7-7. Wash Solution (10 x)

When storing the Wash Solution (10x), close the lid tightly,
and store at 2-10C. This product is stable until the expiration
date. Discard the unused portions of diluted Wash Solutions.

8. Method of Sample Preparation

After diluting the sample with Buffer, allow to stand at
room temperature for 15 minutes before measurement. It is
recommended that you optimize the dilution ratio to fall within
the range of standard curve concentrations.

Sample Dilution ratio
Mouse plasma and serum 4-fold
Mouse brain lysate
Lysis buffer : I%IPA buffer + Protease inhibitor 2-320-fold
Rat plasma 30-fold
Rat serum 50-fold
Human plasma 10-80-fold
Human serum 10-800-fold
Human saliva 2-8-fold

9. Assay Procedures

(1) Remove the microplate protectant liquid, fill each well
with a previously prepared Wash Solution, and wash four
4 times (*(). Thereafter, invert the microplate on a paper
towel or the like, and remove the liquid remaining in the
wells by gentle tapping.

(2) Dispense 50 L of the standard solution at each concentration
to each well for standard measurement.

(3) Dispense 50 uL of the sample, previously diluted with Buffer
in the optimum ratio, to each sample measurement well.

(4) Stir using a microplate shaker or the like (*@).

(5) Apply a Plate Seal (*®), and allow the microplate to stand
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at room temperature (20-25C) for 2 hours.

(6) After completion of the reaction, discard the reaction
liquid, fill each well with Wash Solution, and wash four 4
times (*).

Thereafter, invert the microplate on a paper towel or the

like, and remove the liquid remaining in the wells by gentle

tapping.

(7) Dispense 50 uL of Biotin-conjugated Antibody Solution to
each well.

Stir using a microplate shaker or the like (*@).

(8) Apply a new Plate Seal (*®), and allow to stand at room
temperature (20-25C) for 1 hour.

(9) After completion of the reaction, perform the washing
procedure described in (6).

(10) Dispense 50 uL of Peroxidase-conjugated Streptavidin
Solution to each well.

Stir using a microplate shaker or the like (*@).

(11) Apply a Plate Seal (*®), and allow the microplate to
stand at room temperature (20-25C) for 30 minutes.

(12) After completion of the reaction, perform the washing
procedure described in (6).

(13) Dispense 50 uL of prepared luminescent reagent mixture
to each well.

Stir for 1 minute using a microplate shaker.

(14) After stirring, determine luminescence intensity using a
96-well microplate reader for luminescence detection. It is
recommended that measurements be taken over a period
of 10 to 20 minutes after addition of luminescent reagent.

(15) Generate a standard curve with the standard solution
concentration (pg/mL) plotted on the X-axis, and lumi-
nescence intensity on the Y-axis. Read the concentration
(pg/mL) corresponding to the luminescence intensity of
the diluted sample. Multiply the concentration reading by
the sample dilution ratio (e.g., 4-fold for mouse plasma and
serum), and use the product as the assay value.

*In computing using computer software, it is recommend-
ed to use a tertiary polynomial expression or four or five
parameters.

For (*@), (*®@), and (*®), refer to the measurement procedure

outline.
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10. Standard Curve (Example)
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11. Precautions

1

2.

. This kit should be used under the guidance of a person who

has been trained in ELISA techniques or a trainer.
For manual measurements, this kit should be used by an
operator who can stably obtain reproducible pipetting results.

. Wear protective gloves, goggles, and a protective gown during

preparatory work and operation of this kit.

. Avoid contact between the skin and the reagents. In the

event any reagent in this kit accidentally comes into contact
with wounds, the eye, mouth, skin, and other parts of the
body, take first-aid measures, such as by immediately washing
off the reagent, and seeking medical attention as required.

. Do not eat or smoke in the places where this kit is being

used.

. Samples should be carefully handled as they are potentially

infectious. This kit contains animal-derived components.

. Used samples, used consumables, etc. should be immersed in

1% formalin, 2% glutaraldehyde, or = 0.1% sodium hypochlorite
solution for 1 hour or more. Alternatively, such items may be
autoclaved and discarded. Used consumables and unused
chemicals should be discarded in accordance with the rules
of your facility and local laws and regulations.

. Reagents from different lots should not be used when preparing

the mixture. During the standing reaction in each step, be
sure to affix a Plate Seal to stop the well from drying out,
prevent the entry of foreign matter, prevent uneven temperature
distributions, and stop evaporation of dispensed reagents.

. ELISA techniques are susceptible to the measurement envi-

ronment. Room temperatures during measurements and
the places used for standing reactions should be strictly
controlled at 20-25 C (on the experimental bench or in the
incubator). And avoid measurements in an air flow (including
air movement caused by an air-conditioner) and at low
humidity. No heat sources (computers, incubators, etc.)
should be placed close to the microplate to be reacted.
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12. Assay Procedure Summary

Before performing any measurements, read through the operating
manual, and confirm the sample conditions, measurement
condltlons and measurement methods.

‘Bring the plate and reagents to room temperature (20-25C)
about 2 hours before use. ‘

Preparation of Wash Solution (10x) : Dilute 10-fold with
purified water, previously ret m te

Preparation of standard solutions (example) : |
ithe Mature BDNF Standard in the specified volume (see;

{Appendix)® of purified water added to prepare a standard|
i istock solution (10.0 ng/mL). Thereafter, prepare standard|
D isolutions at various concentrations using Buffer, previously
i—ireturned to room temperature. For the volume of purified:

‘water to be added, refer to the Appendix. §

i3%Since the volume of purified water to be added varies!
¢ among different lots, please confirm the volumes specified!
in Appendix. The following is an example formulation.

Concentration (pg/mL) 500.0 50.0 18.2 6.61 240 0.874 0318 0.116 0 3
Stock ; 5

Standard solution (uL) solution }/’ 50 }/’ 100* Y’ 100* }/‘ Il)l)*}f 100* }/’ 100 :Y’ 100 }/‘ - i
Buffer (uL) 380 450 175 175 175 17 175 175 175 3

% Standard solution at a 1-step higher concentration.

D | Stir the solution ("), react at room temperature (20}

25C) for 2 hours, and allow to stand (*®).

*® Preparatlon of Biotin-conjugated Antibody ;
(dissolve in 100 uL of purified water, and dilute 100- fold
with Buffer, previously adjusted to room temperature)

il Wash 4 times (*®

} Stir the solution (*@), react at room temperature (20
25C) for 1 hour, and allow to stand (*®).

* Preparation of Peroxidase-conjugated Streptavidin Solution §
(dilute 100-fold with Buffer, previously adjusted to room!
temperature) :

| Wash 4 times (*)

:[]:Peroxidase-conjugated Streptavidin Solution 50ﬂL/Well
0 } Stir the solution (*@), react at room temperature (20

25T ) for 30 minute, and allow to stand (*®).

i % Preparation of luminescent reagent (mix Luminescent
Reagent 1 and Luminescent Reagent 2 in 1:1 ratio (vol./
vol.).

D il Wash 4 times (*)

D ‘Measurement of luminescence intensity (measure between
110 and 20 minutes after sample preparation) ‘

(*@) In each washing operation, dispense the Wash Solution
(I1x) 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 Wash Solution, immediately dispense the next
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solution with care not to dry the wells. Use of a pipet set at the
liquid volume of 300 L. may be appropriate for dispensing the
Wash Solution into each well.

(*(@) Three repeats of agitation at 600 to 800 rpm for 10 seconds
may be appropriate.

(*(®) After stirring is complete, cover with a Plate Seal. Remove
the liner from the Plate Seal, and apply its adhesive side to the
plate for affixation. Do not re-use any Plate Seal.

[Storage] Store at 2-10TC.
[Expiration date] Indicated on the label.

[Package)] For 96 assays.

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
Richmond, VA 23237

Fuggerstrasse 12
D-41468 Neuss

USA. 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. 290-85801

Mature BDNF ELISA ¥ p71—, BREM

1. BL®IC

Brain-derived neurotrophic factor (BDNF) (322K 10 O
LT, fREEEA - MREREEIER - ¥ F T AR LSS L.
N TEEZZEHZH) ZEPMOENTVET, ZOI Lhb,
IOWEWR LD E LR E~Y— = b 2 e SN
TVwET, TRMREEDAL ST, OAEL EDLEBR LY
CHMET 22 EBMEENTHEY, IBLWSITFTHIZED ¥ —
4y b Ef o TWwE T, BDNF 213 HiERA T % proBDNF %
fEfE L, proBDNFizd 7 at ¥ v 7 % %17 5 Z & T Mature
BDNF (mBDNF) & 7)) 9, proBDNF & mBDNF (3 %% %
R Z2HET 52 EPME ST E T, AidHRkT® mBDNF
T BE % FR RIS W RE 22 ELISA ¥ v T,

MR E WA Z LTl (Fta— K @ 296-83201 Mature
BDNF ELISA ¥ v b7 a—) O B /HEOKELZFEBL T L7,
¥ 72, proBDNF & O %MD BAAm &L DIz s Twb 7z
®. mBDNF 28R POEEEICHET S & TEET,

2. % v Mg
T s f A PR 0.116 ~ 50pg/mL
e mature BDNF
<~ A - M - B
IS S 2 W0 7 v MG - E
b M - mAE - ME
DI RUN Y 13 ul (4 R B )
0 2 I H 4 BRI
TRk TR

%1 2~ ¥ ¥ b human proBDNF (Zx} L CT#H 1.30%. Y 3~
¥'J ~ b mouse pro BDNF 125} L T#J 0.32% D52 ek %
ALET,

4. s L

HWE 7L — bDKY 2V IZiEPE mature BDNF HUR A AL
NTWET, TO7 2 VIHEEFRE ZIIREE S s E 3,
RIZ,EF F VEEEPT mature BDNF JufA %2 AN TG X2 F 3,
ESIIRVAF VI —EHEEA I LT TEY V2SS €T
Fo MBIZT VORIV FF T F—EBiEN2ET 52 L1
X 0. Mtk mature BDNF O Z RO 2 2 LB TEE T,

5. SRk X OvE

U8k GERK)

R/ MR F 2 — 7

OB Y I A (AAY ) v F— - ¥—=F—)

OF v 7RFPMERy b (FWETF v 7T10ul ZIEFEICE
RYFAVITTELLD. BLU200~500 uL ZIEFEICE XY
FAYITTELLD)

(I EY Ry b,y 100yl Z ki TE 5 b D

OR=IN=F FVEHEOWAEDOH 5 LD (HiFHICTL— NI
Bo 72 2 LY B <)

OIS (Vortex 7 4 7)

O~xA427u7L—bMEEIE (600 ~ 800rpm)

(096 7 = V7L — bHBEERE (B F Lv) F 7213 0E8K

(1967 = VT L— 1) —=F— GEHlER)

F—%Wiy 7 v =7

6. pASEH D FR%

F v b ORIILFHAFNCALTEIR (20 ~ 25T) IR LTFE W (2
RERIFERE) o

3. %y F"AK] T 2o ] LdrRABIHELELD
FEOREBCHMACTE T, AMBMER] [HRBREH] &b
55 DIZOWTIE FREOEHE TR IS ULEE R 5721 S 2
LTT &,

6-1. BLEFR O P

Mature BDNF #Z3# 5 12 BIMCRLIR O H5 2 27 T o R Bk % 0 2 7
L. e SRR (10.0ng/mL) ZFRE L TF v, ZOHRER
fLEN7eFy MR OB CTHIRE ORI Y Tied L9
WCIRA L TEEREZRR LTI SV,

1oy MIXDBEKEZRNT2EPELZD FTOT, K

3. %v PA

M & h VN o
Antibody-coated Plate/ b Sn hr 96wells
BUARRATE T L — b IR | (5 % 12)/1
Mature BDNF Standard/ GRS - 14
Mature BDNF 2 #E i IR
Buffer/ #E 1 TOFEFMA| 60mL/1 A
Biotin-conjugated Antibody/ BT - 1A
Y F UAE AUk IR
Peroxidase-conjugated Streptavidin
Solution/ XV * F ¥ ¥ —XHEA | MREMH | 100 uL/1 A
AMVT RNTEY VB
Luminescent Reagent 1/386# 81 |20 F FMH| 6mL/1 A&
Luminescent Reagent 2/5GiA3E2 |20 F M| 6mL/1 &
Wash Solution (10X ) /$E#E (10 x ) | FREAAMR | 100mL/1 A
Plate Seal/ 7L — bk ¥ — FOF FMH 4
PR - 1#6
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RO E R E THERET Sve TRbE—HIT3,

vHE Yo% v SR
REBRRE SO il
500.0 FmHE SR (10.0ng/mL) : 20 uL 380 uL
!

50.0 500.0pg/mL i : 50 uL 450 uL
18.2 50.0pg/mL & : 100 uL 175 uL
6.61 18.2pg/mL ¥ : 100 uL 175 uL
240 6.61pg/mL & : 100 uL 175 uL
0.874 240pg/mL i : 100 uL 175 uL
0.318 0.874pg/mL ¥ : 100 uL 175 uLL
0.116 0.318pg/mL i : 100 uL 175 uL

0 (Blank) - 175 uL
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6-2. ¥ 7 UG Pk
FEBOKZ 100 wL A G Ly SRR T 100 BHICARL TF S v

6-3. VXV —ERHBEAN LT VT EY VB
TR T 100 REICAMLTTF 2w,

6-4. FERIE 1 BIUBERIKE2

35 15 ~ 30 i iC 5t ek dE 1 & FoakdE 2 % 1.1 (vol/

vol) TRAL., EXRRLELTT S,

Bl 3ERdE 1 (6mL) @ R IE 2 (6mL) OEA (96 7 = V4
THRT254)

6-5. PRI (10 %)

FEUK (ERAK) TLORICHRLEE LTS v,

B : 100mL DPEEHE (10X ) + 900mL DRFHELK GEEAK) (96 7 =
NETHAT 254)

OFDfoRFBEIZOFTTMTL T,

7. BTk L A7 ik

7-1. PifkEME 7 L — b

REHBEBEAALZ Yy ZRERO Y v 7Y — oty 712
KL, Z0FF2~10CTHRIFLTF S HRIMRPNIZZRE
T7s

7-2. Mature BDNF #2#E i

P 7-FEHE B 5 (10.0ng/mL) 132 ~ 10C TIRAEL. 2 85
DI L TF S v ARREHE L 7 2B i3 i B
L. REFEIZLAEWVWTTFE W,

BAETBIREE CIX. AR e T,

7-3. ARA ik

—HOEHE AT AR LERI VDL EOOREZH O G
CBL, RYIZHMIZK ST, BHICHEZ Lon DD, 2~
10C THAF L TF Evo HRMBRNIZZE TS

74. X F UG aHE

FEBLUK %2 N 2L L 72 € F Ul &5 2 ~ 10C TRAE L.
2HB IS L TF S v SRR TR L 228 iidE s
WAL, R LAV TTE v,

UG IURTE Tl AR 2 E T

75 RVFFR TV F—YREGANL TN TEY VB

Xy FE2SELCHATABIIARERICHBFEL DICY) B LA
BGHEL, B OBFHEITRRICRE ST, BEHICHEZLo»bh &
b, 2~ 10CTHRIELTF & vo AR E T,
PR OFRHFEAMBITEERE L TTF S,

7-6. FERAEE 1 B X OEERAEE 2

Fo rESELTHATAENTWEBME L DI W UREL, 5K
D OFENERIIIRRICE ST, WHIZEZ Lo LD, 2~
I0C CTHRAFLTTF o HRMIBNIZZE TS,

7-7. Pk (10 %)

e (10x) ZBAET A B2 Lo, EHD, 2~
10C THRIFL CTT v, AN E T MK Y OF
RFE AT RILERE L TF S0,
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8. BRI B %

F v MR ORERCHRAAZ AR, FIRT 15 2EELTHS
WE LCTF S Bum#NICIE 2 & 9 18 2 A BUs =R
A ENDLZ L BRIOLET,

Tk FNGES
~ 7 ML, I 4 £
~ 7 A A N .
HiiH buffer © RIPA buffer+Protease inhibitor 2~ 3205 (H%)
v bIAE 30 fi5 (H%)
v MG 50 £ (H %)
S5 10 ~ 80 f5 (H %)
v b 10 ~ 800 5 (H %)
L b 2~ 8 (BR)
9. e

(1) FL— Mi#ERZBRE L, 50 UoMBL 23852 &
T VIZiiz L.y 4 kS (x@) LET. 2Ok, -
N=FF NG EDETT L= 2HICL, BNPEDT
HEICL Ty 2 WIHR- 72 ) B & 975

(2) A S 5E w7 o VAR DR HE A % 50 ul $TOE L
i—a_o

(3) BRI SE w7 = VARG i C Rl i R\ A HGR L L 7otk 2
50ul $omELE T,

4) =4 77— REEIHRREEZHVTHEEX®@) LET,

BG) 7= rT=EHD (%x®), =ik (20 ~25TC) T2WK
fE L £ 9,

(6) BUSHKT . BUSHZ I THEHEE &Y = VIZiliz L, 4
FPEs (x@) LET,

FDH, R=IN—=FF N EDLETTL—FEHEITL,
BCMEDIFLEINICLTY NI EZN D RE T
Fo

(7) %7 2 VL F UREEPURETZ 50 ul $2MEL F 75
<A77= MEEI R EEFHCTEE (@) LET,

Q) FL—=brr—=EHD (%x®), =ik (20 ~25C) T1K
ffE L £ 9,

(9) IS TH. (6) OWEREExITVET,

(10) B 2 VIZRVFF T F—PREEA NV T T EY VB
Z50ul $OoELE T,
<A77= MEEIERREEFHCTEE (@) LET,

A1) Z7v—=1r¥—=nxiEy (x®), =ii (20 ~25C) T 3045
ffE L £ 9,

(12) IR T#H. (6) OPEHRIEEZITVET,

(13) &7 = VIIRFIFRE L 72586383 % 50 ul $¥ 2oL 9
~fru7L— 1 EEIBEHCCLAMEELET,
(14) BB, 6= 707 L — MY —F— GOGMER)
THEHMEZWE L T3 FBERIGRME. 10 5~ 20 4

O TOREZHEIEL T3,

(15) X Wil B i (pg/mL). Y il 8600 E o) R o iy
R L 3. AFURKROFEEME DT D iE (pg/
mL) & Ft A T 97, Ao 72 BRI (B 21X,
< A B OYAAE 4465) 220 TllEE LS,
* 22—V 7 N TOMBRITIX, 3RkLEHEN, 4%

7213535 A= —flifl % BEDHL F3,

(x@), (%x@), (%@) WETFMMEZ TSI T S\,
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11. il EoEE

1. R¥ v MIELISA o2& T L2k, F3REZOT
TIHHT S v,

2 HFEBRETNET HBICIZE Ry 57 4 v FEEOFIMEDS
B LTZHBTHT S v,

3 MEARAE OV F v MRIEIZ TS RS, REME KT HIC
DIFTT 3,

4. REEHER N T W TT S v, Ay FoilZEr- T,
He HL BH. RESICHE LA IHE B ICKER TS
TRV T HE OIS BMLE 2 TV, LEALEZEMOF YT
EZIFTFE W,

5. 8%y MEMHL TV AL CIIAERBEMZ LW TFS
Uy,

6. MIRIZBREDERELDH L LD L LTHRMIEEL TR H-o
TFEwv, AFy MIEWHROWE G % HEATHE T,

T AEFEAOBAR, L2 MRS 1% V<Y v, 2% 7
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