Code No. 298-64601 (96 tests)

Human BAmyloid (1-40) ELISA Kit Wako II
{For Research Use Only)
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1. Introduction

Alzheimer’s Disease (AD) is characterized by the presence of extracellular senile plaques (SPs)
and intracellular neurofibrillary tangles (NFT) in the brain. The major protein component of SPs is
BAmyloid peptide (A B). The peptide is 40 or 42(43) amino acid peptide cleaved from the Amyloid
Precursor Protein (APP) by p-Secretase and y-Secretase. A 42 is more prone to aggregate than A
p40. Therefore the initial A 8 deposition begins with A p42(43) but not with A p40. A p42(43)-posi-
tive and A p40-negative plaques may represent early-stage diffuse type SPs, and A p40-positive p-
laque appears in the advanced stage, especially more often in cored portion of the mature plaque.?

In this kit, we use the monoclonal antibody BAN50, which specifically detects the N-terminal por-
tion of Human A p(1-16) and the monoclonal antibody BA27, which detects the C-terminal portion
of A 8(1-40). Therefore this kit is designed to be used for the quantitative determination of Human
A p(1-40) in samples such as tissue culture medium, tissue homogenate, CSF and plasma. Addition-
ally, the antigen-antibody reaction is more stable than Human pAmyloid (1-40) ELISA Kit Wako
(292-62301) by using BA27 (F(ab’)2-HRP).

2. Kit Contents
(@ Antibody (BAN50)-coated Microtiter Plate

(Anti Human A $(1-16) MoAb (Clone No.BAN50)) 1 plate
@ Standard Solution (Human SAmyloid (1-40), 100 pmol/L) 2mL X 2 vials
® Standard Diluent 30mL x 1 vial
@ Wash Solution (20 X) 50mL X 1 wvial
® HRP-conjugated Antibody (BA27) Solution

(Anti Human A 8 (1-40) MoAb (Clone No.BA27) F(ab’)2-HRP) 12mL X 1 vial
©® TMB Solution 12mL X 1 vial
@ Stop Solution 12mL X 1 vial
® Plate Seal 3 sheets
Storage : Keepat 2—10C.

Expiration date : Printed on the package

Package : 96 tests

3. Required Apparatuses
1. A Microplate Reader
2. A Micropipette
3. A Microplate Washer

4. Principle

This kit is constructed as a sandwich ELISA format with two kinds of antibodies. The monoclonal
antibody BAN50, which epitope is Human A p(1-16), is coated on 96 well surfaces of a separable
microplate and acts as a capture antibody for N-terminal portion of Human A p(1-40). Captured Hu-
man A 5(1-40) is recognized by another antibody, BA27 F(ab’)2-HRP, which specifically detects the
C-terminal portion of A p40, labeled with HRP. After addition of TMB solution, positive samples
will develop a blue color. The reaction is terminated by the addition of stop solution, which produces
a yellow color. The absorbance is then measured at 450 nm.

5. Assay Method
5-1. Preparation of reagents to be used

Number Reagent Name Preparation
@ | Antibody (BAN50)—coated Microplate Ready to use
® Standard Solution Dilute the Standard with Standard Diluent.
(Human gAmyloid (1-40), 100pmol/L) (e.g. 100, 50, 25, 10, 5, 2.5, 1 (pmol/L))
® | Standard Diluent Ready to use
@ Wash Solution (20 X) Working solution is prepared by dilution of

50 mL of the Wash Solution (20 X) with
distilled deionized water to 1000 mL.

® HRP-conjugated Antibody (BA27) Ready to use
TMB Solution Ready to use
@ | Stop Solution Ready to use
® | Plate Seal Ready to use
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5-2. Test sample preparation

Test samples, containing A §(1-40) at more than 100 pmol/L, should be diluted with the Stan-
dard Diluent. If the concentration of A g(1-40) in samples cannot be estimated in advance, a pre-
assay with several different dilutions is recommended to determine the proper dilution of sam-
ples. Additionally, in the case of plasma samples, they should be diluted 2-4 times with the Stan-
dard Diluent to disrupt interaction of A §(1-40) with masking proteins. In the case of culture
medium with FCS, A $(1-40) like substances in FCS may be measured. Therefore negative con-
trol should be taken.

5-3. Assay procedure

(D Take the aluminium package, containing the antibody-coated microplate, from a refrigerator
which is maintained at 2-10C, and leave it until it reaches room temperature. Separate the
required wells from the microplate, and seal the remaining wells in the aluminium package
and store them in the refrigerator.

@ Dispense 100 pL standard diluent into zero blank well (see Note 1).

@ In the assays of standard solution and test samples (e.g. tissue culture medium, tissue
homogenate, cerebrospinal fluid (CSF) and plasma) dispense 100 ;L of solution into each
well (see Note 2,3).

@ Seal the wells with the plate seal, and leave refrigerated overnight.

® After removal of the plate seal from the plate, discard the solutions from the wells by
microplate washer or aspirator, and then wash 5 times with wash solution (see Note 4,5).

© Dispense 100 L HRP-conjugated antibody solution into the wells, seal them with the plate
seal, and let the microplate stand in the refrigerator or cold room for 2 hours.

(@ After removal of the plate seal, remove the antibody solution from the wells and wash them 5
times with wash solution (see Note 4,5).

® Add 100 zL TMB solution to the wells within a short interval, thus starting the HRP reaction
at room temperature in the dark (see Note 6).

@ Add 100 ¢L stop solution to the wells, 30 minutes after addition of the TMB solution, in order
to terminate the reaction (see Note 7).

@0 Read the absorbance of each well at 450 nm having blank the plate reader against a TMB so-
lution blank. Read the plate within 30 minutes after adding the stop solution.

@ Read the Human SAmyloid (1-40) concentrations for unknown samples and controls from
the standard curve.

Notes

1. All reagents except for the wash solution and HRP-conjugated Antibody Solution should be used
only after returning to room temperature.

. At least more than duplicate assays are recommended for each sample.

. The standard curve should be made at each study.

. Try to complete washing within 2 or 3 minutes in total. The temperature of the wash solution
should be equal to or lower than room temperature. And differences in soaking time (i.e., time
taken for pouring the wash solution into wells) between the wells in the washing process may
cause inconsistent results. Try to perform the washing process in such a way as to ensure that
the soaking time for each well is as similar as possible (e.g., start washing from the right row of
the plate for the first wash and from the left row in the second wash).

.If using an aspirator for removal of the solutions from microplate wells, pay attention to not
touch and damage the surfaces of the wells.

6. The vessels and apparatus should be well cleaned, prior to use. Contamination results in color
development of the solutions.

7. When handling many samples, systematic dispensing of the solutions should be required in order
to attain a constant reaction time in each sample assay.

8. The kit is constructed with well-adjusted combinations of the antibody preparations and biologi-
cal reagent solutions for each lot. Combining the biological reagent solutions and the plate from
different lots may cause unexpected results.

9. The quantitation may indicate abnormally high measurements caused by the cross reaction of
mouse IgG1 antibodies to unidentified components in human plasma. In that case, the plasma
sample should be absorbed with a column which fixes refined mouse IgG. Then you can
minimize the phenomenon. (see Reference 8,9)

10. This kit is for research use only, and not for use in diagnostic procedures.
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Assay procedure table

Test Sample Standard Test Sample Blank
Test Sample Diluted standard | Standard Diluent
Reagents 100 1L 100 4L 100 1L

Incubate for overnight in the refrigerator with plate seal
Washing 5 times

HRP-conjugated
Antibody 100 2L 100 L 100 4L

Incubate for 2 hours in the refrigerator with plate seal
Washing 5 times

TMB Solution | 100 L \ 100 L [ 100 xL
Incubate for 30 minutes at room temperature in the dark with plate seal
Stop Solution | 100 zL [ 100 xL [ 100 zL

Read the absorbance of each well at 450 nm with a microplate reader.

5-4. Standard curve

Standard Mean (n=3) Cv 2*
(pmol/L) (OD at 450 nm) (%) 20
0 0.019 2.99
1.0 0.033 1.73 15
2.5 0.054 0.00 8
5.0 0.093 2.49 o
10.0 0.162 6.67 o o
25.0 0.388 7.70 »
50.0 0.859 9.14
100‘0 2.031 0.67 0 20.0 40.0 60.0 80.0 100.0

Std. (pmol/L)

6. Test performance
6-1. Sensitivity
1) Dynamic range 1.0-100 (pmol/L)
2) Sensitivity:---+ 0.019 (pmol/L)
% The sensitivity was determined by adding two standard deviations to the mean absorbance
obtained when the zero standard was assayed 24 times.
6-2. Reproducibility
1) Intra-assay (n=24)

Sample 1 Sample 2 Sample 3

Mean (pmol/L) 14.20 36.02 75.46
SD 0.68 1.53 2.72
CV(%) 4.82 4.25 3.60

SD = Standard Deviation, CV = Coefficient of Variation

2) Inter-assay (n=5)
Sample 1 Sample 2 Sample 3
Mean (pmol/L) 14.81 33.59 75.68
SD 0.47 0.35 1.89
CV (%) 3.23 1.05 2.49

SD = Standard Deviation, CV = Coefficient of Variation
6-3. Specificity (n=4)

Cross-reaction (%)
Human g Amyloid (1-40) 100.0
Human g Amyloid (1-42) =0.1
Human g Amyloid (1-43) =0.1
Rat (mouse) 8 Amyloid (1-40) 0.16
Rat (mouse) § Amyloid (1-42) 0.23
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6-4. Linearity of dilution (n=23)

25.0

Sample Dilution %ﬁilffffl
12 16.9 o /'
1/4 12.3 3
Plasma A 18 6.6 5150 _&
1/16 3.4 oo //
1/2 15.9 e
1/4 10.8 < !
Plasma C 1/8 59 5.0
1/16 3.0
172 20.0 0 115 215 35
1/4 13.1 Dilution
Plasma E 1/8 7.0 # Plasma A
M Plasma C
1/16 3.6 A Plasma E
6-5. Spike recovery (n=3)
Sample Spiked Measured CvV Expected Recovery
(4 fold dilution) (pmol/L) (pmol/L) (%) (pmol/L) (%)
0 14.20 1.77
Plasma A 6.25 20.73 0.77 20.45 101.37
12.50 27.49 1.89 26.70 102.96
25.00 42.44 0.59 39.20 108.27
0 19.11 1.73
Plasma B 6.25 23.43 9.27 25.36 92.39
12.50 28.30 1.64 31.61 89.53
25.00 44.56 2.37 44.11 101.02
0 11.98 2.43
Plasma C 6.25 18.62 1.46 18.23 102.14
12.50 25.10 0.77 24.48 102.53
25.00 38.71 2.86 36.98 104.68
0 13.76 2.80
Plasma D 6.25 19.99 5.81 20.01 99.90
12.50 26.45 6.72 26.26 100.72
25.00 40.94 1.08 38.76 105.62
0 14.60 1.37
Plasma E 6.25 21.59 0.88 20.85 103.55
12.50 28.24 1.64 27.10 104.21
25.00 43.29 0.89 39.60 109.32
0 14.04 7.05
Plasma F 6.25 19.54 8.00 20.29 96.30
12.50 26.02 6.05 26.54 98.04
25.00 36.77 0.99 39.04 94.19

7. Troubleshooting
Q1 : The OD in the standard solution is too low to draw a calibration curve. Why does this happen ?
A1l : It is possible that more time than necessary was taken for washing. Try to complete washing wi-
thin 2 or 3 minutes in total. The temperature of the wash solution should be equal to or lower than
room temperature. If you do not use a microplate washer or aspirator, discard the solution in the
wells first by decanting (be careful not to cause inter —well contamination at this time), fill the
wells with the wash solution using a bottle washer, etc. and discard the solution again. Repeat the
procedure 5 times. The total washing time in this case should also be no more than 2 to 3 minutes.
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Q2 :
A2:

Q3

Q5:
A5:

Q6 :
A6:

Q7:
AT7:

Q8 :
A8:

Q9 :
A9:

Q10

A10:

Q11
All

The absorbance of 0 pmol/L is higher than standards with the low concentration range, so the
calibration curve cannot be drawn. Why does this happen ?

There is a possibility of insufficient washing. Samples, standard solutions, or HRP conjugated
antibody solutions can attach to the upper part of the sides of the wells, and may not be removed
by the washing operation. Be careful to avoid touching the sides of the wells when adding the
solution. During the movement of the plate be careful not to or drop or tilt it. During the reaction
time, the plate should remain still.

In case of manual washing operations, make sure at least 300 ¢L of the wash solution is dispensed
into each well. When dispensing the first two times, do not overflow the wash solution from the
wells in order to avoid well-to-well contamination. The third time, thoroughly wash by overflow-
ing of the wash solution. When using a plate washer, we recommend washing with the maximum
amount that can be set.

: Does A 8 peptide in the standard solution aggregate ?
A3:

Q4 :
A4

The standard solution is designed not to aggregate. It is stable when stored in a refrigerator.

The measurement values are not consistent. What are the possible causes of this ?

Differences in soaking time (i.e., time taken for pouring the wash solution into wells) between the
wells in the washing process may cause inconsistent results. Manual washing using a pipet is par-
ticularly prone to variations in timing. Try to perform the washing process in such a way as to en-
sure that the soaking time for each well is as similar as possible (e.g., start washing from the right
row of the plate for the first wash and from the left row in the second wash).

Storage method

Human specimens such as cerebral tissues and cerebrospinal fluid can be stored in a freezer,
although measurement values for some specimens may decrease even after such storage. If the
concentration of A g is low, then freeze-thawing of the specimen should be avoided. For a culture
supernatant, mix it with 0.2% cow serum albumin and 0.075% CHAPS (final concentrations for
both) to minimize losses by adhesion to the vial wall, etc. before storage in a freezer.

Is it possible to measure a serum sample ?

Yes. However, it is not recommended because the value in serum is often lower than that in plas-
ma that is collected simultaneously. The serum sample also tends to deteriorate to a greater
degree on refrigeration.

Which anticoagulant can I use for plasma samples ?
We recommend EDTA2K. EDTA2Na and heparin have also been used.

Can I use concentrations for dilution of the standard solution other than those illustrated ?
No problem at all. You can prepare a series of dilutions suitable for your experimental system.

Is a calibration curve of a type other than log-log acceptable ?
No problem at all.

: While it is recommended that the assays be performed at least in duplicate, is it also necessary to

perform duplicate assays for standard samples ?
We recommend that the assays are at least duplicated for standard samples, but you may decide
the number of standard samples, such as n=1, to suit to each experimental system.

: How should we store the reagent after opening ?
: The reagent is stable in a refrigerator provided that the microplates are returned to the aluminum

packs properly with a desiccating agent.

8. Method of sample preparation
Following methods are examples of how to prepare the sample.
@ Brain tissue sample
1. Aggregated A § (brain tissue in patients with Alzheimer’s disease) (see Reference 6)

(D Mince about 1 g of brain tissue, add 5 volumes of TBS* and homogenize (10 strokes) using a
Teflon homogenizer. Centrifuge this homogenate at 500,000 X g, 4C for 20 minutes.
* (50 mmol/L Tris-HCI, pH 7.6, 150 mmol/L NaCl, protease inhibitors [0.1 mmol/L di-
isopropyl fluorophosphate, 0.5 mmol/L phenylmethylsulfonyl fluoride, 1 g/mL Na-P-tosyl-
L-lysine chloromethyl ketone, 1 g/mL antipain, 0.1 g/mL leupeptin])
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@ Suspend the precipitate in 5 volumes of TBS/protease inhibitors (containing 1.0 mol/L su-
crose) and centrifuge at 500,000 X g, 4°C for 20 minutes.

® Add 3 volumes of 1% Triton X-100/TBS/protease inhibitors to the precipitate and
homogenize (10 strokes). Incubate this homogenate at 37 C for 15 minutes and centrifuge at
500,000 X g for 20 minutes.

@ Add 3 volumes of 2% sodium dodecyl sulfate (SDS)/TBS/protease inhibitors to the
precipitate and homogenize. Incubate the homogenate at 37 C for 15 minutes and centrifuge
at 500,000 % g, 25C.

® Add 1 mL of 70% formic acid to the precipitate, ultrasonicate and centrifuge at 500,000 x g, 4
C.

© Collect the supernatant and dry by Speed Vac. Add 100 zL of DMSO and perform ultrasonic
disintegration for a short time for suspension. Store this DMSO-dissolved, formic acid-ex-
tracted A p at —80C until use.

@ For measurement, dissolve the sample in the Standard Diluent in the kit as necessary and fol-
low the instructions in the package insert. The recommended dilution is 1,000 times for A
40 and 100 times for A g 42.

2. Soluble A § (normal brain tissue)
We recommend the following methods of 2-1 and 2-2 in the case of soluble A g in the normal
brain tissues. Because we can detect the difference between soluble A 5 and aggregated A g
clearly compared with the methods of 2-3.

2-1. The method using RIPA buffer

(D Homogenize (25 strokes) about 100 mg the brain tissue in 1 mL of RIPA buffer (250 mM
NaCl, 1% NP-40, 0.5% Na-deoxycholate, 0.1% SDS, 50 mM Tris HCI, pH=8.0) with pro-
tease inhibitors. Centrifuge this homogenate at 100,000 X g, 4C, for 20 min.

@ Dilute the supernatant with the Standard Diluent in the kit, if necessary, and measure as
directed in the package insert.

2-2. The method using Tris buffer

(D Homogenize (25 strokes) about 100 mg the brain tissue in 1 mL of Tris buffer (150 mM NacCl,
50 mM Tris HCl, pH="7.6) with protease inhibitors. Centrifuge this homogenate at 100,000
x g, 4°C, for 20 min.

@ Dilute the supernatant with the Standard Diluent in the kit, if necessary, and measure as
directed in the package insert.

2-3. The method using 70% formic acid (see Reference 7)

(D Homogenize (6 strokes) about 150 mg of tissue in 1 mL of 70% formic acid. Centrifuge this
homogenate at 100,000 X g for 1 hour.

@ Dilute the supernatant 20-fold with 1 mol/L Tris Base to neutralize.

® After neutralization, dilute the sample with the Standard Diluent in the kit, if necessary, and
measure as directed in the package insert.

@ Culture supernatant sample

@ To measure, dilute the sample with the Standard Diluent in the kit as necessary and follow the
instructions in the package insert. The recommended dilution is 5-fold for A # 40 and no dilution
for A g 42.

@ Cerebrospinal fluid sample

(D To measure, dilute the sample with the Standard Diluent in the kit as necessary and follow the
instructions in the package insert. The recommended dilution is 50-fold.

@ Plasma sample (see Reference 8,9)

@ Centrifuge the blood collected in a vacuum blood collection tube with EDTA2K at 5,000 x g, 4C
for 15 minutes to separate the plasma, which is then stored at —80C until use.

@ To measure, dilute the plasma sample 4-fold with the Standard Diluent in the kit to avoid the ef-
fect of interfering substances in the plasma and follow the instructions in the package insert.
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10. Assay Summary

1

(2)

&)

(4)

. Detection 1 HRP-conjugated Antibody
A B Peptide Antibody (Fab’ fragment)

Add 100 (L of Standards and Samples and incubate in the
Y refrigerator with plate seal for overnight.

Wash 5 times.

Add 100 L of HRP-conjugated Antibody Solution and
Y incubate in the refrigerator for 2 hours.

TMB %
Wash 5 times.

Add 100 i L of TMB Solution and incubate for 30 minutes
Y at room temperature in the dark with plate seal.

Y

Stop
iolution
Add 100 ¢ L of Stop Solution and read the absorbance
of each well at 450 nm with a microplate reader.

Wako Pure Chemical Industries, Ltd.

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

Wako Chemicals USA, Inc. Wako Chemicals 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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F(AB)TH, ChHDABIE, 7 304 FHIBEAREE (APP) 1 b g- 7 LA —E L p- 7L 2 —
VICE->THIVHShET, JIDHINAA B421E. TV NA Y —ROMTERTHEML . %
OBEL 2T WEEIC K D PIIOZAM AN % LG shThE T,

KF v F T, B A B (1-40) ONKIRICHE RIY7LE / 7 B —FVHIABAN50 & A 5(1-40) DC
KRR 72 / 7 O —FOUHABA27TIC X 0 . etk (RS2 b, kR e, Bewpi.
MAE7R E)FOL A 8 (1-40) A @R ICER TE £¥, %72, BA27(F(ab’) 2-HRP) # M ¥ %
T rICkY., BB T~ g7 3104 F (1-40) ELISAS v I 7 2—(292-62301) |
FOERELE LI,

. ¥y PAR

@ $ufk(BANSO) EIH{E~ 4 7 17—} 1%
(It A g (1-16) MoAb (Clone No.BAN50) [ )

@ A2V A—FEw (W 7 384 F(1-40), 100pmol/L) 2mL x 2K

@) AR VT —FHERHE 30 mL x 14

@ PR (20 %) 50 mL X 14

® HRPEG#DUA (BA27) K 12mL X 14
(#v A g (1-40) MoAb (Clone No.BA27)F (ab’) 2-HRP)

© TMBYAHR 12mL X 1K

OR:AR 12mL x 1A

VA A 3%

REEMHE 2~10CHA
ERIR - VLicii#
a % oemA

L F ey PN ERRE - (6
l. Y4787 bV—F)—X—

2. X4 7Ry |

3. V=T vV —

. AERE

AF v M. B A B(1-40) ONKIRICHE AT / 7 0 —F UPIABANSO & CARUGIZHE LT
BA27(F(ab)2 757 AV M) HHWIeY Vv F A v FROBMHELISAEICESWTWET, <
4787V —FCiE, BANSOAEMLS Tl v, #ifkl JOBE#ER RO A B(1-40) DNK
VAR L £, S HICHRPERR S N/2BA27(F(ab’)2 757 AV 1) RIS & % LBt
(h— PR — EEIUEOT V F A v FEEGRPR SN T, HAIC X VlRI Nz FA p(1-40)
3. HRPIZ X DA S h 2R ESINIC KV ERSINE T,
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&5 EE A EiL ien
@© | Hitk(BANSO)FEH{t~4A 717V — 1 ZOFEEMHL £
@ | AZVE—FBR AR X — FHBTHIRL . HHRIA
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@ | AZ /A —EHRW ZOEFMHHL £
@ | HhEaR (20 x) A 4/ K T0MEICHRL £
® | HRPE# DA (BA27) 6K ZOFEFEHL £
©® | TMBHH ZOFEEBMFHL £
@ | =ik ZOEFMHHL £
® |FV—Frv—iv ZOFFMHHL TS
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5-2. IR{E DR
BRFDA p(1-40) I /3100 pmol/L LA EDIFEITIE, AX vV F— FHFETHRL TF S\,
L. BIEROA §(1-40) EEE AT T X W& ICIE, AFFIEIERLT/LT v A L,
YU TNVOFBUERARESTH Lo L&, Eo, WESMEOBAICIE, Wb
WIEWE OB <720, 2~4MEFMT 52 L BEOL £, BIENBFCSE% &k
EiEOH AL, FCSHOA g(1-40) B EA RIS 52 LB £40OT, Bikav a—
ZRES B L B0 L s RO, 8. BEFAUELGELZEBT V),

5-3. RIEHIEE
L. A7 7V —FiE, 7VINy 70RO BIRHICERICEL TRV, #HT57 o

VEZTFIROH L, ALY o VIZBEHICT IV I8y 7Y —IV L, GEEFELTF
T,

TS 7O LAV E— FERE 100 p LNz 9 (EE 1),

T rIVIC AR Y X —F I KOk (B3 Big. Mfdmibik. fil. s L) %100 pL§ >

mz £ HER 2,3),

4. FU—=1Fy—)VL T, W4 C) TIRIES ¥ £,

LTV Y=V EROAL, U VHOWRE T V=T x v Ve — X T AL =2 —T
WAL 9, &7 o VICHERE V72 300 pL D5 EL, REIBRELET, &
OUWHIRIEE S HIC 4 EREDRL 3 (FEE 4,5),

6. % VICEEREE %100 pL9 oMz, Ak C) T2RMRIES ¥ Ed,

7. ERLS EIRBRIC L CHBHE(EE 5 BT E 9 (R 4,5)0

8. & £ VICTMBEH % 100 p L2z, iR T3040 M S £ GEE 1,6),

9. &7 r VIC I HE A 100 p L Oz BRI EIE S £9 (EE 1D,

10. 304 LAPIZ450 nmZ 351 A48 fk, BEEE, WlhT 5o 7 OBWHEAPIE L £,

11 BEERFR L D b g7 204 F (1-40) OREHHE L 9,

w Do

(S

<z B>
1. PR U HRP EF#SUABRUAOREI HRICK L Tr6/AL TR W,
2. PR, £ T2HAMEM=2)UETHT> TS,
3. HEHEMARIS, WEBICIERL TR SV,
4. EHROWEIFRIUAT & L, THIFRIE =2V T2~3 5L LTRSSV, £/, &Y

)V D soaking ] (%77 w WIS TEER % 02 TV S5 OZERBIEEONT Y F Lin s

Bnd D £, KD 7221 soaking R A —%E & 75 5 L D ICREHREIEA 1T > TR S\,

CRIEE " T AV — 2 — TR [BRETHHEITE. 7 o VBB 2R W E D EEL TF
W,

RO AT AL, BAELADOEFHL TFIV, BMEOFHENTRET S
EDRBNET,

- BREEA S G AR £ VORESICRRAR CIC7 5 KO ICHEBL TRV,

CFy MEEy MECRBEOMAGDREICE > TOETOT, Jlay FORELHAAE DY
720, BEADLEZD T L EBEEORR LD £,

. b bR~ ATgGL & IR R KL T A WENFEL . BE S R TBERD
NETF, TDOXIHBEITIE, TOBE <Y RgGHEE L /25 A TIAEZRTRIRL
F2af O 53 A ELISAICBE S 5 Z LT L 0, ZEKIGHEP ¢ S ERTE R+, AAWHER
BELME & BT S,

10. KEFy MIMHIZKATIEH D S8 A,
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<RIEHME—E>

Bk AZVI—F | AT S50
% B Belk Std. HHGRYN | Std. AR
100 L 100 L 100 L
TJU—F =L T, &G4 C) - —BpRIG
Ve 5 (Bl
HRPE (& (BA27) i5K | 100pxL | 100xL | 100 xL
TU—Fy— LT B4 TC) - 2 RS
Ve 5 (ol
TMB W& [ 100l | 100xL | 100 xL
B - R T305 Kt
(R [ 100xL | 100xL | 100 xL
XA 717U —F ) —X—"T450 nm DRNJE % JlE
5-4. EEAERRIR I
Standard Mean (n=3) cv &
(pmol/L) (OD at 450 nm) (%) 20
0 0.019 2.99
1.0 0.033 1.73 15
2.5 0.054 0.00 8 .
5.0 0.093 2.49 g
10.0 0.162 6.67 o A~
25.0 0.388 7.70 »
50.0 0.859 9.14
1000 2031 067 0 20.0 S‘:(d)io(p:gl./(i) 80.0 100.0
6. % B
6-1.8% &

1) e AR 1.0-100 (pmol/L)
2) BeHREE-++-0.019 (pmol/L)
MR L, Std. 00D + 2SD (n = 24) DEEDOREF T,
6-2. BEM
1) RS (n=24)

Sample 1 Sample 2 Sample 3
Mean (pmol/L) 14.20 36.02 75.46
SD 0.68 1.53 2.72
CV (%) 4.82 4.25 3.60

SD = Standard Deviation, CV = Coefficient of Variation

2) HEHEIME (n=5)
Sample 1 Sample 2 Sample 3
Mean (pmol/L) 14.81 33.59 75.68
SD 0.47 0.35 1.89
CV (%) 3.23 1.05 2.49
6-3. 45 EM (n=4)
& 3 OrH PR (%)
b kg7 384 F(1-40) 100.0
kBT 04 F(1-42) =0.1
vk g7 I8 F(1-43) =0.1
Sy b (XTA) BT I F(1-40) 0.16
Sy F(XUA) BT IBA F(1-42) 0.23
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6-4. FHIRAER (n=3)

WE(E 20
L R (pmol/L)
172 16.9 o ///////'
1/4 12.3 3 4
W
1 A A 18 6.6 5150
116 3.4 T o
172 15.9 g
1/4 10.8 <
iy % C 18 5.9 50
1/16 3.0
172 20.0 0 115 215 35
1/4 13.1
L 4 E 18 70 o A
1/16 3.6 N ;g B
6-5. A MEIHREER (n=3)
B % TRInE: T fE CV G [E R
(4578 (pmol/L) (pmol/L) (%) (pmol/L) (%)
0 14.20 1.77
6.25 20.73 0.77 20.45 101.37
i % A 12.50 27.49 1.89 26.70 102.96
25.00 42.44 0.59 39.20 108.27
0 19.11 1.73
6.25 23.43 9.27 25.36 92.39
i % B 12.50 28.30 1.64 31.61 89.53
25.00 44.56 2.37 44.11 101.02
0 11.98 2.43
i #E C 6.25 18.62 1.46 18.23 102.14
12.50 25.10 0.77 24.48 102.53
25.00 38.71 2.86 36.98 104.68
0 13.76 2.80
) 6.25 19.99 5.81 20.01 99.90
12.50 26.45 6.72 26.26 100.72
25.00 40.94 1.08 38.76 105.62
0 14.60 1.37
I 4 E 6.25 21.59 0.88 20.85 103.55
12.50 28.24 1.64 27.10 104.21
25.00 43.29 0.89 39.60 109.32
0 14.04 7.05
6.25 19.54 8.00 20.29 96.30
o % F 12.50 26.02 6.05 26.54 98.04
25.00 36.77 0.99 39.04 94.19

1. hTTNSa—T a2l

Ql: A%y #—F OODMEAME BB E# Ao 72ETT 52

Al: Bl E AT T ETORVTL k952 b —2OLOREIEA 2 ~ 3 5 < L THRT
BEICLTIRS, £/, WEROREZERUFTHEAL TSV, 7L—Fv vy
=T AEL— 2 —H L RCB AT £ o VAORE TN b R IS kD 5T
(COBY VETaY # I 3= 5 VAB SRR HEL &) RS % B CHih
VST Uy B L TR C AR 5 B DIEL £, COBhE b UEEIFIIO H 9 b — 2

VT2~ 35T,
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Q2 :
A2:

Q3 :
A3:

Q4 :
A4 :

Q5 :
s AMABURHE (R IR 72 &) BRASIRAF L TR SV LA LRVEHC & o TS RAF L T

A5

Q6 :
A6 :

Q7 :
A7 :

Q8 :
A8 :

Q9 :
A9 :

Q10 :
A10 :

Q11 :
All:

0 pmol/LOWBRNEE 25, AKIEE KD standard DR E L D @<, BEBPEITERA, HHETTH?
RS ARROUEEERD D £, 7 o ) VEO ISR A5 T 5 & REEIECREL Ehix
W2 ERBNETOT, AR VZ—F, Bk, BERIUEOTRIMEEICY VORI A 72w X
SIWICLTLEE, T —FOBEIIET 72 VEEL 20 L XD ICER L., RIGIEEHHE
TIT-> TS,

VRS EIEF B OB E . TREHRITRIK300 pLAHEL T2V, #1002 [\lid o )LD T
RIR—Y q VT B 72D b HURER P B SN\ KD ICIEE L 3 (B B AR UES
WA —/N"—=7 =TT HWEHT 5 e BEIOL £,

TV—=tT 5 v v —0O%E, REANEERAKETORGESEOL £,

AR E—FERFPTABRNTF FOBETRI D AN ?

AR VA —=FIFEEL VWL DICTRL TH Y £T O THBRA T NEEETT,

BIRMEIC ST Y PR ONE T, L TTH?

W EIC IS0 5 Y 2 VHO Y —F 0 78 (% 7w VISP e AN T 5D OZE 78 e
EDONTYF Lo TOBBNLED D £F, FITENy MTE B~ 2 7 IVEEH TIIRIFICHK
IR ONT Y FPRESIRDAREEDL B D £ 3, HRD720Y 2 VDY —F v 7Rk 25
—REICe B KO ICHEHEER T > TR SV (Bl 1EARTV—FOHOFIPBHEHL, 2
RE»HET 5 k)

BRERED LS ICRFEIT N LT H?

WCHHEMAE T T5Z End 0D E T, £/, ABRENHOSEG IR L ST TR
W, B LIX. 0.2% T VI 7 VT 2/, 0.075% CHAPS (W ¢ 1 & final) % {B & CTEBEAN
DOWAEFEO T X FARBICH 2 AU AT > T LEFERFEL TR IV,

MY 7IVdHE TSI ?

WETEET, Ll FRFCERINL /i & Mg i U 7= 46, i O M MENMEIC 7 S
BEDEL BEODTEEY A,

Flo, WRAAFIC L AEOT LI < HRXTRKEWTT,

IiAED HUEEE AN ] A 3 AU LT ?

EDTA2KZ BHED L 3, Zofl, EDTA2Na°A/ N vV TOEFELH D £,

AR F— FOFHCRIIREEZ., EBENCHED% < TLRIED D AN ?

MDD 8 Ao ERRITIE L THIGRIN A ERT S\,

BEAR 2 4 71, loglog T THLRIED D AN ?

MDD 4 Ao

BikiE n=2 D EQfEREINTOETH, AX VX —Fbn=2 THFIDTTH?
AZVA—=Fdn=2 P L&fERL £, LrL, YV TVEBPSCEEEn=11CF 57 L,
FHREBRICHDODE TREL TFI Y,

B OAIEDOBRGETEIC DV THZ TF I\,

AT V=t EEHLAETIVI Ny ZITRL TR AN, BREETNERE TS,

8. MREARILESE
LA IR OFTAEF T 9,
& fuiEgY 7L

1.

BREAB (7Y NA < —Ruiask) (2% 30wk 6)
O W 1g DMK AE ML, 5RBEOTBS Mz, REVF AP —THREVF A AX(10A
Fa—27)4%, COREYF— % 500,000xg, 4C, 205 HE LT 5,
3 (50 mmol/L Tris-HCl, pH 7.6, 150 mmol/L NaCl, protease inhibitors [0.1 mmol/L di-
isopropylfluorophosphate, 0.5 mmol/L phenylmethylsulfonyl fluoride, 1 #g/mL Na-P-
tosyl-L-lysine chrolomethyl ketone, 1 #g/mL antipain, 0.1 zg/mL leupeptin])
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@ kB % 5 5O TBS/protease inhibitors (containing 1.0 mol/L sucrose) CHE&E L |
500,000 X g, 4C. 205 R LT 5,

@ R 3 58D 1% Triton X-100/TBS/protease inhibitors % il 2 THREYF A A(10 A+
H—2)3 5%, COREYHR—F%37TCTISHHEA VF 2 X—1 L. 500,000 x g T20%5[H
Ll e

@ T 3 58D 2% Sodium Dodecyl Sulfate (SDS)/TBS/protease inhibitors % il z TR &
VIA AT D, TOREVHR—FE3TCTIZHMA VFaX—FL, 500,000xg, 25C
TELT B

® WEIZ 1 mLD 70% Flk% hnz CGEF IR L . 500,000 X g, 4 CTiEHd 5,

©® L% 40 TSpeed VacTHEMEL . 100 xLODMSO % i1z . MRS MR K ) 15
W4 %, CODMSOBEMFEEMILA gid. HHARFE T-80C TRFET %,

@ WEIE, LECGL TFy FBOAZ VA — FHFRECTHRL . SHWEICHE - TT D,
FROBZRIE, A B40751,00065, A 842731005,

2. ALAMEA B (EEAxiE)

TEMEA g A IEd 588, Taad 2-136 LU 2200 G L&/ L £§, 2-30D0HI4L

AL &L T, WIENEA B SBEABOEVWEIT S ED LT LT ENTEET,

2-1. RIPA bufferz L\ 3 5%

(D protease inhibitor % ¥ /N L 7= RIPA buffer (250 mM NaCl, 1% NP-40, 0.5% Na-deoxycho-
late, 0.1% SDS, 50 mM Tris HCl, pH=8.0) 1 mLT<7 ZOR#H#EHI 100 mg# K€Y =
FAX(@25AFE—27)L T, 4C 100,000 X g T 20733 0>d %,

@ BB TEEEF v FORR VX — FHRETHRL T, BB TEL 9,

2-2. Tris bufferx AW\ 2 5%

@ protease inhibitor % #&l L 7= Tris buffer (150 mM NaCl, 50 mM Tris HCI, pH=7.6) 1 mL
TY 7 ADRMMAMFI 100 mg % REY 2 F A X (25 A+ —27) LT, 4C 100,000 X g T 20
Y %o

@ RECIGLTEERF Y FOAX VX — FHIKCTHML T, FMFICTH > TWEL 9,

2-3. 0% FBEERVDHE (BETRT)

@ #9150 mg OMEAE 1 mL O 70%FHRHFTHREV I A AX(G6A LI O—2)F+ 5, COREY
F— | %100,000 X gC 1 B¥HlE0F 5,

@ k% 1 mol/L Tris Base T20f5 7 L CTHFIT %,

@ Rk, BECIELTFy MEBOAZ v Z— FHPRCTHRL . BT > TES
5o

& BEEEEY T
@© BEL, RECIELTFy FMBOAZ VX — FAFIR CTHRL ., SHICH > THES %,
FROBERIE, Ap402°5f5, A A2 ZDEERET %,

& ERERY T
© HEE, RECIELTFy MBOAZ VX — FHEFIR CHRL ., SHPFHICH > THE S 5,
MO AZRIL, 50ff.

& MY 7L (BHFHS,9)

@© EDTAZKFZERIMAE % i\ CHRIL L 721 25,000 X g . 4°C, 155 a0 LI Z 53 %,
ComiEE, AR E T-80CTRET %,

@ BE, MEhOWEWBOME L RS 5720F v THBOAR VX —FHHFIRT 4 f5EHRL .
BEITHE > THT D,
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9. BEXM

1

2)
3)

4

fusd

5

6

7)
8

9

=

Suzuki, N., Cheung, TT., Cai, XD., Odaka, A., Otvos, L. Jr., Eckman, C., Golde, TE. and
Younkin, SG. : Science, 264, 1336 (1994)

Iwatsubo, T., Odaka, A., Suzuki, N., Mizusawa, N. and Thara, Y. : Neuron, 13, 45 (1994)
Asami-Odaka, A., Ishibashi, Y., Kikuchi, T., Kitada, C. and Suzuki, N. : Biochemistry, 34,
10272 (1995)

Scheuner, D., Eckman, C., Jensen, M., Song, X., Citron, M., Suzuki, N., Birb, TD., Hardv, J.,
Hutton, M., Kukull, W., Larson, E., Levv-Lahad, E., Viitanen, M., Peskind, E., Poorkai, P.,
Schellenberg, G., Tanzi, R., Wasco, W., Lannfelt, L., Selkoe, D. and Younkin, S. : Nature Med.
2, 864 (1996)

Kosaka, T., Imagawa, M., Seki, K., Arai, H., Sasaki, H., Tsuji, S., Asami-Odaka, A., Fukushi-
ma, T., Imai, K. and Iwatsubo, T. : Neurology 48, 741 (1997)

Hosoda, R., Saido, TC., Otvos, L., Jr., Arai, T., Mann, DMA., Lee,VM-Y, Trojanowski, JQ.
and Iwatsubo, T. : J. Neuropathol. Exp. Neurol., 57, 1089 (1998)

Borchelt, D., R., et al. : Neuron, 17, 1005 (1996)

Scheuner, D., Eckman, C., Jensen, M., Song, X., Citron, M., Suzuki, N., Bird, TD., Hardy, J.,
Hutton, M., Kukull, W., Larson, E., Levy-Lahad, E., Viitanen, M., Peskind, E., Poorkaj, P.,
Schellenberg, G., Tanzi, R., Wasco, W., Lannfelt, L., Selkoe, D. and Younkin, S. : Nat Med., 2,
864 (1996)

Kosaka, T., Imagawa, M., Seki, K., Arai, H., Sasaki, H., Tsuji, S., Asami-Odaka, A., Fukushi-
ma, T., Imai, K. and Iwatsubo, T. : Neurology, 48, 741 (1997)
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SEEFLFET .
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