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Code No. 290-82001

High Molecular Amyloid 8 Oligomer ELISA Kit Wako Ver.2

[Introduction]

Amyloid g (Af) is a peptide consisting of about 40 amino acids and accumu-
lates in the brain of Alzheimer disease patients forming a structure known as
senile plaques. Therefore, Af is considered as a causal factor of Alzheimer
disease. In recent years, an Af oligomer hypothesis has been focused. The
hypothesis is that soluble aggregates called Af oligomers resulting from po-
lymerization of Af monomers, causes synaptic failure in nerve cells, not in-
solubilized and accumulated Af fibrils. There are several types of AS oligo-
mers due to the difference in molecular weight, and low molecular Af
oligomers (such as low-n oligomer) and high molecular Af oligomers (such
as ADDL, Af * 56, proto-fibril) have been reported. This product is an ELISA
kit that can specifically measure high molecular Af oligomers.

[Performance])

Human cerebrospinal fluid (CSF) : 041 ~ 100 pM
Standard curve range Human plasma (EDTA), serum : 0.16 ~ 40 pM
*Based on 16-mer MAP peptide
Reactive Af oligomers >9-mer A S oligomer
Human CSF
Human plasma (EDTA)

Sample Human serum
in vitro A f oligomer
Human CSF : 25 uL (4 times dilution)
Sample volume Human plasma (EDTA) or serum : 50 uL (2 times
dilution)
Assay time 4.5 hours
Detection method Luminescence method
[Reagents supplied]
Components Condition Volume
. - 1 plate,
(1) Antibody (BANS50)-coated Plate Use as it is. 96 wells (8% 12)
(2) Standard Solution (10 nM) Use after preparation. 100 xL/1 vial
(3) Buffer Use as it is. 60 mL/1 bottle

(4) Biotin-conjugated Antibody
(BAN50) Solution

(5) Peroxidase-conjugated Streptavidin

Use after preparation. 100 uL/1 vial

Use after preparation. 100 zL/1 vial

Solution
(6) Luminescent Reagent 1 Use as it is. 6 mL/1 bottle
(7) Luminescent Reagent 2 Use as it is. 6 mL/1 bottle
(8) Wash Solution (10 X) Use after preparation. 100 mL/1 bottle
(9) Sample Buffer for Serum/Plasma Use as it is. 50 mL/1 bottle
(10) Plate Seal Use as it is. 4 sheets
Instruction manual 1 copy
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[Measurement principle)

The microplate is coated with anti Af antibody (BAN50). The standard
solution or a sample is added in a well to bind Af monomer and Af oligo-
mer to the antibody. Then, the biotin-conjugated anti A monoclonal anti-
body (BANS50) is allowed to react to bind only to the high molecular Af
oligomer in the well. In addition, the peroxidase-conjugated streptavidin is re-
acted. Finally, the peroxidase activity in the well is measured to determine
the concentration of high molecular Af oligomer in the sample. As a standard,
a 16-mer MAP peptide with 16 epitopes of anti-A f antibody (BAN50) is used
and the measured value is the value calculated on the basis of 16-mer MAP
peptide.

O Standard (16-mer MAP peptide)

— CGGGGSGDAEFRHDSGY
K ~ "~ CGGGGSGDAEFRHDSGY
/KT CGGGGSGDAEFRHDSGY
~ CGGGGSGDAEFRHDSGY

N k— CGGGGSGDAEFRHDSGY
™~ CGGGGSGDAEFRHDSGY

~ K= CGGGGSGDAEFRHDSGY

K ~ CGGGGSGDAEFRHDSGY
Kk — CGGGGSGDAEFRHDSGY

-~ ~CGGGGSGDAEFRHDSGY

\ / \K/CGGGGSGDAEFRHDSGY
K ~CGGGGSGDAEFRHDSGY

N K —CGGGGSGDAEFRHDSGY
-~ ~CGGGGSGDAEFRHDSGY
Nk —~CGGGGSGDAEFRHDSGY
~CGGGGSGDAEFRHDSGY

[Equipment or materials required but not supplied]

[] Purified water (distilled water)

[] Tubes for dilution of the standard solution/sample

[] Glass apparatuses (volumetric cylinders, beakers) for dilution of the wash
solution

(] Tip replaceable pipets (pipets with a disposable tip that can accurately pi-
pet 10 «L, and in the range between 200 and 500 xL)

[] Continuous dispensing pipet that can dispense 100 4L continuously

[] Water absorbent paper towel (to eliminate liquid remaining in plates after
washing)

[J Agitator (vortex type)

[] Microplate shaker (about 600 - 800 rpm)

[] 96-well plate washer (preferred if available) or washing bottle

[] 96-well plate reader (for luminescence measurement)

[] Data processing software

[Preparation of reagents])

(2) Standard Solution (10 nM)
Mix the Standard Solution (10 nM) and the Buffer as described below to
prepare the standard solutions.

For human CSF

Concentratlon.(pM) of Volume of the standard solution Buffer
standard solution

100 Standard Solution (10 nM) : 10 uL 990 uL
40.0 100 pM standard solution : 200 uL 300 uL
16.0 40.0 pM standard solution : 200 u L 300 uL
6.40 16.0 pM standard solution : 200 uL 300 uL
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2.56 6.40 pM standard solution : 200 u L 300 uLL
1.02 2.56 pM standard solution : 200 L 300 uLL
0.41 1.02 pM standard solution : 200 uL 300 uL
0.00 - 300 uL
For human plasma (EDTA) or serum
gt(::(:li:;'tgit(:ﬁ?tigiM) of Volume of the standard solution Buffer
100 Standard Solution (10 nM) : 10 xL 990 1L
40.0 100 pM standard solution : 200 uL 300 uL
16.0 40.0 pM standard solution : 200 uL 300 uL
6.40 16.0 pM standard solution : 200 uL 300 uL
2.56 6.40 pM standard solution : 200 uL 300 uL
1.02 256 pM standard solution : 200 uL 300 uL
0.41 1.02 pM standard solution : 200 L 300 uL
0.16 0.41 pM standard solution : 200 uL 300 uL
0.00 - 300 uL

(4) Biotin-conjugated Antibody (BAN50) Solution

Dilute the solution 100 times with the Buffer.

(5) Peroxidase-conjugated Streptavidin Solution

Dilute the solution 100 times with the Buffer.

(6) Luminescent Reagent 1 and (7) Luminescent Reagent 2

Mix Luminescent Reagent 1 and Luminescent Reagent 2 in 1 : 1 (vol./
vol.) 15 to 30 minutes before use. Store the reagent solution away from
light until use.

Example : Mix 6 mL of Luminescent Reagent 1 and 6 mL of Luminescent
Reagent 2 (when all of 96 wells are used)

(8) Washing Solution (10 x)

Dilute the solution 10 times with purified water (distilled water).
Example : Dilute 100 mL of the concentrated wash solution (10 X) with
900 mL of purified water (distilled water) (when all of 96 wells are used)

O Use other reagents as they are.

[Storage and stability of reagents]
(1) Antibody (BAN50)-coated Plate

Return unused (under a sealed and refrigerated condition) antibody-coated
strips in the zip-sealed pack in the container and store at 2 to 10C. The
stability is maintained within the expiration date.

(2) Standard Solution (10 nM)

When the kit is divided and used, take out the standard solution from the
refrigerator and dilute it immediately before use and keep the remaining
stock solution with the cap tightly closed at 2 to 10C without returning
to room temperature. The stability is maintained within the expiration
date. Use the respective diluted standard solutions immediately and do
not store them after use.

(3) Buffer

If a part of the solution is used, transfer a volume slightly greater than
the necessary volume in another container. Promptly close the cap of the
container containing the remaining solution tightly and store at 2 to 10T
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(6)

(8

9)

without returning to the room temperature. The stability is maintained
within the expiration date.

Biotin-conjugated Antibody (BAN50) Solution and (5) Peroxidase-conjugated
Streptavidin Solution

When the kit is divided and used, take out the solutions from the refrigerator
and dilute them immediately and keep the remaining stock solutions with
the caps tightly closed at 2 to 10C without returning to room temperature.
The stability is maintained within the expiration date. Discard the diluted
solutions remaining after use.

Luminescent Reagent 1 and (7) Luminescent Reagent 2

When the kit is divided and used, take out the reagents from the refrig-
erator and prepare them. Keep the remaining luminescent reagents with
the caps tightly closed at 2 to 10C without returning to room tempera-
ture. The stability is maintained within the expiration date.

Washing Solution (10 x)

Store the Wash Solution (10 %) at 2 to 10C with its cap tightly closed.
The stability is maintained within the expiration date. Discard the diluted
wash solution remaining after use.

Sample Buffer for Serum/Plasma

If a part of the solution is used, transfer a volume slightly greater than
the necessary volume in another container. Promptly close the cap of the
container containing the remaining solution tightly and store at 2 to 10C
without returning to the room temperature. The stability is maintained
within the expiration date.

[Preparation for sample]

[CSF] dilute 2-4 times CSF with buffer at room temperature.

[Plasma (EDTA) or serum] dilute 2 times plasma (EDTA) or serum with
Sample Buffer for Serum/Plasma and incubate 30 min at room temperature.

[Measurement procedure]

1

=~ W

10.

Wash the Antibody (BAN50)-coated Plate 4 times by filling the wells with
the prepared wash solution. Then, invert the plate on a paper towel and
pat lightly to eliminate the solution remaining in the wells.

. Dispense 100 uL each of the standard solutions at the respective concen-

trations in the reference standard measurement wells.

. Dispense 100 4L each of the diluted samples in the wells.
. Shake the plate using a microplate shaker.
. Attach the Plate Seal and leave to stand at room temperature (20 to 25C)

for 2 hours.

. After completion of the reaction, discard the reaction solution, fill the wells

with the wash solution, and wash the plate 4 times. Then, invert the plate
on a paper towel and pat lightly to eliminate the solution remaining in the
wells.

. Dispense 100 #L each of the biotin-conjugated antibody (BAN50) solution

to the wells. Shake the plate using the microplate shaker.

. Attach the Plate Seal and leave to stand at room temperature (20 to 25C)

for 2 hours.

. After completion of the reaction, discard the reaction solution, fill the wells

with the wash solution, and wash the plate 4 times. Then, invert the plate
on a paper towel and pat lightly to eliminate the solution remaining in the
wells.

Dispense 100 4L each of the peroxidase-conjugated streptavidin solution to
the wells. Shake the plate using the microplate shaker.
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11.

Attach the Plate Seal and leave to stand at room temperature (20 to 25C)
for 30 minutes.

12. After completion of the reaction, discard the reaction solution, fill the wells

with the wash solution, and wash the plate 4 times. Then, invert the plate
on a paper towel and pat lightly to eliminate the solution remaining in the
wells.

13. Dispense 100 uL each of the mixed luminescent reagents to the wells.

Shake the plate for 1 minute using the microplate shaker.

14. After agitation, determine the luminescent intensity using the 96-well

microplate reader (for luminescence measurement). It is recommended to
perform the measurement 10 to 20 minutes after addition of the lumines-
cent reagent.

15. Create a standard curve by plotting the concentrations (pM) of the standard

solutions along the X axis and the luminescence intensity along the Y axis.

Read the concentration (pM) corresponding to the luminescence intensity

of the diluted sample. Multiply the concentration read with the sample

dilution factor to obtain a measured value. Convert the measured value to

the concentration based on the 16-mer MAP peptide.

% Use of a tertiary polynomial equation with 4 or 5 parameters is recom-
mended for the arithmetic processing using computer software.

Calibration curve

For CSF(0.41-100 pM) For Plasma/Serum(0.16-40 pM)

RLU (x102)
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The concentration is a value converted on the basis of 16-mer MAP peptide.

[Precautions for use]

1.

©w

Use polypropylene containers when handling the sample. Storage in a
freezer at — 35C or lower is recommended when a sample is stored for a
long period of time. Do not repeat freezing and thawing. Thaw the frozen
sample and thoroughly shake just before measurement. Dilute the sample
just before use.

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

Centrifuge a sample with opacity and insoluble matter before measurement.

With a sample suspected of the influence of an interfering substance,
check the linearity of dilution of the same sample using 2 or more different
dilution factors. When a sample is diluted, dilute it with the Buffer in
advance using test tubes (PP, PE) and dispense in the measurement
wells. The dilution factor is 2 ~ 4-time dilution in the standard operating
procedure.

This kit should be used by a person who has completed the training for
the ELISA or under his/her supervision.

For measurement by the manual operation, the kit should be used by a
person who is well-trained for stable reproducibility of pipetting operation.
Wear gloves, goggles and protective gown during preparation and operation
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10.

11.

12.

13.

of the kit.

Take care not to touch the reagents to the skin. If any of the reagents of
this kit has adhered to the eye, mouth, wound or skin by error, promptly
take emergent measures such as washing thoroughly with tap water and
visit a physician if necessary.

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

Handle samples with thorough care as a substance with a risk of infection.
This kit contains animal-derived ingredients.

Immerse used samples and used consumables in 1% formalin, 2% glutaral-
dehyde or sodium hypochlorite solution at 0.1% or higher for at least 1
hour. Or, autoclave these before disposal. Discard the used consumables
and unused drugs in accordance with the rules of the testing site and local
regulations.

Do not mix the reagent of different lot numbers. Be sure to affix the Plate
seal during standing for reaction in each step to prevent well drying, con-
tamination of foreign materials, temperature bias and evaporation of the
dispensed reagents.

The ELISA is affected by the measurement environment. Strictly observe
measurement procedure and room temperature of 20 to 25°C (on the
experimental table or incubator) at the place for reaction on standing. Never
perform the measurement in an environment with air blowing (including
circulation from the air-conditioner) and low humidity.

[Example of measurement]
O Spiked recovery test

Not spiked +0.5 pM Std. +0.1 pM Std. +5 pM Std. +30 pM Std.
gll;;nrr?l:: Assay value|Assay value|Recovery|Assay value|Recovery|Assay value|Recovery |Assay value|Recovery
185 pM | 2.36 pM 102% 285 pM 100% 711 pM 105% 312pM | 97.8%
Not spiked +0.5 pM Std. +0.1 pM Std. +5 pM Std. +30 pM Std.
l-]el;run;n Assay value|Assay value|Recovery|Assay value|Recovery|Assay value|Recovery |Assay value|Recovery
158 pM | 207 pM 98% 259 pM 101% 6.64 pM 101% 319 pM 101%
Not spiked +3 pM Std. +6 pM Std. +15 pM Std.
gglrplan Assay value|Assay value|Recovery|Assay value|Recovery|Assay value|Recovery
516 pM | 801 pM 95% 10.6 pM 91% 18.1 pM 86%
Not spiked +10 pM Std. +15 pM Std. +35 pM Std.
gél;nzan Assay value[Assay value|Recovery|Assay value|Recovery|Assay value|Recovery
291 pM | 388 pM 97% 40pM | 993% | 599 pM 88%

O Dilution linearity

CSF Serum Plasma(EDTA)

AB oligomer(pM)

R? = 0.9956

AB oligomer(pM)
AB oligomer(pM)
©

00 02 04 06 08 10 0 0.2 0.4 0.6

o 0 0.2 0.4 0.6
Dilution Factor Dilution Factor Dilution Factor
®CSF1 o CSF2 o Seruml e Serum2 oPlasnal ®Plasma?

O Assay of clinical samples

Cerebrospinal fluid samples from subjects without Alzheimer's disease (non-
AD), patients with mild cognitive impairment (MCI), and those with Al-
zheimer's disease (AD) were assayed using this ELISA Kkit.
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CSF CSF

Age| Sex | MMSE Af oligomer (pM) 45 _[._
60 | M| 30 237 a0 -
60| F| 30 165 K

Control | 59 | M | 30 282 _ ™ T
46 | M 28 224 ?& 30
60| F | 20 131 £ 1 .
69 | F | 24 36 5 31 5
76 | M| 23 262 <

MCI | 82| M| 26 233 .
69| F| 23 267 15
3| F| 2 234
9 F | 10 356 " conel v o
88 | M| 24 313
62| M| 16 413
IR 39

63| M| 14 388
74| F | 16 325
76| M| 19 369
84| M| 16 431

[Outline of the measurement procedure]

[JReturn the plate and reagents thoroughly to room temperature (20 - 25C).

[ Dilution of the concentrated wash solution : Dilute 10 times with purified
water returned to room temperature.

(] Dilute CSF 2-4 times with buffer at room temperature (example : sample (60
uL) +Buffer (180 uL)).

[ Dilute serum or plasma (EDTA) 2 times with Sample Buffer for Serum/
Plasma and incubate 30 min at room temperature (example : sample (120 L)
+ Sample Buffer for Serum/Plasma (120 uL)).

[ Dilution of the standard solution (example) : Dilute with the Buffer returned
to room temperature.

For CSF

Concentration (pM) 100 40.0 16.0 6.40 256 1.02 041 0
Standard solution (xL) | 10nM: 10 ~/ 200 > 200* ~p> 200* ~p 200* /> 200 > 200* 0
Buffer (u1) 990 I 300 J] 300 J| 300 J| 300 J| 300 J 300 300
For plasma (EDTA) or serum

Concentration (pM) 100 400 | 160 | 640 | 256 | 102 | 041 | 016 0
Standard solution (L) [10nM: 10~ 200% 3> 200* <[> 200* <[> 200* <[> 200* 3> 200* 1 200* | 0
Buffer (uL) 990 1300 [ 300 J] 300 J 300 J] 300 J| 300 J] 300 [ 300

* : Standard solution at a 1-step higher concentration

[] Antibody (BAN50)-coated Plate

[] | Washing 4 times (*(i))

[] Sample or standard solution 100 uL/well

[] | Shake(* (i), 2-hour reaction at room temperature (20 - 25C), standing (* (iii) )
}

[] *Preparation of the biotin-conjugated antibody (BANS50) solution (dilute
100 times with the Buffer returned to room temperature)

[J | Washing 4 times (*(i))

[] Biotin-conjugated antibody (BAN50) solution 100 uL/well

[J | Shake(*(ii)), 2-hour reaction at room temperature (20 - 25C ), standing (* (iii) )
}
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[J *Preparation of the peroxidase-conjugated streptavidin solution (dilute
100 times with the Buffer returned to room temperature)
[] | Washing 4 times (*(i))

[] Peroxidase-conjugated streptavidin solution 100 L/ well
[] | Shake(*(ii)), 30-minute reaction at room temperature (20 - 25°C ), standing
(* (i)
|

[] *Preparation of the luminescent reagent (mix Luminescent Reagent 1
and Luminescent Reagent 2in 1:1 (vol./vol.))
[] | Washing 4 times (*(i))
[] Luminescent reagent 100 uL/well
[] | Shake for 1 minute at room temperature (20 - 25C)
[] Measurement of luminescence intensity (to be measured between 10
and 20 minutes)

(*(i)) In each washing, dispense the wash solution in the wells, shake lightly
for 10 seconds on the palm and discard. After 4 consecutive washings, invert
the plate on a paper towel and pat to eliminate the wash solution completely.
After elimination of the wash solution, promptly dispense the subsequent
solution taking care not to dry the wells. The volume of the wash solution to
be pipetted to the plate is about 300 uL/well.

(*(ii)) Shake 3 times each at about 600 - 800 rpm for 10 seconds.

(*(iii)) After completion of agitation, attach a Plate Seal and leave to stand.
Peel the protective paper from the Plate Seal and attach the adhesive side to
the plate. Never re-use the Plate Seal used once.

[Storage condition] Store at 2 to 10C.
[Expiration date] Indicated on the label
[Packaging] For 96 tests
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31— K No. 290-82001

=mAF7I04 FBFY 37— ELISA #v 73— Ver.2

[iZtwic]

TIUAFBR (AB) i3 M40 7 I VWO SHHERTF FT, TN, T—
WEBEOMMNICERL T, BABLWIMELZERLET, 20720 AT
WINAS—IHOBFERRT-E LTEZSRTWE T, W4, A, F/LA
ApB Fibril Tl3%<, A BE/ R —DELALZALF Y T — LIRIZN B0
PEBE AR DRI > F T AR EZ 525 L) A B+ ) I~ —KFANEH
ENTVwET,

ABF ) T —ICiE, FTEOECP SV OPFEED Y., K5 T0 AL+
) I~ — (Low-n oligomer 72 &) & &5 F® Af+ 1) I~— (ADDL. Ap™
56, proto-fibril 2 &) AWMEHE I N TV E T, Aid, 9 BEKU LOEST AR
) I — 2 FERMICIE W RE R ELISA ¥ v b T,

[% v PERE]

b MEF A (CSF) : 041 ~ 100pM

T e A5 A R v b - M4 (EDTA) Hifk : 016 ~ 40pM
¥ 16 Bk MAP X7 F N5

KISd 5 ABF) T~¥— = 9mer Af+) I~ —
=i

HIIVES TN v b - mi4E (EDTA)

in vitro A4V I~ —

b MBI C 25 uL (4 REAVRREY)

LRI b M - Im4E (EDTA) : 50 uL (2 BsAf)
5 I 4 W 30 53

T L%

[ FA]

e R Fo -y
(1) Antibody (BAN50)-coated Plate 17L—+}
ifk (BAN50) LT L— TOTIMA o els (8x12)

(2) Standard Solution (10nM) e

AR 1004l 1K

(10nM)
(3) Buffer/ #%E ik ZOFFEMH  60mL 1A
(4) Biotin-conjugated Antibody (BAN50)

Solution TGN 100ul /1A

vt T s EEBUA (BANSO) ¥R
(5) Peroxidase-conjugated Streptavidin Solution
RVEFFVF—EREEA ML T MTEY Y REGBHE  100ul /1K

B
(6) Luminescent Reagentl /Z&6ak3 1 ZOFFMA 6mL 1A
(7) Luminescent Reagent2 /Z& 33k 2 ZOFFMA  6mL 1A
(8) Wash Solution (10x )/ ##HE (10x) L% Al 100mL 1 &
(9) Sampic Buller or Scrum/Plasma ZOTEMWH  50mL /14
(10) FL—bt¥— 0% FMEH 48
TR B 1%k
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[0 52 D5 B ]

WEZL— hodhiziddit Ag itk (BAN50) AFEHLEhTwET, 2w
KSR E 72 32 AR THKICABE /Y —BX WAL A ) Iv—%
HESEET, TO% U T VEERPLABE 7 u—Fudifk (BANSO) %
G & T, PITVHADESTALF) IX—DOAREESET T, SHIIRNV
FEIVYV—EREAINL T PTEY VRS ST T, REICT DL HRORL
FTF VT -LEEZNET LI LICE). RETFOEST AfF ) I —0iE
EaRRDHILENTET T, BEHREMICITHN APk (BANSO) O Y h—
THN6 ARG L7216 BIKMAP X7 F F2MHLTH Y. WEMHIE 16 Ei4K
MAP R7'F FCHEL72fEI2 %) £5,

Offfem (16 #E MAP X 7'F )

«— CGGGGSGDAEFRHDSGY
K~ CGGGGSGDAEFRHDSGY
/K\\K/CGGGGSGDAEFRHDSGY

~ CGGGGSGDAEFRHDSGY

K\ «— CGGGGSGDAEFRHDSGY

/ K > CGGGGSGDAEFRHDSGY
\ — CGGGGSGDAEFRHDSGY

K ~ CGGGGSGDAEFRHDSGY
« —CGGGGSGDAEFRHDSGY

~ X ~CGGGGSGDAEFRHDSGY

\ <\ ZCGGGGSGDAEFRHDSGY
~CGGGGSGDAEFRHDSGY

N  — CGGGGSGDAEFRHDSGY
~ X ~CGGGGSGDAEFRHDSGY

\  —CGGGGSGDAEFRHDSGY
~CGGGGSGDAEFRHDSGY

K

[HERI% R & UV%H])

ORIk (ERK)

OB AR T 2 — 7

OREEAPAY T AL XAV ) ¥ — - ¥—h—)

(JF v 7B ERY b (HWETF v 7 TI0ul Z EFEICERY 54 V7T
E5H0D, BXU200~500ul #IEFEICERY T4 YT TELHD)

(R EE Xy by 100 ul 2 WkiiETE 5 5 D

(R—==F FVEOWAKMED D BB D (FRGFHICT L — M- 722 LY
<)

[(HEHE2: (Vortex # 4 7)

O~427uv7L—MEE S (F600 ~ 800rpm)

(096 7 = v 7L — bHEER (BIUIEFE L) F 72213065 K

(196 v V7L — Y —%— GEGMEM)

OF—2Wigy 7 b7

[FAEH o 8L ik]

(2) EE#eE (10nM)

PR (10nM) &R A TRLo & 9 ICREG L ORI AR LCTT
éb\O

- b MR B

e g (oM AR O AT
100 J (10nM) : 10 4L 990 uL
40.0 100pM D FE#EFE + 200 uL 300 uL
16.0 40.0pM DOFEHEFHE : 200 uL 300 uL
6.40 16.0pM DOEEHEF - 200 uL 300 uL
2.56 6.40pM DEEHEHE © 200 uL 300 uL
1.02 2.56pM DFEHERE © 200 uL 300 uL.
0.410 1.02pM OFEHEGEE : 200 uL 300 uL
0.00 - 300 uL
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- & ML - A (EDTA) B

BRI (pM) BRI OF & A i
100 B (10nM) : 10 uL 990 uLL
40.0 100pM DFEE T © 200 uL 300 4L
16.0 40.0pM OFEHEFHE * 200 uL 300 uL
6.40 16.0pM DEEHEFH - 200 uL 300 uL
2.56 6.40pM DFEHERHE © 200 uL 300 uL
1.02 2.56pM DELHERE © 200 uL 300 uL
0.410 1.02pM OFEHEFEE : 200 uL 300 uL
0.164 0.410pM DEEAEZHE © 200 uL 300 uL
0.00 - 300 uL

(4) €4 F UiEahifk (BANSO) R
BT 100 BEICTHHLCTF S,

B) RNVFFVF—EREA LT ITEY VBR
MR 100 5 ICAMLTTF & W,

(6) FNRIE L BX O (7) Fa#E 2
i34 15~ 30 40Hiic, FGRIE L E%86R¥E2%21:1 (vol/vol) T
RELTLEE W,
T2 ETERL TBNTL RN,
B 3SR 1 (6mL) : FOLIE 2 (6mL) oA (96 7 TV ETHEH T

BY

(8) P (10x)
KK GERK) TL0RACAHRUABH L TL 28w,
B 0 100mL O #EHE PR (10 ) + 900mL OFFHAK (FEEAK) (96 7 v
ETHRTA55)

OZFDMORIEZZDOEFHML T3,

[FAFEDRETE & A7 i L)

(1) Hufk (BAN50) REA#HILT L — b
KM BHIREEZ RS 7ZIREBTY =V EZHDP L Tnewv) HUREH{EA
M)y ZTREMWMOY v T2 —=N8y ZIZREL, £0FF 2~ 10CTRIFL
TT & AAMBENEEEZ RS 7,

(2) R (10nM)
Fo MESELCHENT HBUIME 3 5 RN EREE L OB L AR
WL, BRYOFRITERIIEST, HHIZELX Lo MO, 2~10T
TRELTT S, ARIWRNLEEZ RS 3. AL &2 S
EHIHEHL, AILEWT TS0,

(3) FRAE
BHO—HE T 2BELERLI VP LLEOORZHOEHEIIB L, K
DIREIIIA ST, BEHIZHEZ Lon D, 2~ 10CTRIFLTF S,
HAWIRAZ e 2 RS £,

(4) €4 F U Hahuk (BANSO) #HEB LY B) Nt F ¥ ¥ —EfEHA b
L7 b7 EY VIR
Fo b ESELUTHENT S BIEARENCH B L )Y B LABGRR L,
B OFERITSEEICE ST, EHICHEZ Lo D, 2~ 10C THRAFE
LTI, HRIIRNZEEZ RS T3, FHKD ORPEABRITEESE
LTPF3W,
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(6) FEAEE 1 B LT (7) Bk 2
Fo bR LTHENT2BIEEHREL DR HUNRE LTS v,
RO OFNGERFEII RIS E S, BHICEZ Lo») LMD, 2~10CT
AL TL 28 v ARHRNE EEZ RS 9

(8) #igit (10x)
W (10x) 2RET2HEE, HELon) LMD, 2~ 10T THRE
LTFE e AR E 2 RS £ 3 AR D ORMPE AT
BEFELTT &\

(9) B2 ML FA AR 1A A S
BHO—HE T 2BELERL VP LLOORZHOEHEIIB L., &
DIREIIE ST, BHIZHEZ Lon D, 2~ 10CTRIFLTTF S,
WA EE 2 RH £,

[ S 5 k]
LB X DERL 726 MBI, SBiRAL L7285 T 2 ~ 4 B2 Bk,
WEAIT-TL &N,
2. BFICX DML 72 M, 1% (EDTA) &, Sl b U 7z 055 i i i
KRB T 2 AL CERIELT 30 A FHER. WEZIT-> TS,

[0 521 ]

1. fifk (BAN50) FEHHILT L — MZH S LoFE L %2 &7 Vi
iﬁﬁf:b\ 4IIEEHLE T FOHB, R=N=FF VAR EDLETTL— %5

VIBECIIEDIFA L TYINIIER S WA B X F4,

2. F‘ﬂ@nmﬂl 7 TOVIC IR IE OREREZ 100 ul 3205 L 3,

3 RARIE 7 OV ISR F 72 3R BN A BGR B L 22k & 100wl 37
OMELE T,

434707 —MREIEREEZHCTHEELE T,

5 7V —F¥—nEIEY, FiR (20 ~25C) T2HEMEEL I,

6. BUGHE T, BB % 3 TR A2 £ Vi Ly 4P L 9. £
D R=N=FF N EDLETT L= 2L, BLMED2175 &
LTINS -2 B & 9,

7. %7 T VIZEF F U RAPUE (BANSO) ¥ 100 uL ¥ EL T, <A
ru7L— MEEIHRREEZRVTHEELE T,

8 7V —1r¥—nEIEY, FiR (20 ~25C) T2HEMEELE I,

9. FUBH T #, BUBT 2 & CoEml 2 Sy 2V iCimz L4 mgks L3, £
D R=N=FF N EDLETT L= 2L, BLME2175 &
LTINS -2 B & 9,

10, B TIVIZRVFF T F—BREGA ML T P TEY Vi E 100 ul $2o%0
HELET. A 2707 L= MEEIBRLZEZHOTHELE T,

1. 7L =+ = &8i0, = (20 ~25C) T3040 MEEL 3,

12, IS T . IS 2 38T & % 7 = v (ﬁ%tt4lﬁlo’c@bi?o z
D R=N=FF N EDLETT L= 2L, BLMEDO175 &
LTINS -l E ) B & 5,

13, %7 TOVICIRFIERE L 7258638 % 100 uL 320 L EFT. v M4 707 —
MREED 2 HWT LM, HIELET,

4. iR, %6 v~ 70 SL— ) =¥ — GEGHEMN) TIHRGMEZ
WE L 3. FERERIMBE. 10 5~ 20 5O TOMWEZHERL 5,

15. X il & B e s B2 (pM) . Y Bl & G B oAl A T L 37 A
PBARDFERBENFIE T B (pM) &AM 90 Ao 72
AR B 2 2 TlE i e LE 3. e L 16 =k MAP R7F Fif
HToOREERYET,
¥V =%V 7 NTOWBMIETIE, 3IRETN, 4 F72135/85 A —

F—OfiHEBEDHELET,
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A A1
For CSF (0.41-100pM) Mg, 7% (0.16-40pM)

100000 100000

10000 // 10000 /o
1000

N § 1000
x =
100 / 100 /
10 10
0.1 1.0 10.0 100.0 0.1 1.0 10.0 100.0
AB oligomer (pM) AB oligomer (pM)

MILEEL 16 B MAP R 7 F F osifi

[ i)

1 BifkE ANDZELGERY) 7L VEO{0ZMH L TL 23w, Bk
EMICRET 2561, - B5CUTTORMBMRE LML T3, HYEL
OHAERIFRIT T TTF S\ HURE L Z2MARIEIE 9 2 AT sl L FE 551
BELTT &V, F-RAEOFFIZARRALLTTF S Vv,

2. I L 72 iR MR E MR D R W TT S vy,

3. % ) OB O B B Ridaa 0o S CRr R Bl E W T & v,

4. Wi EWE OB EED L oBiRiE, F—BARIcB T, 2 EORE 2
RECTHREMMEZHERALTCT 3w, MEKZERT L2541, H52LD
MERE (PP, PE) &2 OB F 72 3R cAmLilgy = v
IZHELTF &V,

5. K¥ v NI ELISA 002 T L2, FA3KEED T TIHIH T X
Wy,

6. AFEEBAETIET ABICIR YRy 7 1 ¥ ZFEEO BB RE LTS
T v,

7. MEARIE VIS AR v MR TS, IREE, REHAERE HIZOTTTF 3w,

8 RIFZ LF NI 2 VTTFE v, A%y FORIEI ST By L BEL
B8 AT A L7285 E 130 B IR KR TRV I T F 0 s 2L E % 17
W, BELESZEMOT U TEZIFTTTFE W,

9. ARFy MEMAL TV AII CIRERERBEZ LW T T E W,

10. MAKIZEFDO GRS H LD DL LTRMIFEELTHYF->TTFE v, K
¥ v MIBWHROE G EEATHE T,

11 R EAOBAR, L EEMSIE 1% Fv~<) v, 2% 7V — )7
T FFE21301% D LoRHEEEES b LEHC 1 REMUERGTT
By, 23— M7 L— 7B L CHEELTF SV, LN
X2 R0 P 0 3 B T I Mt o0 5 3 DU A M I 0 13 4 L2 BE o CBEBE L
TTF &y,

1220y EFOE)RELRJIRETHEDLZVTT EV, HAT v 7 TOHIE
FOBKEIZIE, 7 IV oRzf, Y oRA, WEORY . SEREORE %
itk 3 5%, 37— by —N2lEoTFEW,

13. ELISA #:3 e BB & 0 382 520 F 37, e i DS 3 A o S8 -
20 ~ 25C (EEH LT 72134 v F 2 _— Y NERE) # T LTF X, F72,
JAE (m7 3 yEDEt) REOBE T TOWEILETTF Sw,
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(52 i)

ORI R
) i +0.5pM AL +1pM B +5pM L +30pM AR HE
é&m"% 5 il HEM  |Recovery| MMl |Recovery| WM |Recovery| %Ml |Recovery
1.85pM 2.36pM 102% 2.85pM 100% 7.11pM 105% 31.2pM 97.8%
. A +0.5pM AL +1pM B +5pM L +30pM AR HE
é{;{ﬂmg 5 il HWEM  |Recovery| Ml |Recovery| &M |Recovery| %Ml |Recovery
1.58pM 2.07pM 98% 2.59pM 101% 6.64pM 101% 31.9pM 101%
| A +3pM FRHEIE +6pM +15pM BLHE L
gi%%%ﬁ 5 it JEM  |Recovery| PWEME  |Recovery| &M  |Recovery
5.16pM 8.01pM 95% 10.6pM 91% 18.1pM 86%
L A +10pM B +15pM B +35pM BT
gﬁ%%ﬁ HE HEM  |Recovery| MI%EM |Recovery| HIEM  |Recovery
29.1pM 38.8pM 97% 44.0pM 99.3% 59.9pM 88%
OFBUE #14:
CSF m#% (EDTA)

R? = 0.9956

AB oligomer(pM)

0.2 0.4 0.6 08

AB oligomer(pM)

AB oligomer(pM)

U 0.2 0.4 0.6 0 0.2 0.4 0.6
Dilution Factor Dilution Factor Dilution Factor
® CSF1 e CSF2 * Seruml e Serum2 ®Plasmal @ Plasma2
< YIS
ORI T DH5E

JEFRAEH (Control) EREEFRMEEEH (MCD). 7 VY A < —FE#E (AD)
DRFF R % A ELISA T L 720

ﬁﬁﬁWUMM$ETffT&7H@M) = ki
69| M| 30 237 %0 -
60| T | 30 165 K
Control [ 59 | M | 30 282 - *1 T
46 | M 28 224 EE
60| T | 20 131 £ 1 .
69 | F | 24 36 5 31 5
76| M| 23 262 <
MCI |82 | M| 26 233 .
69 F | 23 267 15
B|F| % 234 wl _ ;
9| F | 10 356
8| M| 24 313
62| M| 16 413
ap LB 13 395
63| M| 14 388
7| F | 16 325
76| M| 19 369
8| M| 16 434
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(052 T N ]

O7 b=, AFEEz 5 ICRm (20 ~25C) WRLTFE W,

Ll e s o AR - il L 72RERK T 10 SR L TF S v

LICSF #efk % Sl U 7R i T 2 ~ 4 5B (F) BAk - 60 uL + MR A
180 uL)

Clf4E (EDTA) & L <IZMui#efk 2 in b U 7z i e i B sl B3 < 2 %
AirBL T 30 ik
(B Mefk 120 wL + ML AR AT B © 120 L)

(R O/ (1) © KAl L2 EE < HRLTT S v,

EC N R i N

W (pM) 100 400 | 160 | 640 | 256 | 102 | 041 0
R (ul) U 10 > 200% 4[> 200 P 200% [ 200% 1> 200F > 200* 0
R (ul) 990 J| 300 JJ 300 J[ 300 J| 300 J 300 J 300 300
T - A (EDTA). i

W (DM) 100 400 | 160 | 640 | 256 | 102 | 041 | 016 0
B (ul) 100M: 10 +f» 200% 11 200% 41 200% 1> 200* 1} 200* 4> 200* 1} 200 | 0
MR (ul) 990 I 300 J] 300 J] 300 J] 300 J[ 300 J] 300 J| 300 | 300

* 0 O & ORI E OB HE L

] btk (BAN50) FERIET L — T
O | g 4m (x@D)
[ B & 72 e v 100 uL/ 7 TV
O] 4 88 (@), i (20 ~25T). 2MRMBUG, #HiE (%0)
)
(] * U F otk (BANSO) i FiH (BiRAL L 228 < 100 545

MLTFEW)
O ) P am (x@D)
U et 7 UHiahid (BAN50) Wi 100 uL/ 7 T )v
O] 4 itk (x@), =i (20 ~25C), 2KEHBUS, #HE (%©)

!
(]« R_VFFITF—YHEEAIN LT M TEY VEROME (Bl L 72851
T 100 AR L TTF & W)
O g am (x@D)
OXVEFFTF—EHBAAILT I TEY VIR 100 L/ 7 =)V
O] $it4 (%x@), =R (20~ 25T). 30 3 HBUG. HE (%Q)
)
O 3RO GOERIE 1 38R 2 = 1:1 (vol/vol) (ZIRFAIFHE)
O] | #HiF4m (x@D)
O] FeEaAsE 100 uL/ 7 =)V
O] ) 140 #dk =i\ (20 ~25C)
O] FEsmEE e (10 2~ 20 2 DN HIE)
(@) PRI T 7 T VIZER. FOOLO ETI0RIZERIRD
BEHEL ¥, 4 MERPES R, X— 8= FF NV R L — P EFBESICLTINE
VR A S AT A L E 3o SRR 221 Y TV ORI L CRO
FEBIOEFELT T, R E EXy N THRINT 5B oM = H % & 300 ul
IV TY,
(@) fitfEo H%13 600 ~ 800rpm-10 #[]. 3 [,
(@) HERTHT L=y —=VEIEVEHELTCTFE VW, 7=y =i
PRAEMAFAL T, BiAmMzZ 7L — ML TH DT TR S, —BEMIAL
727V — b= NVIEFHHEHALZVTTFE W,
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[ 2] 96 Inl ]

[2% i)
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