FUJIFILM

Code No. 298-81701

Phosphorylated Tau T181 ELISA kit Wako

(Introduction]

Tau is a microtubule-associated protein that is mainly expressed in neurons in the central
nervous system and regulates stability of microtubules. In the brain of patients with
Alzheimer’s disease, the aggregates of phosphorylated Tau, and neurofibrillary tangles are
formed, and the extent of formation has been reported to correlate with severity of dementia.
Therefore, Tau has been studied to investigate causes of Alzheimer’s disease and to develop
drugs for treating the disease. As the concentration of Tau and phosphorylated Tau in
cerebrospinal fluid (CSF) of Alzheimer’s disease patients is higher than that of non-dementia
patients, it is important to measure the concentration of Tau and phosphorylated Tau in
CSF. This product is high sensitive ELISA kit to measure Tau with phosphorylated threonine
181 (T181) in CSF.

[Kit Performance]

Range of calibration curve 4.40 - 500 pg/mL

Measurement subject Tau pT181

Sample Human cerebrospinal fluid (CSF)*
Sample volume 20pL

Measurement time 15-18h + 2h

Detection method Luminescent system**

*k Not recommended for plasma and serum.
* *Requires luminescence plate reader for measurement

[Kit Content]
Component Condition Volume or quantity

1 Antibody-coated Plate Use as is 1 plate 96 wells (8 X12)
2 Phosphorylated Tau Standard Use after reconstitution 1 tube
3 Buffer Use as is 60 mL/1 bottle
4 Biotin-conjugated Antibody Solution Use after preparation 100 pL/1 tube
5 | Peroxidase-conjugated Streptavidin Solution | Use after preparation 100 pL/1 tube
6 Luminescent Reagent 1 Use as is 6 mL/1 tube
7 Luminescent Reagent 2 Use as is 6 mL/1 tube
8 Wash Solution (20x) Use after preparation 50 mL/1 bottle
9 Standard Buffer (blue color) Use as is 12 mL/1 tube
10 Sample Buffer (red color) Use as is 50 mL/1 bottle
11 Plate Seal 3 sheets
12 Instruction for use 1 copy

[Principle of assay]

On wells of an assay plate, anti-phosphorylated Tau T181 monoclonal antibody (epitope,
Tau pT181) is immobilized. To these wells, the standard solution or sample and biotinylated
anti-Tau monoclonal antibody (epitope, 211-231a.a. or center part of Tau) are added for
reaction. Then, peroxidase-conjugated streptavidin is added for reaction. Finally, by measuring
the peroxidase activity in each well, a concentration of phosphorylated Tau T181 in the
sample can be determined.

[Equipment or materials required but not supplied]
[J Purified water (distilled water)
[[J Tubes for dilution of standard solution/specimen

—1/16—



Administrator
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[] Glass apparatuses for dilution of washing solution (graduated cylinder and beaker)

[ Pipets with a disposable tip (ones capable of accurately transferring 10 u L and 100 to
500 p L of liquid)

[J Dispenser capable of dispensing 50 L or 100 p L continuously

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

[J Mixer (Vortex type)

[ Microplate shaker (about 600 to 800 rpm)

[[1 96-well plate washer (if available) or bottle for washing

[J 96-well plate reader (for luminescent assay)

[J Data processing software

[Preparation methods of reagents]

Make sure that all kit reagents are brought to room temperature (20°C to 25°C) before
use.
(1) Preparation of standard solutions

Reconstitute Phosphorylated Tau Standard with purified water as specified in Appendix*
(to prepare the Standard Stock Solution at 10 ng/mL), and prepare the standard solutions
by mixing with Standard Buffer provided in the kit as specified in the table below.
*Because the volume of purified water to be added differs from lot to lot, check the volume

specified in the Appendix.

Concentrat%on in the standard Volume of the standard solution Standard Buffer
solution (pg/mL)
500 Stock solution (10 ng/mL) : 50 L 950 L
227 Standard solution (500 pg/mL) : 200 u L 240pL
103 Standard solution (227 pg/mL) : 200 u L 240pL
47.0 Standard solution (103 pg/mL) : 200 u L 240pL
21.3 Standard solution (47.0 pg/mL) : 200 u L 240pL
9.70 Standard solution (21.3 pg/mL) : 200 u L 240pL
4.40 Standard solution (9.70 pg/mL) : 200 u L 240pL
0.00 - 240 4L

(2) Biotin-conjugated Antibody Solution
Dilute this reagent 100 folds with Buffer.

(3) Peroxidase-conjugated Streptavidin Solution
Dilute this reagent 100 folds with Buffer.

(4) Luminescent Reagent 1 and Luminescent Reagent 2
Mix the Luminescent Reagent 1 and Luminescent Reagent 2 at the ratio of 1 : 1 (vol./
vol.) 15 to 30 minutes before use.
Protect the mixture from light until use.
Example : Mix 6 mL each of the Luminescent Reagent 1 and Luminescent Reagent 2
(when all of 96 wells are used).

(5) Wash Solution (20X)
Dilute the Wash Solution (20 X) 20 folds with purified water (distilled water) for use.
Example : Mix 50 mL of the Wash Solution (20x) with 950 mL of purified water (distilled
water) (when all of 96 wells are used).

O The other reagents are directly used.

[Stability of reagents and storage methods]
(1) Antibody-coated Plate

Unused antibody-immobilized strips (kept refrigerated and sealed) may be returned
into the zip-seal bag provided in the kit and stored at 2°C to 10°C . They are stable within
the shelf life.
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(2) Phosphorylated Tau Standard

Reconstitute Phosphorylated Tau Standard with purified water as specified in Appendix*
to prepare the Standard Stock Solution at 10 ng/mL. Then, prepare the standard solutions
with the Standard Diluent provided in the kit, which has been brought to room temperature.
For the volume of purified water to be added, see the Appendix. (*Because the volume of
purified water to be added differs from lot to lot, check the volume specified in the Appendix.)
Use the prepared standard solutions immediately and do not store these.

(3) Buffer

If a part of Buffer is used, transfer the volume slightly greater than needed to another
container, immediately close the lid tightly without bringing the remaining Buffer to room
temperature, and store at 2°C to 10°C. They are stable within the shelf life.

(4) Biotin-conjugated Antibody Solution and (5) 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 lid tightly without bringing the remaining
Stock solution to room temperature, and store at 2°C to 10°C. They are stable within the
shelf life. Discard the remaining diluted solutions if any.

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

If the kit is divided for multiple assays, use these reagents for preparation just after taking
out of the refrigerator, immediately close the lid tightly without bringing the remaining
Luminescent Reagents to room temperature, and store at 2°C to 10°C. They are stable
within the shelf life.

(8) Wash Solution (20X)
Store the Wash Solution (20x) with the lid tightly closed at 2°C to 10°C if applicable.
They are stable within the shelf life. Discard the remaining diluted washing solution if any.

(9) Standard Buffer and (10) Sample Buffer

If the kit is divided for multiple assays, use these diluents for preparation just after taking
out of the refrigerator, immediately close the lid tightly without bringing the remaining
diluents to room temperature, and store at 2°C to 10°C. They are stable within the shelf
life.

[Preparation method of samples]
Dilute a sample 3 folds with the Sample Buffer (red) that has been brought to room
temperature (example, 20 L of sample + 40 p L of Sample Buffer).

[Assay procedure]

. Fill each well of the Antibody-coated Plate with the prepared washing solution, and

empty the wells. Repeat this washing operation 4 times. Then, reverse the plate, and

tap it against paper towel lightly to remove the remaining liquid from the wells.

To the standard assay wells, dispense 50 p L of each standard solution as specified.

. To the sample assay wells, dispense 50 p L of each sample diluted with the Sample
Buffer (prepared sample) as specified.

. Agitate the plate on a microplate shaker.

. Affix a plate sealer onto the plate, and allow the plate to stand at 2°C to 10°C for 15 to
18 hours.

. After end of the reaction, discard the reaction mixture, fill each well with the washing
solution, and empty. Repeat this washing operation 4 times. Then, reverse the plate,
and tap it against paper towel lightly to remove the remaining liquid from the wells.

7. To each well, dispense 50 p L of the biotin-conjugated antibody solution. Agitate the

plate on a microplate shaker.

8. Affix a plate sealer onto the plate, and allow the plate to stand at room temperature

(20°C to 25°C) for 90 minutes.
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10.

11.

12.

13.

14.

15.

. After end of the reaction, discard the reaction mixture, fill each well with the washing
solution, and empty. Repeat this washing operation 4 times. Then, reverse the plate,
and tap it against paper towel lightly to remove the remaining liquid from the wells.
To each well, dispense 50 p L of the peroxidase-conjugated streptavidin solution. Agitate
the plate on a microplate shaker.
Affix a plate sealer onto the plate, and allow the plate to stand at room temperature
(20°C to 25°C) for 30 minutes.
After end of the reaction, discard the reaction mixture, fill each well with the washing
solution, and empty. Repeat this washing operation 4 times. Then, reverse the plate,
and tap it against paper towel lightly to remove the remaining liquid from the wells.
To each well, dispense 50 p L of the prepared luminescent reagent mixture. Agitate the
plate on a microplate shaker for Iminute.
After the agitation, determine luminescent intensities with a 96-well microplate reader
(for luminescent assay). It is recommended to determine the intensities within 10 to
20 minutes after addition of the luminescent reagent mixture.
Prepare the standard curve by plotting the concentration (pg/mL) in the standard
solution on the horizontal axis and the luminescent intensity on the vertical axis. Read
the concentration (pg/mL) corresponding to the luminescent intensity of the diluted
sample. Multiply the read concentration by the dilution factor (3) to obtain the assay
value.
It is recommended to use a polynomial of the 3rd degree or 4 or 5-parameter logistic
fitting if the processing is performed by computer software.

Calibration curve (example)

RLU (x102)
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[Precautions for use]
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. Use polypropylene containers when handling the sample. It is recommended to store
the sample frozen at —35°C 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.

. 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 Sample Buffer.

. The kit shall be used by personnel who have completed training for enzyme-linked
immunosorbent assay (ELISA) or under supervision of a director.

.If the assay is manually performed, personnel who handle a pipet in a reproducible
and stable manner shall be engaged.

. Wear gloves, glasses, and protective garment during preparation and operation with

this kit.

Avoid skin contact with reagents. If contact of a reagent of this kit with the eye, mouth,

wound, or skin occurs, provide a first-aid treatment such as immediately washing the

contacted area with tap water thoroughly, and seek medical advice where necessary.
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10.

11.

12.

8. 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 infec-
tion risk. This kit contains animal-derived ingredients.

Soak used samples and consumables in 1% formalin, 2% glutaraldehyde or 0.1% or
higher sodium hypochlorite solution for at least 1 hour. Or autoclave such materials
for sterilization before discarding. Discard used consumables and unused chemical
agents in accordance with rules of the facility as well as applicable local laws and
regulations.

Do not use reagents with different lot numbers together. 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 20°C to 25°C (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.

[Examples of assay operation]

O Spiked recovery test

. Spiked with pTau at Spiked with pTau at Spiked with pTau at
Human None-spiked 20 pg/mL 100 pg/mL 200 pg/mL
?lirizb[rlo]spmal Assay value |Assay value| Recovery [Assay value| Recovery |Assay value| Recovery
53.7 pg/mL |73.4 pg/mL| 98.5% |147 pg/mL| 93.3% |271 pg/mL| 109%
. Spiked with pTau at Spiked with pTau at Spiked with pTau at
Human None-spiked 20 pg/mL 100 pg/mL 200 pg/mL
?]iri(ejb[rzcispmal Assay value |Assay value| Recovery |Assay value| Recovery |Assay value| Recovery
140 pg/mL (32.8 pg/mL| 94.0% |107 pg/mL| 93.0% [225pg/mL| 106%
O Dilution linearity
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Dilution Factor

O Assay of clinical samples

Cerebrospinal fluid samples from subjects without Alzheimer's disease (non-AD),
patients with mild cognitive impairment (MCD), and those with Alzheimer's disease (AD)
were assayed using this ELISA kit.
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Non-AD MCI AD
Non-AD1 228 MCI1 235 AD1 35.2
Non-AD2 14.6 MCI2 67.7 AD2 36.2
Non-AD3 9.70 MCI3 384 AD3 193
Non-AD4 17.2 MCI4 ND AD4 75.0
Non-AD5 24.8 MCI5 63.6 AD5 204
Non-AD mean 17.8 MCI mean 483 AD mean 109

— A significant difference was observed in assay value between non-AD subjects and AD
patients.

[Outline of assay procedure]

[ Bring the plate and reagents to room temperature (20°C to 25°C) adequately.

[ Dilution of Wash Solution (20X) : Dilute it 20 folds with purified water that has been
brought to room temperature.

[ Dilution of the standard solution (example) : Reconstitute the Phosphorylated Tau
Standard with purified water as specified in Appendix* (to prepare the Phosphorylated
Tau Standard Stock Solution at 10 ng/mL), and prepare the standard solutions by mixing
with the Standard Buffer provided in the kit as specified in the table below.

5 g Concentration 500 227 103 470 213 970 440 0
@ =_(pg/mlL)

2 = Standard Stock " " - - - -

E © solution (uL)  solution:50 }/‘ 200 }/‘ 200 }/ 200 }/ 200 }/ 200 }/ 200 0
. gt:;;a(ﬁ) 950° 240 ° 240 ° 240 ° 240 ° 240 ° 240 300

*: Standard solution at a 1-step higher concentration

Dilute a sample 3 folds with the Sample Buffer (red) that has been brought to room temperature

= (example, 20 pL of sample + 40 puL of Sample Buffer).
[l Antibody-coated Plate
[J | Washing 4 times (*[1])
[ Standard solution or prepared sample 50 puL/well
[ | Agitation (*[2]) and incubation at 2°C to 10°C for 15 to 18 hours (*[3])
{
*Preparation of biotin-conjugated antibody solution (dilute 100 folds with Buffer that has been
brought to room temperature)
| Washing 4 times (*[1])
[ Biotin-conjugated antibody solution 50 pL/well

| Agitation (*[2]) and incubation at room temperature (20°C to 25°C) for 90 minutes (*[3])
l
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*Preparation of peroxidase-conjugated streptavidin solution (dilute 100 folds with Buffer that has
been brought to room temperature)

| Washing 4 times (*[1])

Peroxidase-conjugated streptavidin solution 50 pL/well

| Agitation (*[2]) and incubation at room temperature (20°C to 25°C) for 30 minutes (*[3])
{

*Preparation of luminescent reagent mixture (mix the Luminescent Reagent 1 and Luminescent
Reagent 2 at the ratio of 1: 1 [vol./vol.])

| Washing 4 times (*[1])
Luminescent reagent mixture 50 puL/well
| Agitation at room temperature (20°C to 25°C) for 1 minute.

Measurement of lumi ent i ity ( e between 10 and 20 minutes after addition)

(*[1]) In each washing operation, dispense the washing solution 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.

(*[2]) Three repeats of agitation at 600 to 800 rpm for 10 seconds may be appropriate.
(*[3]) After agitation, affix a plate sealer, and allow it to stand. 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]
Stored at 2- 10°C

[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

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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Y ABE{E TauTI81ELISA ¥ 70—
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Tau l&, HUNEREE X ST EO—D T, RICHBRHHFROMFHICHIELTE . M
INEDREMERRELTWET, 7ILINAI—REZORM T, DAL Tau BEREL
T R ARHEZE (L DB S N, Z DB OFEE D RANE D ALY L MR d % LML SN T
WET, Z07, Tau lE7 IV YA =R DJR KR FEDIERESEBIR O = dIcHiZE T T
9, /7. BB O Tau &V V(L Tau DIREIR T VY NA X —JREE TldIERR
HHERE XD E LRI EMEINTOET, A 181 HFHORAL A=Y (T181) Hb
AL E Nz Tau ZfE{EICHIE PTHEZ ELISA v b T,

(& bERE]

M R 4.40 ~ 500 pg/mL
HE 5 Tau pT181

I Gk v AR (CSH*
TR A R 20l

HERER 15 ~ 18 ] + 2 IKFfH]
ik FOLHR

*kIAE, Y > 7V TOREARA]
* xPLEICBIET L— b Y — X =D TY,

(Fv FAF]

KR K e [l
1 Antibody-coated Plate/ HifAREH{ET L— b ZOFEE A L7 l/(g; 12? wells
2 | Phosphorylated Tau Standard / V) >/t Tau FZHER, TR 1A
3 Buffer/ #&fliifk ZTOFE MM 60 mL/1 A
Biotin-conjugated Antibody Solution/ T
4 CoF o i AT ARBLAET 100 pL/1 A&
Peroxidase-conjugated Streptavidin Solution/ e .
5| Kty H—BRAA R LT T E Y WAL 100 pl/1 A
6 Luminescent Reagent 1/ a3 1 ZOFEEHA 6 mL/1 A
7 Luminescent Reagent 2/ ¥&)tat3g 2 ZOFE M 6 mL/1 A&
8 Wash Solution (20x) / JE#ti (20 %) AR 50 mL/1 A%
9 Standard Buffer/ 50K (F ) TOFEFMH 12mL/1 A&
10 Sample Buffer / #iiAFIEE (Rrtt) ZTOF I 50 mL/1 A&
11 TL—Frv—)b 3K
12 HURA & 18
(s mier)

HWETL—hOHIZIEH D AB{t Tau T181 €/ 70— F )LHifk (ZE F—7: Tau
pT181) AEHEENTVET, TOUTIVICEHEARREZIdAk L 4 F VEGRPT Tau
T/ 7a—F)Ufitk (Z¥ b= Tau HER. 211-231aa) ZANTRISEEET, &
SICINVFFVR—BHEGA N LT R T DU ERKIGERE T, BEICTTIVHhO)LFF
VE—BIENEREST S ek D, Mikho b A Tau TI81 DIREAERDSZ T ENT
EEX

Cs e 7 B ds & Uhind]
O Rk GREKO
O BRI/ RIATIRF 2 —7
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O Yol B 9 ABE (AZAV ) R — -« E—H—)

OF TRERERy b (FNETF Y T TI0pL ZIEHICER Yy T4 VT TEZE0D,
BXU 100 ~ 500 pL Z IEMEIC EXy T ¢ VITEDED)

O #HeMEEXy b 50ul . 100 pL M TER LD

O R=7S8=Z ANV EOWKNEDH % E D RIS T L— M- Tl 2RO R <

O Bi#E2s (Vortex 21 )

OxA47u’L—Mk& 5% (K600~ 800 rpm)

096 V)V 7 L— AV (BIURIFE LY 72 005R

096 )V 7 L— btV —&— GEEHlER)

O F—2y 7 v 7

G DR RIL]
Fv M ORI RTER (20 ~25C) IZRLTLEEW,
(1)t O
FE I R K 2 AR R D I 22 I VAR (KEMERMSTN © 10 ng/mL) L. Z
t%F v DIRAHEER B C IR ORI TRlO & 5 ICIRE U CRIEAZ R L
TR,
k1 MK DK RING % R85 0 £ 90T, BIRHICRORERE CHRL 72
I

FEHEAIIRIE (pg/mL) BRI O e AR
500 Jig (10 ng/mL) : 50 uL 950 uL
227 500 pg/mL OFEFERR : 200 pL 240 pL
103 227 pg/mL OFEMEEIE © 200 pL 240pL
47.0 103 pg/mL OFEHEVTE © 200 pL 240pL
213 47.0 pg/mL DFEFHEAR : 200 pL 240 pL
9.70 21.3 pg/mL OREHEFN 1 200 pL 240pL
4.40 9.70 pg/mL OFFHEHK : 200 L 240 pL
0.00 — 240 pL

(2) BFF UREGHUATER
FRAEH T 100 fHICHIML TR E W,

Q) WA F T HE—BRHEEA T LT I T BV VB
AR T 100 FEICHIML TR E W,

(@) FOLRIE | 5 £ TIOIE 2
193 15~ 30 57ilc. FORMIK | EFOEMH 2 2 111 (vol/vol) TIRA LT &L,
(195 % T L THOT &L,
Bl 3R L (6ml) : FkME2 (6mD) ORA (96 YT LETHATHHA

(5) el (20x)
Rk GERIK) T 20 SIS UL T ZE W,
il © 50 mL DIFHEIEHH (20X) + 950 mL OFFEIK GEEAK) (96 U TV TR
255

OZ DO IEIZTDOERMHL X,

GABEDLOEE L /4 /i 1K)
(D FkEE 71—

KA QRBUIREZ R > 72 RIE TS — )V Z RN LTIy FUAEMALEZ MY v I3
DYy To—Ry JICRL, ZOFEE 2~ 10CTHREFELTFI W, GEIHRNZE
M2REET,

(2) FEHeh
FEEHE R RS B 2 HIRUC RO FE B 2 I A VATR L. BHESY SR (10 ng/mL) 7234
LT T, ZoRERbENF Yy MAMMEERRMETREL TS, X5
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FEEUKOBRIIPHE TSIV, CGkay MK D REUKZRINT 2 /8 RZ0 50
T, AIRICE RO ERZ CHEER 12 & W0.) T L e SEEsRiE B Ic#A L. FE
LEWT REW,

(3) MK
BIRO— M2 S 2 BB K D D L2HORZHIOARCE L, KD BRRICR
Y, BBIEZ LoD, 2~ 10CTRIFL T REW, AMIRNZEN 2R E T,

(4) X F UHEETHRBRRB LT (5) WA FUX—BHEA N LT 7Y UK

Fv b EI U THHT BRI ARRHTAEHE X OB HUARFER U, 520 ORI
FRICRE T, BEBICEZ LMD LMD, 2~ 10CTHREL T FE W, ARBIRNZE
WaREEET, KD OFRFRIFEELTTFE L,

(6) FOLHIE 1 BXT (7) FBOEREE 2

Fv b EI UTHINY 2 BdmER & DD H UiHEZ LT RE W, 5D OFBEH
FRIRRCRE S, HEBICEZLoDD LMD, 2~ 10CTRIFL T IEE W, AR
WZENZ R E T,

(8) Pl (20%)
Vi (20x) ZRET 258, 2 Lonb LS, 2~ 10CTHRELTREL,
AARNZGENEZ RS 97 MR D OTFH AT FEIRL TR E W,

(9) EHERE B LT (10) MIATTEIR

Fv b 2E U THAT 2BI3EEEX DI L, iRz LTREW, KD DR
WRHRICRE S, BEBICEZLo2D LMD, 2~ 10CTRIFL T IEE W, AR
WLENZ R E T,

GLTEEYIT
MRz SR U TRk ORE) T3 fICAMUEY Bl Mk : 20 pL +Hafda
B 1 40 pL)o

(e $45]

L HURERE T L— FMCH S CHTAR LIt 2 &7 TVICHT= L, 4 vk L&
o ZD%, XR=R—=AANEEDETTL—bEHIICL, BMMEDFE X1
LTINS RO BREET,

2. BB SIE ™ T UVIC B IRIE OREEAT 2 50 uL DL £ T,

3. BRATIE & T MRS CARIR U 7o iilk GRELE A eA) 72 50 uL 3O L E T,

4. X477 L—MREIBEEEANTHELES,

5 FL—bky—VZEAED, 2~ 10CT 15~ I8 KEHEL £ I,

6. KIGH 714, SIS CHRE &Y TV L, 4R LET, Z0%. R—
IS=RZFNREDETTL—rEYWEICL, BMEDFZ X3 LTYIIVICHES
TeZ IO BREE T,

7.8 TV CAF UAEBTUARTARZ 50 uL TO0ELET, ¥4 7B/ L—kMMRES
iRV THRIEBLES,

8. FL—hI—LZMb, iR (20 ~25CT) T0/HIEHELE T,

9. RIS T 1% RIS 248 CHedili 2 87 TIVICHET- U 4 MY L E 4, Z0D1%, R—/3—
ZANIREDETTL—brEHIICL, BMEDFZXIICLTY IS 2|
ZWMOBREET,

10. BV TNVENIVAF Y E—BHEGA N LT N7 EY VA% 50ul $ORELET,
AT L—MrESIBREZANTHELES,

11. L=k o—)Lzfib, |k (20~ 25°C) T30 0MFFELET,

12, RIGH T 1% SRS 3 T2 47 TOVICi - U 4 | LE 9, Z 0%, R—/3—
ZANIREDETTL—hEHIICL, BMEDFZ X3 LTYIMCH > T2
ZEROBREET,

13. %7 T)VICIRAIFRS U 7253 x 50 uL 900 LET, Y77 L—rMEk S
WEFWT 1 oM, HFLES,
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14, §i#pt4, 96 YLV A s L— b —&— GOLER) TRGREZIEL XS,
FOAIEARINE. 10 73~ 20 D DM TOREZHETEL £

15. X il 2 RRHEvAie s (pg/mL). Y il SRS DORFHERI IR Z R L £ 97 TBRIAD
FOCREITHIST BIRIE (pg/mL) ZHAID 9o FAHI > FREITHRATIRE (3
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1. AZ ANBAEBRIRY T L VBOE DR EALTLEEY, BRIICHRET 5
Gld. —35CLUTF CTOBFEREZHERE L £9, #0IK L OBHFERIRIZEF T TFE W,
S U 7oA IE 9 2 SRR LRSI LT R E W, ki ARas L
TFREW,

2. 0 R ORI O 8 % k1@ D S CRREBIEICHW TR E W,

3. WIEME ORENEED LA, FA—MREKICBOT, 2 L LR 2 BB TH

REFMEZHERE L TR EW, SRS ARIAKDRIUSREGREE TIT> TR E W,

.F v ME ELISA OWHEZ#& T UTz)7, £ 0880 FTTHEATE L,

TR ETRIET BBRICIZER Y T o VT REOBEBENLE LS THATE

W,

6. HEMFI NS AT MEERIZTFL, RS, FEABKZFITOFTRI N,

7. W IS RO TR E WV, AFy bORENE- T, B M. B, K%
W75 U A3l BISKEK THRAICIEVTR T FORAULE Z TV, BEARGSIE
EREIOTHTEZITITRE,

8. ARFw FEMHL TV A 5AT CIEREEZ L7ZWVT FEUW,

9. RIKIZEADGERIEDN S B E DL LTHRDER L TMOH-> T FEWV, AFw MEH)
MHROR D G TOET,

10. fERE AR OB, HHUMERFEX 1% RV V Y, 2% FIVE—)VT7 VT RE
72l 0.1% LA EOXRHEZRRE T MY U LIERIC 1 IRFRILL R TR E W, £idA— bk
JL— 7 WELEE U CHEEE L TR E W, T U 72 THHE O A T 00 38 St R 77 it ot
DIEN IS FHUEDEFITH > THRELT R,

1. oy bESOES KL RIBETEDEOTREWV, BAT v T TOHBIIGHHITIZ,
YTV D BYIORA. REDRD .. DS OERZY LT 24, £9L—
b=V EMS>TRFEW,

12. ELISA i3 HIE BRI K O BB AR Z T £, MEEE, FEMSEFMOER 20 ~
25°C (FBB LE72d A v F aX—2NEE) ZEFLTRFEV, £z, J@l# (&
7aAVALEE) KIBEOEE FTOMEXEF TFEW,

[S2 0N
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(o)
O FRhniE g

AN 20 pg/mL pTau 1 | 100 pg/mL pTau #A0 | 200 pg/mL pTau AN
T A JE | Recovery | &M | Recovery | &M | Recovery
53.7 pg/mL |73.4 pg/mL| 985% |147 pg/mL| 93.3% |271pg/mL| 109%
AN 20pg/mL pTau #%h0 | 100 pg/mL pTau #hi | 200 pg/mL pTau N
T A WEM | Recovery | IEfE | Recovery | JIEf# | Recovery

[ RS R
@®

[ EL T

@]
14.0 pg/mL |32.8 pg/mL| 94.0% |107 pg/mL| 93.0% |225pg/mL| 106%
O FMRE IR
250
200 2

R = 0.9999

o
://./ R = 0.9999

0.0 0.1 0.2 0.3 0.4
Dilution Factor

Human pTau (pg/mL)
=
=)
o

O BRRIMA T ORE
JEFRANE (non-AD), REFRHIEEEE (MCD. 7L YA <—iE#E (AD) DG
itz 4 ELISA THIE Lz,

200 'l
g 150+
o
2
e
©
la 100+
=
©
=
.
50
. oh.
0
Non-AD MCI AD
Non-AD1 22.8 MCI1 235 AD1 352
Non-AD2 14.6 MCI2 67.7 AD2 36.2
Non-AD3 9.70 MCI3 38.4 AD3 193
Non-AD4 17.2 MCI4 ND AD4 75.0
Non-AD5 24.8 MCI5 63.6 AD5 204
Non-AD 184 17.8 MCI 12 48.3 AD ¥ 109

= JEFRHMES & 7 )Y A < — I EE R THIE I A RN R 5 M e,

—13/16—




(e T MR 2]

O 7L—b., dl$EERDICER (20~ 25C) WKRLTFEW,

O ¥l (20X) OFR - RiME LR EUK T, 20 f5ICHIRLTRE W,

O EMEAR T (B« eSS EUKZ RIS SO RO E RS 2 I A SR L (SR
i :10 ng/mL), FDH%F v - IRAHTHE SRR TR IR OFHESIR 2 Tl & 5 IR
AL THHER I 2R L TR EW,

% RE(pg/mL) 500 227 103 47.0 21.3 9.70 4.40 0
B REEBRWL) R 50 T 200* }f 200* }/» 200* T 200* T 200* T 200* 0
BERFHRK
950 ~ 240 240 240 240 240 240

300
(WL)

CUEDBREDRERR

O Bkz=siile U hdiidin Oft) © 35 (B Mk @ 20 pL +Hebkdiidin © 40 pl)
O HuksiET L —
O liedmE (@
[ BT T 3 BB Rtk 50pl/ YLV
0O L (x@). 2~ 10T, 15~ 18 KifIIE, #fiE (x®3)
!
* U F UREEHUATEROMM (EiR{E LT REET T 100 AL T FEW)
Ly 41a (k@)
[ EFFUaSahubiik 50pL/ o)V
LEE (@), iR (20 ~25C). 90 IS, KhE (@)
1
O VA FTH—LREEGRA LT 7B Y VIEROMM (ERE U TARER T 100 f5HHMLTFEW)
O ldegpdm (@
O NVAFRTE—ERBARLTETED VI 50pul/ v )L
O L (@), =6 (20 ~257C). 30 pHKIG, #iE (x@)
1
L s FEaSEoE GOERE 1 FEs 2 =111 (vol/vol) ICIRAIFAED
O likErdmE (@)
[ 155 50pl/ YTV
O L 1omM Bk =R (20 ~257C)
L) ZEesEEE (10 4~ 20 5 ORIl

Ck@) P ESRZ 7 TV TR, FOULD LT 10 HIECBIRDFERLE T, 4 B
B, R—= =24 LIc 7 L— P ZMEIC UTNERIMEZ ERICRE L E T, FimbRE%E
Y TIVORICTERE U CROWEHEZE BICHTELE T, iz Xy b TilRid 2 B o H
% 300 uL/ Y TIVTCY,

(@) FifRoH%E 600 ~ 800 rpm-10 FH, 3 [,

Ck@) BB T L— b= 2O EE LT REWV, T L— b= USRI RN LT Kixsm
ZTL— MK LTIO I TFEV, —EEH LT L— b —) VB L0 T RE W,

O 1)
2-10°CIR17

U 31K
SN FEH

(u %]
96 [l
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WERFT

ST 7ML HEERA ST
ABRTHRRXEEHN=TH1&2S
Tel : 06-6203-3741

1905KA1
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