FUJIFILM Wako

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 440 - 500 pg/mL

Measurement subject Tau pT181

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

Measurement time 1518 h + 2 h

Detection method Luminescent system*

% 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 (8x12)
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 #L/1 tube
5 | Peroxidase-conjugated Streptavidin Solution | Use after preparation 100 uL/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 (20 %) 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)
[] Tubes for dilution of standard solution/specimen
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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 L and 100 to
500 u L of liquid)

[] Dispenser capable of dispensing 50 # L or 100 4 L continuously

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

[] Mixer (Vortex type)

[] Microplate shaker (about 600 to 800 rpm)

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

[ 96-well plate reader (for luminescent assay)

[] Data processing software

[Preparation methods of reagents]

Make sure that all kit reagents are brought to room temperature (20C to 25C) 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.

Concer;(t)xl‘lzllgz: z{;él;;it)andard Volume of the standard solution Standard Buffer
500 Stock solution (10 ng/mL) : 50 4L 950 ul
227 Standard solution (500 pg/mL) : 200 u L 240uL
103 Standard solution (227 pg/mL) : 200 u L 240 uL
470 Standard solution (103 pg/mL) : 200 u L 240 uL
21.3 Standard solution (47.0 pg/mL) : 200 u L 240 u L
9.70 Standard solution (21.3 pg/mL) : 200 u L 240 uL
4.40 Standard solution (9.70 pg/mL) : 200 u L 240 u L
0.00 - 240uL

(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 (20 )

Dilute the Wash Solution (20x) 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 10C. 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 2C to 10C. 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 10C. 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 10C. They are stable
within the shelf life.

(8) Wash Solution (20x)
Store the Wash Solution (20x) with the lid tightly closed at 2C to 10C 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 2C to 10C. 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 u L of sample + 40 L of Sample Buffer).

[Assay procedure]

1. 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 u L of each standard solution as specified.
. To the sample assay wells, dispense 50 u L of each sample diluted with the Sample

Buffer (prepared sample) as specified.

w

o

Agitate the plate on a microplate shaker.

. Affix a plate sealer onto the plate, and allow the plate to stand at 2C to 10T 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.

. To each well, dispense 50 u L of the biotin-conjugated antibody 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 to 25C) for 90 minutes.

o

f=2}

3

o]
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9.

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 u 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 to 25C) 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 u L of the prepared luminescent reagent mixture. Agitate the
plate on a microplate shaker for 1 minute.
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)
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[Precautions for use]

1.

Do

w

>~

ol

(=2

N

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

. 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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8. Do not drink, eat, or smoke in a place where this kit is used.
9. Handle the sample with proper care, being aware that the sample may have an infection
risk. This kit contains animal-derived ingredients.

10. 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.

11. 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.

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

[Examples of assay operation]
O Spiked recovery test

Human None-spiked Spike;iov;ig;lggau at Spikelf(i)(;&';tgh/i{au at Spikez%(;)v;z/giau at
cﬂirizb[rl(])spinal Assay value |Assay value| Recovery [Assay value| Recovery |Assay value| Recovery
53.7 pg/mL |734 pg/mL 98.5% 147 pg/mL 93.3% 271 pg/mL 109%
Houman None-spiked Spike;iov;i;k/lmpgau at Spikelt(i)(;vpi)tgh/i{au at Spikez((i)gvli)t:/g{au at
;irizb[;r])spinal Assay value [Assay value| Recovery |Assay value| Recovery |Assay value| Recovery
140 pg/mL 328 pg/mL| 940% |107 pg/mL| 930% |225 pg/mL 106%

O Dilution linearity
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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 Alzheimer's disease (AD)
were assayed using this ELISA kit.
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Non-AD MCI AD
Non-ADI1 228 MCI1 235 AD1 35.2
Non-AD2 14.6 MCI2 67.7 AD2 362
Non-AD3 9.70 MCI3 384 AD3 193
Non-AD4 17.2 MC14 ND AD4 75.0
Non-AD5 248 MCI5 63.6 AD5 204
Non-AD mean 17.8 MCI mean 48.3 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 (20C to 25C) adequately.

[J Dilution of Wash Solution (20 ) : 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.

Concentration

5 5 500 227 103 47.0 213 9.70 4.40 0
o 5 _(pg/mL) —
= Standard oc! * * * * * *
‘E © solution WL solution:50 }/* 200 }/ 200 }/* 200 }/* 200 }/* 200 }/’ 200 0
w Standard
Buffer (L) 950 240 240 240 240 240 240 300
*: Standard solution at a 1-step higher concentration
0 Dilute a sample 3 folds with the Sample Buffer (red) that has been brought to room temperature
(example, 20 uL of sample + 40 uL of Sample Buffer).
[J  Antibody-coated Plate
[ | Washing 4 times ([1])
[J Standard solution or prepared sample 50 uL/well
[ | Agitation (*[2]) and incubation at 2°C to 10C 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])

[J Biotin-conjugated antibody solution 50 uL/well
} Agitation (*[2]) and incubation at room temperature (20C to 25C) for 90 minutes (*[3])
i
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*Preparation of peroxidase-conjugated streptavidin solution (dilute 100 folds with Buffer that has

U been brought to room temperature)

[0 | Washing 4 times ('[1])

[J Peroxidase-conjugated streptavidin solution 50 uL/well

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

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

[ | Washing 4 times (*[1])

[J  Luminescent reagent mixture 50 uL/well

[ | Agitation at room temperature (20C to 25°C) for 1 minute.

[] Measurement of luminescent intensity (measure 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 2-10C

[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://fwk.fujifilm.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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3 — K No. 298-81701

V) ABR{L Tau T181 ELISA ¥ 70—

[iztwic]

Tau i3, NERES VX2 EO—2T, FEITHRMBEROMRMICHEHLTB Y., M
INEOZEEEFHML T ET, 7N T —EEORTIE, ) AML Tau BPER L
TR AL DR S . Z O IMBLO R ASTRAE O FAE N & MBS 2 L G ST
WET, TDDH, Tauld 7 VI N A < —JiOJEKZEH R HHEIEHIFEO - DIHgE ST
WE T, —F. BERE T O Tau &) YL Tau OWEEIZ T VY N A < —JiBE TIRIE
BAERE LY D LA T2 LM SN TVET, RfMF 18I FHOA L= (T181) #»°
) ABLE N7z Tau % i ICHEn k% ELISA ¥ FT¥,

(%> PERE]

e L P 440 ~ 500pg/mL
x5 Tau pT181

5 A v MR (CSF)*
VR 20 uL

5 I 15 ~ 18 gl + 2 IR
Mtk FENHHR

*IMSE, LY~ 7V TOPWEAN
* % PWEIIFET L= b —F =D LETT,

[¥ v FNE]

HEOBC KO O

1 Antibody-coated Plate/ HuikRFEH{L 7L — b FoF FMHH vz [/(gx]‘lg)(iweus
2 |Phosphorylated Tau Standard / Y > &t Tau BE#E 5, IR 1A

3 Buffer/ #EAiid 0T EMHH 60mL/1 A

Biotin-conjugated Antibody Solution/ = g 120 et \

4 Nt TG 1004L/1 %
_ Peroxidase-conjugated Streptavidin Solution/ e e
S| Ak B LT b T Y HREAL 1004L/1%
6 Luminescent Reagent 1/ &Gtk 1 FoF FMHH 6mL/1 A
7 Luminescent Reagent 2/ 3§ JtiAdE 2 T FMH 6mL/1 A&
8 Wash Solution (20x) / P (20 %) A LA A 50mL/1 A&
9 Standard Buffer/ it & S (F ) o F FMH 12mL/1 A&
10 Sample Buffer / BFH IR () ZoOF M 50mL/1 A
11 TL—hry— 3t

12 IR & 14
[0 5B

WE T L — bzt h ARML Tau T181 €/ 7 0 —F)uififk (¥ b—7 : Tau pT181)
ARSI NTVE T, Oy T)VITHEREFRE 7213k L. € 5 U BRI Tau €/ 7
o —F Uik (¥ =7 Tau P9eERsr, 211-231aa) Z AN TS EE T T, 512X
WEAF VT —ERHEA IV T PTEY V2L EEE T, RECTZIVHFONNVEF T —
CiERZWET 22 L2k ), Befkdho ) AL Tau T181 DiREEZ KDL I EHNTEE T,

[BELHRD X O]

O ROk (K

O] B/ MR F 2 — 7

OISR T 7 Ade . (RAY Y v ¥ — - ¥—H—)
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O Fy I7RBRERy b (EVIETF v 7 TI0ul ZIEMICERY 74 V7 TEDL LD,
BLU100 ~ 500 ul #1IEFEICERY 74 Y X TEDLLD)

Ol i E Xy by 50ul . 100 uL Zifi5ETE 550

O R==F F VEOWAKEDDH HH D (hFHEICT L — MR- 72T <)

O ##R%: (Vortex ¥ 4 7)

O~4z7u7L—MEE % (F600 ~ 800rpm)

(196 7TV 7L — FHEEEHE (HIUDIFE L) F 7213 05K

9% 7TV 7FL—tY—%— Gkl

OF—%0fy 7 v 7

(A L]

F v P ORIIIMARNICLTER (20 ~25T) IZRLTFE W,

(1) PRI O R

B SR PR 2 BUACIS AL IR O FR 8 4™ & I 2 % (BEE AR S © 10ng/mL) L. D% % v

I A R o R B C IR FE DO BRI 2 T RE D & ) ISR A L TR 2 AR L C T &

Wy

F 0y MIE YRR Z RIS 2 SRR ) T3 OT, PIMICRIRORERE THEAT S
W

PR WRE (pg/mL) PR DA & e i R
500 J5iE (10ng/mL) : 50 uL 950 uL
227 500pg/mL DFEHERE © 200 uL 240 uL
103 227pg/mL OREEHEFE - 200 uL 240 uL
470 103pg/mL DOFEEHEFE 200 uL 240 uL
213 47.0pg/mL OFEHEFER : 200 uL 240 uL
9.70 21.3pg/mL OFEHER - 200 uL 240 uL
440 9.70pg/mL DEEHEFHE © 200 uL 240 uL
0.00 — 240 uL

(2) €4 F ¥ Ok
R T 100 fHICAHRL TF S,

(3) "NAFIVF—VHAEA ML T NTEY VIFH
FEATEC 100 BHIARL TF & v,

(4) FEERBE 1 B L OISR 2

9% 15 ~ 30 Z0mils, FEHAIE 1 FAHE 2% 11 (vol/vol) TRALTFE W,
T2 ETERLLTBOTTZ v,

B0 5EEREE 1 (6mL) : FGEER#E 2 (6mL) DRA (96 7 TIVATHRT 244

(5) Bl (20%)
FEROK (ZERAK) T2 FICAMLEH L TF S v,
B 2 50mL DEAMEPEEHE (20%) + 950mL ORFEAR (FERAK) (96 7 2 & THNT 554)

OZ Do I Lo T FHHL T

(RRIED L TE & P47 15 1K]

(1) HrfkmEMEL 71— b

R (EHARIE & (o Z0RIET ¥ — L Z AL T v FRREIEA 1Y v 7RI
DYy TY=NSy ZIRL, 20T E 2~ 10CTHRAELTF S ARMRNLEES
W"HET,

(2) Bt

EHE RS BK & ISR oS8 E R 2 A L B SE (10ng/mL) &R L
THFEv, ZORERLSNAEy MENEEGRHEHR THEL TF S v IR 5 A5k
ORIFFIME TSR T S (k1Y MIXDHEAKZRMT 2225820 50T, j
MAZFLI ORI & THERR T Svo) MML 7S ERRIE S ICHH L, REELENT
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15 X il &2 BEHE R IE (pg/mL). Y #l & SR OBEMMR A MR L £ 57 MfBiko
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P TREME LT T,
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Vi,

2. 85 0 R OANTEIRI O 3 % Btk 0o B TREBIE IV TTF & v,

3 Wi EWE OB Lk, F—BEIcB T, 2/ Lo R7% 2 HHE AN
EAME 2 FER L CTF S v, B E AR T FUL AR IR TIT o TF S v,

4. % v M ELISA EOWMEZ R T LT, 23R EEO T TIHM T S v,

5 HFERETHET DB E Ry 7 1 ¥ 7 BAEOFBED o L7z T SR F &
W,

6. HEM L DNCARF v MEMEPII TS IREE, REAAKE BT TT & v,

7. RIEEE T R WTTF & v, A%y FORIED RS T By HL B0 RS
15 L7235 308 B IS AGE K TR ISR IR T OISR ELE 2 47\ R YA R A
DFEYRTEZITTTE W,

8 ATy PEMH L TVAYIT CIIRAREIEZ L 2WT T S,

9. MARIZIERDERRIEDH 2 b D& L THRMERL T > TF S, Ay MIEY
HROMS % AT E T,

10. FEHFEA OB, HH L 2MEERSE X1 % R V<) ¥, 2% 7 V7 — VT VT KT
7213 0.1% LL L OWHEEREE T ) 7 AERIC LIRFR DL LRI TF v, F2134—
7 U — TR U CBEHE L T & W A L 72205 HE M <0 R B 0 38 SF TR iRk
B W N HIR O LA > TEEEL TTF & v,

11. 2y FESOE) REL BRETHEDLLZ VT T SV, FAT v 7 TOEHE UGS I,
T IV O, RYOBEAN. WEORY . SEREOEEZ LT 5%, T T L— |
=& TTF &0,

12. ELISA #:3 Mg BB X 0 8 a2 20 3 B, 58 SOSYT o =il 20 ~
25C (BB LE723 A4 Y Fax—FNRIE) ZRTFLTTSw, F2, Bk (=7
VAL EL) KREOBRE T ToflE I TT S v,
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(2]
O WEMIlLRER

ES| 20pg/mL pTau N 100pg/mL pTau ##M | 200pg/mL pTau il

W fit WE il Recovery 5 fil Recovery WE il Recovery
53.7pg/mL | 734pg/mL 98.5% 147pg/mL 93.3% 271pg/mL 109%

ES 20pg/mL pTau @ 100pg/mL pTau | 200pg/mL pTau @i

B b
@®

o A 4 . [ . [
; M 5 it W fiti Recovery 52 fiti Recovery W fit Recovery

140pg/mL |328pg/mL | 94.0% 107pg/mL |  93.0% 225pg/mL 106%

200 2

R =0.9999

[y
wu
o

Rl
://’/ R = 0.9999

0.0 0.1 0.2 0.3 0.4
Dilution Factor

Human pTau (pg/mL)
=
o
o

ul
=]

O BT oW E
IERRAER (non-AD) BREERRINREEEE (MCD. 7wy A < —%iE¥ (AD) O#H
B % A ELISA CilllE L 72,

2004 .l
g 1504
N
20
o
@
'E. 100
-]
©
3
.
50
. i
== *
0
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 248 MCI5 63.6 AD5 204
Non-AD *F3 17.8 MCI “E¥ 48.3 AD ¥y 109

— JERBAGES & 7V Y A < — B M THEM IS B b,
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(052 T N ]

O 7V —r REHEADICER (20 ~25T) WRLTFE W,

O sk (20x) oM+ SHiAL L72AEK T, 20 ISR L TF & v,

O B oA B () - AR LR K & BRGNS AL IR ™ & I 2 7 L (R )50
i 0 10ng/mL). Z D% F v MRS CHRIEORERNE TRl £ 513k
AL TR IR L TT S v,

%  RE(pg/mL) 500 227 103 47.0 21.3 9.70 4.40 0
f;ﬁ BEEAR(IL) Ri&:50 }/ 200* }f 200* }/» 200* }f 200* }/» 200* }f 200* 0
BESANR
L) 950~ 240 240 240 240 240 240 300
S UEDBBREDELERRK
[ Wiz SEAL L MR i (Rf) < 3R (B Befk © 20 uL + MR : 40 L)
O pikEME7v— b
O Lk 4m (D)
[ BRI 2 3 AR 50 uL/ 7 T)v
O L8R (@), 2~10T, 15 ~ I8 WM RIS, #HHiE (%®)
!
* U F VA G PR O ML (SHAL L 7B BT 100 AR L TF &)
} R4 | (k@)
O €FF VR HHER 50 uL/ 7 T)v
LR (2@), SR (20~ 25T), 90 MRIBUE. HHE (%)
|
O *XVAF Iy —EREGA ML T M TEY VEROME (L L7 T 100 AR LTF W)
O I okE4m (x@)
L NVAF Ty F—ERAANVT I TEY VB 50ul/ 7TV
O i (@), =i (20~ 25T). 30 B HIBUE, HiE (*®)
|
O *BLAEORE FOuRIEL: T2 =1:1 (vol/vol) IIRAIFAE)
O L k4 m (xD)
O ks 50 uL/ 7 T
O 41400 #itdr =il (20 ~25C)
O FERsmERsE (10 5~ 20 5 ORN5E)
(@) PREHICTREEZ 7 ZVHER. TFOO SO L TI0MIE LR IR BESEL 3, 4 HEHEE %,

N=S=FF VLT L — PRSI T E BB L CEHREL 5. SRiikRE‘Ey
VOBIER L CTROBWA B HIMEL 3. SiFHE EXy b THRINT 2B H R
300 uL/ 7 TIVTY,

(%@) $t#E H %213 600 ~ 800rpm-10 # ., 3 [l

(%@) BIHBRTHETL— P —LVEVHELTT SV, TL— by — VIERERE ML T, WiAEH
Z7L— ML T TS, —EHLET L= Y= VAL 2N TF S,

(r ix]
210C A7

[ BEFHIOTR]

T RVIZFEIR

(@ %]
96 [ I
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BEHRTTT

BT 71V L T ERT ST
AETHPRXEEIH=TE1&2S5
Tel : 06-6203-3741

2307KA2
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