FUJIFILM

Code No. 296-80401

Tau 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 in patients with Alzheimer’s disease, aggregates of phosphory-
lated Tau or neurofibrillary tangles are formed, and extent of the forma-
tion has been reported to be correlated to severity of dementia. Tau,
therefore, has been studied to investigate causes of Alzheimer's disease
and to development drugs for treating the disease. On the other hand, the
concentrations of Total Tau and phosphorylated Tau in cerebrospinal fluid
are higher in Alzheimer's disease patients than in non-dementia subjects.

This product is an ELISA kit that readily allows measurement of Tau.
This kit recognizes total Tau whether it is phosphorylated or not.

[Kit Performance]

Standard curve range |4.1-1000 pg/mL

Reactive Tau Total Tau

Sample Human cerebrospinal fluid (CSF)
Sample volume 10 pL-*

Assay time 3 hours

Detection method Luminescent system

*[t is recommended that CSF sample volume is 50 pL, considering accuracy
of dilution.

[Kit Content]
Component Condition Volume or quantity
. . 1 plate
Antibody-coated Plate Use as is 96 wells(8 X 12)
Tau Standard Use after reconstitution 1 tube
Buffer Use as is 60 mL/1 tube
SB;?StI;(;CnOHJUgated Antibody Use after preparation | 100 uL/1 tube

Peroxidase-conjugated

Streptavidin Solution Use after preparation

100 £ L/1 tube

Luminescent Reagent 1 Use as is 6 mL/1 tube
Luminescent Reagent 2 Use as is 6 mL/1 tube
Wash Solution (10 X) Use after preparation | 100 mL/1 tube
Sample Buffer 1 Use as is 0.6 mL/1 tube
Sample Buffer 2 Use as is 30 mL/1 tube
Plate Seal Use as is 3 sheets
Instruction manual 1 copy

(Measurement Principle]

The microplate is coated with anti Tau monoclonal antibody (epitope,
C-terminal region of Tau corresponding to positions 412-432 a.a.). In
each well, the standard solution or sample and biotin-conjugated anti Tau
monoclonal antibody (epitope, middle region of Tau corresponding to
positions 211-231 a.a.) are incubated to proceed with the antigen-antibody
reaction. Furthermore, peroxidase-conjugated streptavidin is added to
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proceed with the biotin-streptavidin binding. Finally, peroxidase activity
in each well is measured to determine total Tau concentration in the sample.

Equipment or materials required but not supplied

+ Purified water (distilled water)

+ Tubes for dilution of a standard solution or sample

+ Glass utensils for dilution of Wash Solution (graduated cylinder and
beaker)

- Pipettes with disposable tips (one capable of pipetting 10 L of liquid
accurately and one capable of pipetting 100 to 500 uL)

« Repetitive dispenser pipette, capable of continuously dispensing 50 L
and 100 pL

+ Water absorbing material such as paper towel (used to remove liquid
remaining in the plate after rinsing)

- Stirrer (Vortex type)

- Microplate shaker (approximately 600 to 800 rpm)

- 96-well plate washer (preferable if available) or washing bottle

- 96-well plate reader (for luminescent measurement)

+ Data processing software

[Preparation Methods of Reagents]
(1) Preparation of standard solution
Reconstitute the standard with the volume of purified water* stated in a
separate sheet (standard stock solution, 10 ng/mL), and then mix with
the Buffer included in the kit to prepare standard solutions as shown below.
*Because the volume of purified water to be added differs depending on
the lot, see the specified volume in the annex

stagggrcgr;glﬁgr]l?;gt?;b Volume of the preceding standard solution | Buffer
1000 Stock solution (10 ng/mL) : 50 L 450 uL
400 Standard solution at 1000 pg/mL : 200 pL | 300 pL
160 Standard solution at 400 pg/mL: 200 L | 300 pL
64.0 Standard solution at 160 pg/mL: 200uL | 300 uL
25.6 Standard solution at 64.0 pg/mL : 200 ¢ | 300 pL
10.2 Standard solution at 25.6 pg/mL: 200 uL. | 300 pL
4.10 Standard solution at 10.2 pg/mL: 200 uL | 300 uL
0.00 — 300puL

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

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

(4) Luminescent Reagent 1 and 2
Mix Luminescent Reagent 1 and 2 in equal volumes (1:1, vol./vol.)
15 to 30 minutes before use.
Store the mixture protected from light.
Example: Mix 6 mL each of Luminescent Reagent 1 and 2 (in a case
where all of 96 wells are to be used)

(5) Wash Solution (10 X)
Dilute this solution 10 fold with purified water (distilled water) .
Example: Mix 100 mL of Wash Solution (10 X) and 900 mL of puri-
fied water (distilled water) (in a case where all of 96 wells
are to be used)
O Use other reagents as they are.
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[Stability and Storage Methods of Reagents]
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Antibody-coated Plate

Store unused antibody-coated strips (kept refrigerated with a seal
covered) at 2°C to 10°C in a reclosable pack included in the kit. This
component remains stable until the expiration date.

Tau Standard

Reconstitute the standard with the volume of purified water stated
in a separate sheet* (standard stock solution, 10 ng/mL). Proceed
with the subsequent preparation using the Buffer included in the
kit, which has been brought to room temperature. For the volume of
purified water to be added, see the annex. (*because the volume
of purified water to be added differs depending on the lot, see the
specified volume in the annex) Use each standard solution immedi-
ately after the dilution, and do not store them.

Buffer

If a part of the Buffer is used, transfer a volume slightly larger than
that required to another container, close the lid tightly soon after
use, keep the remaining Buffer cool without bringing it back to room
temperature, and store it at 2°C to 10°C . This component remains
stable until the expiration date.

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

If a divided part of the kit is used, dilute the stock solution immedi-
ately after taking out of the refrigerator, close the lid tightly soon
after use, keep the remaining stock solution cool without bringing it
back to room temperature, and store it at 2°C to 10°C . This compo-
nent remains stable until the expiration date. Discard the remaining
diluted solution after use.

Luminescent Reagent 1 and 2

If a divided part of the kit is used, proceed with preparation immedi-
ately after taking the Luminescent Reagents out of the refrigerator,
close the lid tightly soon after use, keep the remaining reagents cool
without bringing them back to room temperature, and store them
at 2°C to 10°C . This component remains stable until the expiration
date.

Wash Solution (10 X)

Store the Wash Solution (10 X ) with the lid tightly closed at 2 ‘C
to 10°C . This component remains stable until the expiration date.
Discard the remaining diluted wash solution after use.

Sample Buffer 1 and 2

If a divided part of the kit is used, proceed with preparation immedi-
ately after taking the Sample Buffers out of the refrigerator, close the
lid tightly soon after use, keep the remaining buffers cool without
bringing them back to room temperature, and store them at 2°C to
10°C . This component remains stable until the expiration date.

[Sample Preparation Method]

1.

To human cerebrospinal fluid (CSF) collected by the established
procedure, add its 1/10 volume of Sample Buffer 1 that has been
brought to room temperature, stir, and allow to stand at room tem-
perature for 30 minutes. (preferably, to 50 pL of CSF, add 5 uL of
Sample Buffer 1)

. Then, further add its 4-fold volume of Sample Buffer 2 that has been

brought to room temperature, stir, allow to stand at room tempera-
ture for 15 to 20 minutes, and use this mixture as the prepared
sample (preferably, make 220 pL). Note that Sample Buffer 2 has a
blue color.
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[(Measuring Operations]

1.

10.

11.

12.

13.

Fill each well of the antibody-coated plate with the previously diluted
wash solution, and discard the solution to wash the well. Repeat the
above washing operation 4 times in total. Then, tap the plate upside
down gently against a paper towel to remove the remaining solution
from wells.

. Dispense 50 L of the diluted biotin-conjugated antibody solution to

each of wells for standards and ones for samples.

. Add 50 pL of the standard solution at each concentration to each of

wells for that standard solution.

. Add 50 pL of the sample prepared with sample buffers (prepared

samples) to each of wells for that samples.

. Shake the plate using a microplate shaker.
. Attach a plate seal, and allow to stand at room temperature (20°C to

25°C) for 2.5 hours.

. After end of the reaction, discard the reaction mixture. Fill each well

with the diluted wash solution, and discard the solution to wash the
well. Repeat the above washing operation 4 times in total. Then, tap
the plate upside down gently against a paper towel to remove the
remaining solution from wells.

. Dispense 100 pL of the diluted Peroxidase-conjugated streptavidin

solution to each well. Shake the plate using a microplate shaker.

. Attach a plate seal, and allow 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 diluted wash solution, and discard the solution to wash the

well. Repeat the above washing operation 4 times in total. Then, tap

the plate upside down gently against a paper towel to remove the

remaining solution from wells.

Dispense 100 pL of the mixed luminescent reagent to each well.

Shake the plate using a microplate shaker for 1 minute.

After stirring, measure the luminescent intensity with a 96-well plate

reader (for luminescent measurement). It is recommended to

perform the measurement within 10 to 20 minutes after addition of

the combined luminescent reagent.

Prepare a standard curve by plotting the standard solution concen-

tration (pg/mL) on the X-axis and the luminescent intensity on the

Y-axis. Read the concentration (pg/mL) corresponding to the lumi-

nescent intensity of the diluted sample. Multiply the read concentra-

tion by a dilution factor for the sample (5.5) to obtain the measured

value.

*For software-based computation, it is recommended to use cubic
polynomial with 4 or 5 parameters.

Standard curve (example)

RLU (x102)

50000
B
5000 /
500 /
50
1 10 100 1000
Human Tau (pg/mL)
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[Precautions for Use]

1.

10.

11

12.

Please use polypropylene container. It is recommended to store
samples at —35°C or lower if store for an extended period. Do not
repeat freeze-thawing. Thaw the frozen sample just before use, and
stir the thawed sample sufficiently. Prepare the samples before use.

. Remove the turbidity or insoluble matters from a sample by centrifu-

gation, etc., if any, before measurement.

. If a sample is suspected of containing any interfering substance,

measure the concerned samples at different dilution factors to check
the dilution linearity. Dilute a prepared sample with the diluted wash
solution (1 X) if applicable.

. This kit shall be used by an operator who has completed training for

ELISA method or under appropriate supervision.

. This kit shall be used by an operator who has a stably reproducible

pipetting skill if the measurement is manually operated.

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

operation with this kit.

. Avoid skin contact with any reagent. In case where any reagent in

this kit comes in contact with eyes, mouth, wound, or skin by mistake,
provide emergency care, for instance, rinsing immediately with plenty
of water, and seek medical advice if necessary.

. Do not drink, eat, or smoke in a place where this kit is used.
. Handle samples carefully as ones with a risk of infection. Note that

this kit contains animal-derived substances.

Soak any used sample or consumables in a solution containing 1%
formalin and 2% glutaraldehyde or = 0.1% sodium hypochlorite solu-
tion for at least 1 hour. Or autoclave them before disposition. Dispose
used consumables and unused reagents in accordance with rules of
the facility and regional regulations.

Do not mix reagents with different lot numbers for use. To prevent
drying of the well surface, contamination with foreign matters, biased
temperature distribution, or evaporation of dispensed reagents, affix
the plate seal during static incubation in each step.

Note that any ELISA method is affected by measurement environ-
ment. Ensure that places for measurement operations and static
incubation are kept at room temperature of 20 °C to 25 “C (on the
bench or in an incubator). In addition, avoid the measurement in an
environment with air flow (including one from an air-conditioning
system) and low humidity.

Dilution linearity
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Measurement of CSF samples

CSF samples from non-dementia subjects (non-dementia), patients
with mild cognitive impairment (MCD, and those with Alzheimer’s
disease (AD) were measured with this ELISA kit.

[Example of measurement])
Spike-recovery test

Unspiked Spiked with Tau at Spiked with Tau at Spiked with Tau at
pike 20 pg/mL 60 pg/mL 150 pg/mL
Human | Measured | Measured Recove Measured Recove Measured Recove
CSF [1] value value Ty value Ty value ecovery
4.09 24.8 58.1 175
pg/mL pg/mL 104% pg/mL 90% pg/mL L14%
Unspiked Spiked with Tau at Spiked with Tau at Spiked with Tau at
3 40 pg/mL 135 pg/mL 380 pg/mL
Human | Measured | Measured Recove Measured Recove Measured Recove
CSF [2] value value Ty value Ty value Ty
24.8 70.5 160 390 .
pg/mL pg/mL 114% pg/mL 100% pg/mL 96.1%
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non-dementia MCI AD
Non-demential 430 MCI1 295 AD1 458
Non-dementia2 157 MCI2 294 AD2 231
Non-dementia3 246 MCI3 369 AD3 260
Non-dementia4 52.7 MCI4 142 AD4 826
Non-dementia5 14.1 AD5 230
Non-dementia6 397 AD6 670
Non-dementia7 53 AD7 1000
Non-dementia8 112 AD8 201
Non-dementia9 178 AD9 1011
Non-demential0 203 AD10 886
Mean for non-dementia 184 |Mean for MCI 275 | Meanfor AD 577

— A difference was observed in measured value between non-dementia
subjects and patients with Alzheimer’s disease.

[Outline of Measurement Procedures)

« Bring the plate and reagents back to room temperature (20°C to 25°C).

+ Dilution of Wash Solution concentrate: Dilute 10 folds with purified
water that has been brought to room temperature.

- Dilution of the standard solution (example) : Reconstitute the standard
with the volume of purified water stated in a separate sheet (standard
stock solution, 10ng/mL), and then mix with the Buffer of the kit to
prepare standard solutions as shown below.
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am

g Concentration 1000 400 160 640 256 102 410 0

£ (pamy

2 2 Standard . . . . . . . . .

3T ooy SOk 5077 200" 1% 200° 4 200° 1 200° 1 2000 1+ 200 0
= Buffer (u) 450° 300 ° 300 © 300 © 300 © 300 ° 300 300

*: Preceding standard solution at a one-level higher concentration

+ Preparation of diluted biotin-conjugated antibody solution (dilute the
Biotin-conjugated Antibody Solution 100 folds with Buffer that has
been brought to room temperature.)

+ Preparation of working (prepared) samples
To a sample, add its 1/10 volume of Sample Buffer 1, stir, and allow to
stand at room temperature for 30 minutes. Then, further add its 4-fold
volume of Sample Buffer 2, stir, and allow to stand at room temperature
for 15 to 20 minutes. (Preferably : 50 uL sample, 5 pL sample buffer 1,
220 pL sample buffer 2)

+ Antibody-coated Plate

- | Repeat washing operation 4 times (*[1])

+ Diluted biotin-conjugated antibody solution 50 pL/well

+ Standard solution or prepared sample 50 pL/well

+ | Stirring (*[2]) and then static incubation for reaction at room tem-

perature (20°C to 25°C) for 2.5 hours (*[3])
i
+ *kPreparation of diluted peroxidase-conjugated streptavidin solution
(dilute Peroxidase-conjugated Streptavidin Solution 100 folds with
Buffer that has been brought to room temperature)

-} Repeat washing operation 4 times (*[1])

+ Diluted peroxidase-conjugated streptavidin solution 100 pL/well

- | Stirring (*[2]) and then static incubation for reaction at room tem-

perature (20°C to 25°C) for 30 minutes (*[3])
i
+ kPreparation of combined luminescent reagent (mix Luminescent
Reagents 1 and 2 in equal volumes [1:1, vol./vol.])

- | Repeat washing operation 4 times (*[1])

+ Mixed luminescent reagent

+ | Stirring at room temperature (20 to 25°C) for 1 minute

+ Measurement of luminescent intensity (within 10 to 20 minutes after
addition)

(*[1D In each washing operation, dispense the diluted wash solution to
wells, shake the plate gently on the palm of your hand for approxi-
mately 10 seconds, and discard the solution. After 4 continuous
washing operations, tap the plate upside down against a paper
towel to remove the remaining solution completely from wells.
After removing the diluted wash solution, dispense the next solution
immediately with care so as not to dry the well surface. If a pipette
is used to dispense the diluted wash solution, set the volume at
300 pL/well.

(*[2]) Stir at 600 to 800 rpm for 10 seconds, and repeat 3 times.

(*[3]) After stirring, affix a plate cover seal, and allow to stand. Peal the
liner from a plate seal, and attach the seal with the adhesive side
on the plate. Do not reuse any plate seal.

100 pL/well

Storage Condition : Store at 2-10°C
Expiration date : Indicated on the label.
Package : For 96 tests
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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:/iwww.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12
D-41488 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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J— K No. 296-80401

TauELISA ¥ F7 30—

[IZ C&lic]

Tau l&. BUNEREZ 7 BED—D T, FITHHEMRER DM
HELTBY, MNEOLEWEZFIHL TCOET, 7IVYINA I—hkEHS
DT, D ABEL Tau DER L 7R FERHEZ (LR S N, 2Ol
HOBREDREAEDOEFELE LHE T 2 L HMEINTVET, 2D,
Tau & 77 )V Y NA =i D RN G IH R FEE PR D e DI E N TV E
T —77. MEBEROMR Tau &AM Tau O, 7LV INA<—
REE TIRIERAERE XD E FR T2 EHE SN TVET,

A Tau 7% IS I5E ATBE7R ELISA v R T9, U VE{LIRAEIC B
DHHEITITARTOD Tau ZRHLE T,

cFy TZEFIE ARy b ({FOIETTF Y 7T 10pl ZIEFEICERY 7 ¢
VITERED, BXU 100 ~ 500 pL ZFEICERy T 0 VT TE
5E0)

< ERHIMEEXY b 50 L, 100 pL ZEHIETESED

« R=—=ZFNVHEDOWIKEDH % & D FeIic 7 L— M- iz
HWOBRLS)

- BifEs (Vortex 21 7)

A7l —Mre S5 (8600 ~ 800 rpm)

+ 96 YTV T L— MMHVEEHE (BIUXIFE LV) R IER

c 96 VIV L— ) —&— GOEER)

T T R T

(SHAEEDIARIE]

(1 BEREROHY

R RIS G O OB UK RN Z AL (BHEMIEHE © 10
ng/mL), ZOWHFy RN ORI THMEOBERNE THO L S I
WAL TEERR ML CTE 0, * 0y Mok DK ZRNG % &
WA D ETOT, FIRNCRIROIEERE TR ZE 0,

RRHEVAWGRIE (pg/mL) IR DA R KRR
1000 J5# (10 ng/mL) @ 50 L 450 uL
400 1000 pg/mL DOFFEAEVAHL © 200 pL 300 pL
160 400 pg/mL DEHEFANK © 200 pL 300uL
64.0 160 pg/mL OFHEVATY © 200 pL 300 pL
25.6 64.0 pg/mL ORFEA © 200 L 300uL
10.2 25.6 pg/mL OFFHEFRTE 1 200 uL 300puL
4.10 10.2 pg/mL DFFEHEAI © 200 pL 300 pL
0.00 — 300 L

(v FEgE]
IR RREIPR 4.10 ~ 1000 pg/mL
THIE R 55 Total Tau
TUE R S psefA v hik# iR (CSF)
IR A 10pL ~*!
T IRFE 3 IR§
B ik FotR
¥ 1 FROFEMES 25 LT CSF MikRIE 50 pL ZHEEL T Ed,
(v FAR]
B & RO AR
Antibody-coated Plate/ HiAEMLTL—1 | ZDXEMH L 7L—h

96 wells (8X12)

Tau Standard/Tau £ bRl 3P0k 1K

Buffer/ #Z1iik ZOFEEMH| 60mL, 14
Biotin-conjugated Antibody Solution/ —
U A F RSO R AWLAEN | 100l /1A

Peroxidase-conjugated Streptavidin Solution/ | e/«
RVEEYH—PRAA LT b7yl MM | 1004l 1A

Luminescent Reagent 1/ 3)¢at3 1 ZOXEMM| 6mL, 1A

Luminescent Reagent 2/ Fal¥ 2 ZOFH[M| 6mL 1A

Wash Solution (10 X) / ¥e# (10 x) | JH8%EEA | 100mL 1 &

Sample Buffer1/ BAF75%E 1 ZOFFEM| 06mL 714K

Sample Buffer2/ #fk#8di 2 ZOFFMA| 30mL 17

TL—h—) ZOFEEMM 3
HUARE A 1
(AERE]

HE T L— Foficiddi Tau €/ 70— )Ufifk (ZE¥ h—7: Tau C
AU, 412-432 aa) HBEHIEENTOVET, O IIVIAEHEAK &
etk e, ©AF USSP Tau €/ 70 —F )itk (¥ +—7": Tau
sy, 211-231aa) ZANTKIGERET, THICX)AFTH—
TREA ML TN TV U ERIGEIRET, RIZICTTIVHON VA F
X—VIERZMET ST 2Ic kD, MiAHD Tau (total) DYEEEE KD %
TEMWTEET,

[ERBES L UEE]

- Rk RO

- BRI / AT F 2 — 7

c PRE RN AT S AAE (AR ) Y& —« B—H—)
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(2) A F UHEHAIRT
PRI T 100 fSICHER LT REW,

B) NWAFTR—CHEEA ML T N T EY VAT
FEEEC 100 fACHIMLUTRE W,

(4) FOEREE 1 BRUTB RS 2
f#9 % 15~30 /i, FEEatEE 1 L30¢iRgE 2 % 1.1 (vol./vol)
TRALTLEE D,
T2 ETEEL THNTLIEE W,
B A 1 (6mb) @ FEEAEE 2 (6 mL) DRDT (96 vILe
TR 2355)
(5) Py (10 x)
Rk GERAK) T 10 fHICHRUEH L TLIEE W,
Bl : 100 mL DIEFEILIHE (10 X) 4+ 900 mL D54k GERE7K) (96
T IVETHENT 55

OZDMOAHERFZTOXEMEHL X,

[AROREM L IREFESE]

1) JikERETL—+
AR HEIRBER R T2 IRRET T — V&2 FH LT W) HifkRE
HUEA R ) TREROY Y To—bSw ZITR L, TDFEF 2~
I0CTHRIFEL TR EW, AN EEZREE T,

(2) FEHEf,
TERHE S RS B 72 RIS R O E R N A VAR U, RRYES R
(10 ng/mL) ZFABL T TV, Gy M & O REUKZ RS
BEMNIIZD EFTDOT, FHUICGEROEERZ CHEKEW.) £
DR NF Y FHRIRERTHEL T ZE V. mRLE
BEEAREE S I L, RAILEVTTEL,
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(6

N
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(7

FRIETI

AR DO—B2EH T 2RI ER L DD LZDORZEHIORIBIHE
L. BORBERIRET, BWHICEZL->MOE®D, 2~ 10°CTH
FLTTFEV. AHRNZEE 2R b E T,

CAF AESHIRBRB R T 6) VA FX—EBHEEA LT R
7YY A

F v b 2Bl LTS % BUEARRRIRHC s & O D H U ARG
L, RO DFRIEEMCRE T, HHICEZ LD LMD, 2~
10CTHRIFL TR E V. THIRN 2R S 9, [ER%RD D
TRH IS BER LT T E L,

FECEEE 1 BRUTOLHE 2

Fv b2 EI LTS B B3GR & DD Uiz LT
EW HRD OFOGAERRRICRE G, BBICHEZL->» D LS,
2~ 10CTRIFLTL TV, IR 2R 5 £ T,

PeR (10 %)

PR (10 X) ZRFET 25HBE, #H2lLohb e, 2~10C
TRIFLTRE WV, ARHIRNLZENZREE T, MAKRD O/M
PABEHIRIEBEEL T FEW,

AT 1 ¥ K UHIATRENE 2

Fv 2B LTINS BI3mBEE DD H L, A%z L T<
REW, 50 ORI RIRICIRE S, WHhIC#HEZ LMD LMo,
2~ 10CTREL TLIEE W, ARIRNZEEZRD X T,

Hﬁﬁhﬁ&ﬁ ]

. D%, ESICERME LRI 2 2 4 5%

L EHIC K ORI LTz Mk iR (CSP) I EiRb U 7= MuksR SR
172 1/10 EmIRIN UE#%, BET300MEE LET, (s
CSF : 50 pL. MAGREEE 1 5ul)

NI USR8
T 15~ 20 708 L, SRS A Mk UE 9 (CSF+RAGRRWT
1 255 uL O & X O E BIAFRE 2 1 220 uL), S BRRIATIR
W2 3HEETI,

[ﬂ'JEEH'F]

11.

12.

. FUAFRRIE T L — R ich 5 CHFEE L kil 25w TVICH Tz
L. 4AEHELET, Z0H%, R—S8—%A)VEED FTTL—F
FWEIC L, BLMEDFZ XS5 LTIV S IRZEIO B
EES

R L HIE 7 L & RRIKHINE Y TVIE © A F VKRB UATAT % 50 pL
TORELET,

FEEHE SN E ) ) UIC RUEFE ORHEYAH 2 50 uL IO L E T,
MATIE 7 VISR AT TS U 7tk GRS HRK) % 50
pLFORHELET,

AT L—MrEIBEEZAVTHEIELET,
TL—ry—VEED, Fil (20 ~25C) T2.5KMEHELET,
RISHE T #. RIS T8 C R 85 TUICilize L A ks L E 9
FDH, NR=NR=ZF N EDLETTL— YT, §FE
DI LTINS iR RZEE T,
BUIIVCRAF I H—LH-EA LT N T EY VAR ZE 100 uL
FTORPELET, ¥/ 7a 7/ L—MrESBEEEHOTHELE
ER
TL—by—)UEAED, Fil (20~ 25°C) T30 HHELET.

. KSR 7t ISR I T2 &Y TVIC iz U 4 i L & J

ZD%, R=N—=ZANVixEDLTTL—rEYWEITL, BINE
DIFBEICLTYIIVCHES Tl Z IO RE £,
%ﬁlwkmﬂﬁﬁbt%tﬁ%%lmmL?o\Ebiﬁo747
o7y L—MEESBREHONT 1M, FrLES,
BB, 96 vl ra T L— R —X— GOUIER) THRL
S AHIE LU E T, FHERINE. 10 59~ 20 57O TORIE %
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13.

HEEEL &9,

X fli 2 BRI (pg/mL)., Y #ili7Z2 FCIREE O a2 ER L X
To MFRIKDOFIETLICHIST 29 (pg/mL) ZaiHID £,
AL TIRFEICHRATRIR (5.5 %) ZMT TRIEME LET,

* AV Ea—2Y 7T M TOEBNM TR, 3 XZHEKA, 4 £ 51

e ()

RLU (x102)

50000

I X—Z—OMNBHEDRLET,
/’///.

v

5000

/
L

1 10

500

S0

100 1000

Human Tau (pg/mL)
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10.

11.

12.

. MGG NS ARy MRIEHIE TR

. RAREANZERIR) oL YO 0EFEHLTLEE D,
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R LA L TR E WV, X BARIEARAR L TR E WY,
0 ORISR O 3 2 BRI O S CREBPEICHWTT
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WiBEYE OB NREED Lo, E—R&kickoc, 2f8U ED
Bn B HMBCHNEREZHER L TR0, FHIEHRADTIR
B (1 X)) TIro T EE W,

. Fv NI ELISA EOWHEZH T LI, E3iFEED FTIHM

TEW,

- MFEBECHE T3 BRICE EXy 7« Y T BIEOFEBIMEI LT L

T M TR T E W,
MREE, (REEHAERZHICDFT
TEW,
SREHE I RNT R EW, AFy FORENE- T, B, 0.
B0, S LS a 3 B I KEK TRAICTEN R T EHD
ISZILBEITV, DERIGAEEMOT Y TERZITTFE,
AFw bR LU TOWRIGAT TS Z LA TRE D,
ﬁ%uﬁ AOBERIENHZEDE LTHRADTELTIHOW->TFE
o AF Y MIFPIHROEAS ZEFATOET,
Emﬁ$®m%\ﬁmbk%ﬁ%%u1%$wvu>a2%ﬁw¢—
VT IVT e RERIE 0.1% DL EOXEHHZEMF R U ¥ LIERIC 1 KR
MERFTTFEV, @A — b7 L—T7WHELE LU THEELTT
TV R U7 RE SR A ] OSSN SEI T iR D B I IS %%
Htk DEFITHES THEELTRI W,
0y MESDEIHELIFEYTEDEVTRIV, FAT VT T
DOFBIIGRHCIE, T T)VOE, BYOEA. REORD. 71
AEOZEFEIG LT 24, BT T L—h Y —)LZMi>TTFI,
ELISA B HIERREIIC K O B ER ST T, WEHE 5EKIGE
IO - 20 ~ 25°C (BB EEZE AV FaX—2NRE) =
HAFLTTREW, Fie, B (7 avis &) EE o T
TOPEIZEET TFEU,
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AU | 20 pg/mL Tau ¥ | 60 pg/mL Tau #¥h11 | 150 pg/mL Tau #hi
[N
ﬁ%i’fﬁ WIEM | WITEM | Recovery | MIEfE | Recovery | MIEM | Recovery
a
4.09 248 58.1 175
pg/mL pg/mL 104% pg/mL 90% pg/mL L14%
ARER | 40 pg/mL Tau 7N | 135 pg/mL Tau 75h0 | 380 pg/mL Tau i
v i
Al | HEME | HUEME | Recovery | MIERE | Recovery | HIEfE | Recovery
2
24.8 70.5 160 390
pg/mL pg/mL 114% pg/mL 100% pg/mL 96.1%
OFi R
400
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300 ————y =380.51x+4.7755——
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Non-demential 430 MCI1 295 AD1 458
Non-dementia2 157 MCI2 294 AD2 231
Non-dementia3 246 MCI3 369 AD3 260
Non-dementia4 52.7 MCI4 142 AD4 826

Non-dementiab 14.1 AD5 230
Non-dementia6 397 AD6 670
Non-dementia7 53 AD7 1000
Non-dementia8 112 AD8 201
Non-dementia9 178 AD9 1011
Non-dementialQ 203 AD10 886

Mean for non-dementia 184 |Mean for MCI 275 | Mean for AD 577

= JEREHNEE & 7 VYA < — T TR IS RN R 5 Nz,

GRIEFIERZE]

+ FL— b, SR AN R (20 ~25°C) IKRLT R,

* WERITEHROTA * BIRE L IAFRUK T, 10 fHCHML T REW,

- BHEAIR ORI () 1 AR RUKZ HIRRIC B O fE B2 I A8
fi (BRMEANJEUR, 10ng/mL) L. ZO#%F v b OREMIR THIBE O
HEIATRZ TRLO K S IREA U TERERIRZIR- L TR E W,

# RE(pg/mlL) 1000 400 160 B840 256 102 410 0
g |WERBL) WE:s50 1 *200* "~ 200° |~ 200 ‘.' 200 }’ 200" y* 200" 0
(L) 450 - 300 300 300 300 300 300 300
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« FRURDEE
R HRRFRRGE 1 2 1/10 BRI L CTHRERE. SR T 30 70 e
(GHESZEL #fk 50 pL, BRIKEREEH 12 5 L), ZORMRIKRARIE 2 %2
AERRIN U, SR T 15 ~ 20 0fhiEd % (St Mk
2 1 220 pl),
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- FEVEVAIN & T 1 ARELE AR 50 pL/ v )b

L (@), =il (20 ~25°C). 2.5 KRG, FHE (+®)
1

kLA F VA —BREEGA LT F T Y UTAROTE (ERE U7
BT 100 ML TR ELWY)
sl PR AmE (k@)
NV FVA—EEEA LT T E Y UTEIR 100 pL/ v T)b
<l B Ge@). =il (20~ 25°0), 30 HHIKIG. BB (%)
!

R ORI GOEEE 113G 2 = 1:1 (vol./vol) ICIRAIHED

o VEE AW (k@)

-l 1o B =il (20 ~25°0)

< FOERERE (10 9~ 20 ORI HIE)

(@) PEFHICTRERZ Y TIVIC ) TR, FOU50 [T 10 i &
CIROFERLET, 4 Mdlikikisg, X— =24V i L—
FEMEIC LTI ERIF R RICBRE LT, kAR
Y IIVOFERCHER U T ROBRZESBIC/ELET, iftikE
YRy M THRINT 3RO EH%ZE 300 ul TV T,

(@) $ifEDHZ4E 600 ~ 800 rpm-10 FHRY, 3[4,

(k@) HEERTHT L= —IVEMDBELTRE Y, TL—hy—
WISIRERZHIN LT, fiEmZ T L— MIC LTI TR
T, —EHALETL— o= VEEMALEVTREY,

100 pL/ v )b
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