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Code No. 298-80101

High Molecular Amyloid 8 Oligomer ELISA Kit Wako

[Introduction]

Amyloid B (Ap)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, A is considered as a causal factor of Alzheimer
disease. In recent years, an A S oligomer hypothesis has been focused. The
hypothesis is that soluble aggregates called A oligomers resulting from poly-
merization of A 8 monomers, causes synaptic failure in nerve cells, not insolubi-
lized and accumulated A g fibrils. There are several types of A 5 oligomers due
to the difference in molecular weight, and low molecular A 8 oligomers (such as
low-n oligomer) and high molecular A oligomers (such as ADDL, A g *56,
proto-fibril) have been reported. This product is an ELISA kit that can specifi-
cally measure high molecular A oligomers.

[Performance]
Standard curve range 0.41 - 100 pM
*Calculated on the basis of 16-mer MAP peptide
Reactive A B oligomers >9-mer AB oligomer
Sample Human cerebrospinal fluid
in vitro A8 oligomer
Sample volume 25 pL (4 times dilution)
Assay time 4.5 hours
Detection method Luminescence method

[Reagents supplied]

Components Condition Volume
(1) Antibody (BAN50)-coated Plate Use as it is. 1 plate, 96 wells (8 X 12)
(2) Standard Solution (10 nM) Use after preparation. 100 £L/1 vial
(3) Buffer Use as it is. 60 mL/1 bottle
(4) Biotin-conjugated Antibody . .
. Use after preparation. 100 g L/1 vial
(BAN50) Solution
(5) Peroxidase-conjugated . .
- i Use after preparation. 100 £L/1 vial
Streptavidin 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) Plate Seal Use as it is. 3 sheets
Instruction manual 1 copy

[Measurement principle]

The microplate is coated with anti A g antibody (BAN50). The standard solu-
tion or a sample is added in a well to bind A  monomer and A 8 oligomer to the
antibody. Then, the biotin-conjugated anti A # monoclonal antibody (BAN50) is
allowed to react to bind only to the high molecular A oligomer in the well.
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In addition, the peroxidase-conjugated streptavidin is reacted. Finally, the
peroxidase activity in the well is measured to determine the concentration of
high molecular A 8 oligomer in the sample. As a standard, a 16-mer MAP pep-
tide with 16 epitopes of anti-A 8 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)

[Equipment or materials required but not supplied]

]
O
]
]
]
O
O
]
O
]

O

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 pipet
10 #L, and in the range between 200 and 500 pL)

Continuous dispensing pipet that can dispense 100 ¢L continuously
Water absorbent paper towel (to eliminate liquid remaining in plates after
washing)

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]
(1) Standard Solution (10 nM)

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

Concentration (pM) of )

standard solution Volume of the standard solution Buffer
100 Standard Solution (10 nM) : 10 xL 990 L
40.0 100 pM standard solution : 200 1L 300 oL
16.0 40.0 pM standard solution : 200 xL 300 oL
6.40 16.0 pM standard solution : 200 L 300 L
2.56 6.40 pM standard solution : 200 xL 300 L
1.02 2.56 pM standard solution : 200 ¢L 300 «L
0.41 1.02 pM standard solution : 200 L 300 ¢L
0.00 - 300 L

(2) Biotin-conjugated Antibody (BAN50) Solution

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

(4) Luminescent Reagent 1 and (5) 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)

(6) 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 10 C. The
stability is maintained within the expiration date.

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 10 ‘C 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 10C
without returning to the room temperature. The stability is maintained
within the expiration date.

@

~

(4

=

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

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

(6) Luminescent Reagent 1 and (7) Luminescent Reagent 2
When the kit is divided and used, take out the reagents from the refrigera-
tor and prepare them. Keep the remaining luminescent reagents with the
caps tightly closed at 2 to 10 C without returning to room temperature. The
stability is maintained within the expiration date.

Washing Solution (10 X))

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

@

~
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[Measurement procedure]

1.

10.
11.

12.

13.

14.

15.

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 pL each of the standard solutions at the respective concentra-

tions in the reference standard measurement wells.

Dispense 100 L each of the sample diluted with the Buffer in the sample

measurement wells (2~4-time dilution in the standard operating proce-

dure).

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 anti A g (BAN50) antibody

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 ¢ L each of the peroxidase-conjugated streptavidin 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 30 minutes.

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 mixed luminescent reagents to the wells.

Shake the plate for 1 minute using the microplate shaker.

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.

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 con-

centration 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

100000

10000 //
5 1000 /
100 /

0.1 1.0 10.0 100.0
ApB Oligomer (pM)

RLI

10

*The concentration is a value converted on the basis of 16-mer MAP peptide.
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[Precautions for use]

1.

2.

e~

10.

11.
12.

13.

14.

15.

Please use container made of polypropylene. If other containers are used,
A B may adsorb to the container and the measured value may decrease.
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 opera-
tion 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 regu-
lations.

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,
contamination 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]

Reactivity with in vitro AB oligomer

After overnight incubation of A5 1-42 peptides in a refrigerator, separate the
fractions containing peptides not greater than 30 kDa (8-mer and smaller) and
that containing peptides equal to and greater than 30 kDa (9-mer and larger) and
the respective fractions were measured using this ELISA kit.

Incubate overnight _ Isolation by ultrafiltration Fraction A
AB oligomer > 30 kDa (29-mer) AB oligomer

AB monomer ——>

(Mixture of various sizes) Fraction B

< 30 kDa (£(8-mer) AB oligomer
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AB oligomer ELISA D) .
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—No signal was detected in the fraction containing 8-mer and smaller ( <30 kDa),
whereas a strong signal was exhibited in the fraction containing 9-mer and greater

(

> 30 kDa).

Measurement of a cerebrospinal fluid sample

Cerebrospinal fluids of healthy person (healthy), patients with mild cognitive
impairment (MCI) and patients with Alzheimer disease (AD) were measured
with this ELISA kit.

AB oligomer (pM)

6 AB oligomer(pM)| MMSE score | ADAS score
Healthy( 0.98 - -
I Healthy(@ 1.99
Healthy(®) 1.69
4 Healthy@ 267
Healthy®) 4.59
Healthy(®) 173 - -
2 I Mcl 4.59 26 12
ADD) 44 20 16
ADQ 411 20 34
ADQ) 4.95 26 23
0 AD@) 5.84 24 22
Healthy(n=6) MCI(n=1) AD(n=5) ADG) 574 15 NA

—There was a difference between healthy person and Alzheimer’s disease patients.

[Outline of the measurement procedure]

O
O

Example of
dilution

OO0

O

Return 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.

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

Concentration (pM)

100 40.0 16.0 6.40 2.56 1.02 0.41 0
Standard solufon (L) Stock 10 4 » 200* }/ 200%~> 200%~> 200%7> 200% 4> 2004 0
Buffer (uL) 990 300 300 300 300 300 300 300

: Standard solution of one higher concentration

Antibody (BAN50)-coated Plate

| Washing 4 times (*(i))

Sample or standard solution 100 pL/well

| Shake (*(ii)), 2-hour reaction at room temperature (20-25C), standing
(*(iii))

*Preparation of the biotin-conjugated antibody (BAN50) solution (dilute
100 times with the Buffer returned to room temperature)
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| Washing 4 times (*(i))

Biotin-conjugated antibody (BANS50) solution 100 pL/well

| Shake (*(ii)), 2-hour reaction at room temperature (20 - 25 C), standing
(*(id)

Ooono

*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 pL/well
| Shake (*(ii)), 30-minute reaction at room temperature (20 - 25 C), stand-
ing (*(iii))

ooog o

*Preparation of the luminescent reagent (mix Luminescent Reagent 1 and
Luminescent Reagent 2 in 1 : 1 (vol./vol.))

| Washing 4 times (*(i))

Luminescent reagent 100 pL/well

| Shake for 1 minute at room temperature (20 - 25C)

Measurement of luminescence intensity (to be measured between 10 and

20 minutes)

oooo o

(*(1)) 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 pL/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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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

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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d— K No. 298-80101
B9¥F73I04 FBAYIT—ELISAxy b 70—

(FLoiad

TITAE B AR)E. 40T S I BB ARTF T, Ty, < —
FELEOMNICERL T, AR VWO OBEZVRL T, 20D ABIRT
IWINAT=HOREATF & L TELZLNTOET, TFE, NEft, L
ABFibril TId7e <. AT/ ~—HEE LI Ag A Y I~— LT % AT
BHER PRI Y T AEE R 52 5 LD AR A I~ — RS R &
nTnEd,

AgAVIR—ICE, HFFEOENDP LWL OPFEENBD D, K5 TD A
Z VU a<— (Low-n oligomer’s &) L&s5 D ApA1YT<— (ADDL, Ap
*56, proto-fibrilZz &) MDEHEIN TV, Kigit, 9 BEAU LOEST A
B U T — A AR B AT ELISA F o | T,

(v MEARED
W AR P 0.41~100 pM
K16EAMAP R Y F FfH
KIEd 5 A A I — = 9mer AV I —
Wt Gl v MR
invitro Ag AV I~ —
FERR A 25 pL (4 fE7HRE)
2 RFfE] 4 REfERE
(v FAR)
BB RO B =

(1) Antibody (BAN50) -coated Plate 17V—+F

itk (BANSO) BEIfH{L 7L — F ORI 96 wells (8 X 12)
(2) Standard Solution (10 nM) / e e e

BT (10 nM) LR BT 100 pL/ 1 A
(3) Buffer/#Zfiiz ZDFE EHH 60mL/ 1A
(4) Biotin-conjugated Antibody (BAN50)

Solution LR 100 pL/ 14K

vt I AUk (BANSO) K
(5) Peroxidase-conjugated Streptavidin Solution

NWVAFYFT—CREEGAL VT P TEY Y LA 100 ¢L/1K

313
(6) Luminescent Reagent 1/ Y63 1 ZOFEEFH 6mL/ 14
(7) Luminescent Reagent 2/ Y6303 2 ZOFEEHH 6mL/ 1A
(8) Wash Solution (10 x ) /#E#+i (10 %) FRBLEL B 100mL/ 1 A&
9 JV—Fv— ZDFE EHH 3
Hahas i 178
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CRIEFEE)

W7V — Fodicid st Ag itk (BAN5O) AEMfshThEd, 20
Y TIVICEEME R £ 7 3R iR AN CHIURIC AR E /Y~ —B LU A AU T
R—TRAEINET, TOH, B FVERERASTE /7y —FIbifk
(BANS0) #RIGEHT, VLIVHNOESG T ApF Y TX—DABEE S ET,
SIHEENVAF VA —VREEA VT TV VERIBS T, REICTT
ROV A F Y X —ViEERES 5 SIC kD, EhOES T ALY
IR —DREZRDLZENTEET, SBEEMTIEH AL ik (BAN5S0)
DIV L —=TH1I6KMES LI 16 BAMAP X/ F FafFRAL TR0, HIEMIT
16 EAMAP X5 FCHEA L /-EIC72 D £,

OZ#5, (16EFMAPRTF R)

(EFRBEL L UEE)

O MK (ZREEK)

O BRI/ AR T 2 —7

O SEERARAN 7 A%&H (AAV Y /X — - E—=h—)

O F v 7MERy b (WETF v /T p LB IEREICE Ry 7 0 V7

TE2LD, BLU200~500 pLEEMECEXRy 74 V7 TESHH0D)

O @S Er-Xy b, 100 pLA S ETE 550

O R=NN=ZFNWVEOWKMEDDH 5 HD (BEEFHRIC TV — MITFR - 7ol x I
DER<)

O $fifkes (Vortex 2 A /)

O <4787 —FEE D% (#600~800 rpm)

[ 967 TV 7L — kS (Bhi3FE L) 23

O 967 T 7L—FU—x— (FEHlEH)

O F—208Y) 727

(AEHEOFELE)

(1) EZHERK (10nM)
AR (10 nM) XK % PR L D ICREA L CEEER K~ A% L T
TEwy,

ERERRRE (pM) B IR O & TR
100 J5 (10 nM) : 10 L 990 4L
40.0 100 pM DEZ#ERHE = 200 1L 300 uL
16.0 40.0 pMOBEUERHE © 200 L 300 xL
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BAERRRE (PM) BEHER D75 & FEEIR
6.40 16.0 pM OFEHERHE = 200 4L 300 4L
2.56 6.40 pM D EEHEZATE © 200 pL 300 pL
1.02 2.56 pM D EEHEFAHE © 200 pL 300 4L
0.41 1.02 pM O#ERIE : 200 uL 300 4L
0.00 — 300 4L

(2) EA F U #EEH 4 (BANSO) A&
FEEH CLOORSICA L TF W,
@)YRILAF LY —EHEEX N TITEC VAR
FEFEHE CLOORFICAINL TR\,

(4)BARE 1LV (5) FHhHAE2
9 515~307 1, R L L RBERE 2% 1: 1 (vol./vol.) T
RBAELTLZEW,
AT A ETELL TN TS,
@l RN 1(6mL) : FHARAIE 2(6 mL) DREG (967 TV THAT
HE)

(6) g (10 %)
KK (GREEAK) TLORSICHFIRUMA L T2 a0,
B : 100 mL OEMEDEER (10 X ) + 900 mLOFFEHK (FREEK) (967 )L
S TCHATA5E8)

O Z0MOREFZOEEHEALET,

(REOREMLRBEHE]

(1) HiR(BANSO)E#IL 7L — b
A (B RE 2 5 7o REETY — LR 0 L T\ ) FkEFE 2 -
Uy ZREAMOY v T —%y ZIZRL, ZOEE2~10CTHREL T
Tav, AHPRANZEEEZHRLE T,

(2) E#ER& (10 nM)
Fo FESEIL THET ABUIME I 2 EFNCEEE X DD L ARHA
L, BYOFEREIRRICEST, BHIZEYL->20D EMH, 2~10TC
THREL TSV, RN EEE RS E4, ML oS EEERIT
BEHICHEAL, RIFELRVTEI Y,

(3) &
BRO—H T ABEELER L VD L LOOREHOFHICH L,
DERERICRS T, BEHICELZL->2DEAD, 2 ~10CTRIFL TR,
ARHRNZELE 2R b %,

(4) EAF A HKBANSO)FRE LV GIRILAF LY —FRAA N T
FTES AR
Fo b ESEIL THEATZEEARIRHC G EE S DIRD H L AL |
BOOFKIERICRS T, BHICELL -5 LD, 2~10CTHRE
L TRV, AOIRAREEZRL E T, HHED OFRFARITIFESE
LTHFaW,
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(6) RHFI 1 S LV (7) RARE 2

Fo FEHELTHEATSEEWEES DI HLRRE L T2,
D OFNAEIBRICKS T, BEHICEEZL-2D Lo, 2~10CT
REFEL TS, BORANZER R E T,

(8) % (10 %)

W (10 X) & R1F 9 B AR, #Eh L2 LMD, 2~10CTRIFL
TEE, HRMIRAZEEZ RS £, AR D ORI AR
ELTFEW,

CRIFEHRE)

1.

PUABIHE T U — FICH 5 U OFRE L 72 i & 47 TOVICH/z L, 4
EIRGEL £, TOH, R—=N—=Z L)V lOLTT/U— P SITL,
WECMEDFAESICL TV ITICE > =R ATV E x4,

2. BEEERIE Y TIVICKREOBEEER % 100 p L9 25 EL £,
3. BRENRE Y TOVICEER TRHHEHR L 7o 5% 100 p L9 >0 L £

(BRHERRPFER L 2 ~ 4 ST ,)
NAZAT V= MRED B EE O THAL £,
TU—T = RIED ., Ei (20~25C) T2 KHEHEL =7,

6. DS THR, IR & TR A2 %7 TIVICH/Z L, 4 %S L 95

10.

11.

12.

13.

14.

15.

ZDW, N—=/N=RF N EOETTV—FaMIICL, BLPEDIT5

IO LTI - 7RO BR&E £,

£ TIVICE T F VRS EP A p BUABIK100 p L 5L 4, <A/ 71

TU—FMRESWREEHCTHEEBL £,

TU—Fy— D EiRf (20~25C) T2 REREEEL £,

FOSAE T #. BOGTR A 35 Tl e &7 TOVICHi/c L A B3E L £, ©

O, R=R—=F IV O LTIV —FZHSICL, B<IEDT5S K
WL T DI TR R E £,

BT TIICRIVEF VR —VREEGEA VT P T EVVERE 100 LD

SELET, A7V —TiREDEHEAETHOTHELET,

TU—F =D, FiR (20~25T) TI0HMHHEL £,

FOGBKE T, RIGR &I TSR & VIS L 4 [ L £, %

D, N—=N=ZF)NWigFOLTT U —FEHsiIcL, B<MEDT S &
I T I - 7R MO BR&E £,

£ VIR L /o8 ERFELY 100 p LSO T L &4, A7/
V—FiRéEDWERCT M, HHL £,

HEtg, 96V T~ A 77— —x— (BRHER) TREMEL

BIEL £9, BEAERME, 105 ~205 ORI TOWPEZHEEL £ 4

X A FEAE SR (pMD) . Y A FOCHREE OFEMEMR A L £ 97, &

FURAR DFEICERENT G 3 B IR (pM) e a0 & 97, A - 72 IRE
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