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TeIZ, A== L TilEZME T, ZORETE U EBEWTIIZR 20,

5) BRZHMWERT )E 100p1 T2, £U = /MIHTET D,

6) =V T T 4NV ATEN, 22C~8CT60EL5 /DA 2 Fa—hEITIH,

) =V T T4 NEEEIN L, T — b EEFR (18~22°C) THFET 5, HEIO
YA/ T = Uy Ty —THRETLIHEIE. 1 U= H2D 800ul DA —N
— 70 —&ETEEOWE A 7 VT 5, FEITHEREFT IHEIEL. V=l EOW
WA BRE LTt PV 350 1 21N - BRET H1E¥EA 5 ~10 [ (PR iE %
RPN OB 2) #0ikd, B TH, WKL T =L Of N6 BRI bR
TeiZ, N= "= LT ZME T, ZORETS U EENTIIRL0,

8) JE¥E(ik (R8+R9) 100u1 27 = /MZHEL, TIAIETT L — h&EH DN
B2 L, BFETEET 304y, =i (18~22°C) TA v FaX—hr&179, £ Fax
—2a OB, T4V AER LTI SR,

9) RISELEK(RI0)100, 1 %27 = VITHTET S,

10) fEIERIRINE, 30 SUWNIC~A 7 e 7L — hU —X—TEER 450nm, EIFEE
'620nm (23517 % OD ZHET 2, MIEZITHO E TR, HITHE#T 2L 512752
&

1

BRIV T, 600nm~700nm £ TORPAIZB W TTHEITHEE KT X720,



N S
HEF, ROLDICH Yy MATVHEEZFREL, ThzfHT 5,
hy bATE = (400 Fr—/LOFEROEE + EE 0.210 )
EENT, EFRICRE L Z1T ) 720 %y Fo@AFEICTEH I AT D

HEEHATDZ L,
ODE < hy A 7ED—10% D& =fEH
ODfE = hy A 7ED—10% DL EZERE

FHRICEVBREBE LT XE, A 707 L —FD2REZFHAL, 1. (2) 4IZ
B ARET TV E2ANTITY (FHREIE. OBREENTO ZEREFE LV, ),

Fo. WERIL, BEa be— VRO s b e — L OWIECEER LT O &iF %
M7= LTI LIV iERT D,

O B3 ra—ILOREEA4NELLT < 0150

@ B FO—ILOWREEA27NELLT = 1.000

BRECBIHEITKRO LB 5,
(1) 2R/R®O>H, WFhbh—AD oD EAD Y bA TEMLE, X

Ay FATED—10 %LLNOD OD BEA 1572 & &1X, BiE L HIET 5,
(2) 2REBHY RFTED—10 BRF\ETH -7 L Z1L, BELHET D,



B 1—2)

[543 KRy b T>T7— BSETR ] 1%

1. %v bW
(1) A FHR> s = 77— BSE 72 FORRL

RISy 7 (2~8CTRTE)

I I . TR DOLRATLRAT: -
= 3hE P EL £ 2 S 1) =
A KE (EeE St SRR R i AR
I 3 20mLX 1A 2~30C | %47 L ML
100g ¥y Rk 1L 720 50g @
Ve 1 ngb 2~30°C | YeiAl 1 Z WML, ¥& | 2~8CT6 » A
N V% -
795,
Y F s 150uLX 14 | 2~8C Z;Uﬁyﬁw@% U7 L
I PevsHl 2 W & VT
SRR Y S Eﬁz//l 9~ 8°C aryYaF—reoy | #HRS 2 B
100 LX 14 MMEICIRE SN AR | LINCf A
fERTHINT D,
HEA 10mLX 1A V| 2~8C | MEOHEEA L REB | BT GRS L,
BB 10mLX 1 R r| 2~8C | ZIRAET D, FEE RN !
EL7TL— b 2 7L —Fh 2~30C | #&47L ML
TvkA T L— 1 1 7L—Fh 2~30C | %47 L ML
Bitt=a s hm—yxL| 8 T 2~8C | &%l ML
TS5 rayha—nu 30mLX 1A 2~30C | %472 L ML
Pk v 7 (-25~-15C TRAF)
I T . L ORISR -
2432 =N £ 2 S 1] =
AR K RIESM ARBETRRG 1R i R
P 2 3mLX 1 A& |-25~-15C| #2472 L AL
Yt 2 iR & AV C
, - L7V A PR % 500
] M ‘AI‘ > ~, )
T o, ERRIE  lros~o1c| tmm, rmimen | s g
" H v MEICIRE SN A
REERTHINT D,

Ny Ty —/TF> a7 (10~30°C CLRTF)

e s . T DRI -
=03 g =1 £ S EH H
uﬁ;% Fa=:N 1%??*14: ni%ﬂﬁi{jﬁ{f {iﬁﬁ/ﬁﬁ BEi
A1 ILX 14 10~30°C | #%&47L RS
10 {5 IR AEIR FE8K 900mL H7- 0 | ISR
BeiH 2 500mLX 17K b | 10~30°C | ¥EHHH2 % 100mL ¥ ;i&ggfzﬁﬁj
v ML, AT 5. 7




(2) By e Oy i
1 A AR D%y LGRS
(100mL H7)
. AH ) =)L 16 mL
PR 1 5 & U LT U % A (SDS) 5 g
PE 2 a4 F—FK 0.2¢g
3K 3 TT = R 28.659 g
Ve 1 b Al R VAN 100 g =1
Byl 2 Joynu~vsad—L 0.5 mL
PL7 Y F PR Y XH T A fTE 100 mL
RSN PEET Y - LA 2 —PIERkHT
a3V al— | A 7 07 Y (e ) 100 mL
Y MG 1Y X L 100 mL
itk ba—nvxL | G U A _XTTR 2.4 ng =
FHEA FEEA GEEELKEAK) 100 mL
FE B FEB @ T7I /7L RIYREK | 100 mL
N . AH ) —)L 16 mL
e T A 5
T oA T L—h R~ L—h 142 =3
L L— b 9% N~A a7 L—h 2K =3
*1: 178 hooh
¥2: 1 7 /)L
x3: FL— MK

2. MEpgEE LUWIEIE
v MIEENDHE
45 R Z AT 2 DI 23R * v MZEENL TV D,
¥ v MZEEhRWOME
© FEEORA Ak, ZBREK, FRITREKEFEHT S (LLNERKER)
- Stomacher Biomaster 80 (Seward #f#) REF A P —*
s REIDF A= T (74 Z—fFX)  (Interscience #H)
» Skatron Skanwasher® 300 (Skatron #+#) <A 7 oL — hO¥EE 2 5*
« iEMS A v F 2 _X—HF —/ = —H— (Thermo LabSystems fHH) *
c LI ) AF ¥ T M (Thermo LabSystems #H5) bFZE Yl E SR
- v A7 uTL— bEOE (27506 PLL)
- vAruarL—NHY—L
- BNy ME
- MR ERA AR SR
AU AVE IR S SEN O EVERy Sl N YN FOS
© TOMRIEDOHRAA T ZAETRY T m v L B
- M oRMEa Y hr—L (M= e — L OO A S HR)
*ENE, AR LI G E OS2 T,



3.

RO /T X — ZRE

HEDE S VT RERRICRRE SN TV DR T A =2 IF W& LU N IORT,
(=P =L OREEEEIAETH D)

Ve

- AREIZIE, 2HEOWEHRBVNETH S,
s YT e ha— L 1 RBIOVEE T e ha—L 2 Ol FIZx LT,

- BEE D 0.25 /E

- NE/EE, ATy R > ov: 1.00
« WEIRY > ar (GEHE 3.00~4.00mm)

« BTERTY T 3> 1 0.00mm

rrm ha—n 1t
(PeHR 1 mREER) A7 v 7

Wir~rnm ha—n 2

(Wil 2 Wik e i) A7 v 7

Aspirate (% 751)
Dispense (431%)
Soak (JR&)
Aspirate (% 5()
Wash (&4
Soak (JZ{%&)
Aspirate (% 5()
Wash (&4
Soak (J2&)
#10 Aspirate (%5])
#11  Wash (B&#4)
#12 Soak (JRIH)
#13  Aspirate (%5])
#14 End Wash (B4R T)

H H H H H 3 H N
0 1 O U1 v W DN~

H
©

1

H H H H H H H H
CO 3 O U1 v W D

H

9
#10
11
#12
#13
#14

Aspirate (% 751)
Wash (ci4)
Soak (JZ7&)
Aspirate (% 51)
Wash (BE4)
Soak (JZ&)
Aspirate (% 51)
Wash (&i4)
Soak (JZ7&)
Aspirate (z751)
Wash (&4
Soak (iZ{H&)
Aspirate (% 51)
End Wash (Jei§#& 1)

4
3R
5 b
2%
3R
5 Fp
2%
R
5 b
2%
2 Fp
5%
47

xPEF T m ha— v 1 OEIZ, AT =TT R By FNTITO 2 &,

RHA T aX—H—

- Shake value (JE%1): 5 (1400rpm),

L IS E

+ Plate acceleration ("L — i) : 10,

Filter (7 4 V% —) : 72 L.

Integration time (F%FERT) : 300,

Temperature (F¢ EIREL): 34°C

Measurement count GHIZEH 7 > k) @ 1,

Photomultiplier (PMT) voltage Gt 7% (PMT) EBIE) : 7 7 4 /v ME.
Plate type GEJ5 7L — K) : 96 7 = /L,

Settle delay (&7 b /L5 ¢ L 1) : 100,
Measurement type GHITE # A ) : > 7 )b,
Lag time GEEZERFRE) : 30 7.

Scale factor (fi528) : ~8



4. RIEDOF
FHEL L - B R, ARFICSEIRICEL TWVWD L ICT5 2 &,
(1) WAl 1 ik
HFHFI (Enfer Wash 1) ) K 50g 121 U v MLV ORFRUKZ I L T, A 1 iK%
T 5, T 5 FE TIRE L (E721TEHEAR RS T 10 o) . EHT 201
BIRLTWD Z & &R T 5,
(PSR U 72 Wi 1 3R,

2~8CT6 » HERGFFHETH D, )
(2) VEVFA 2 TAiR

FEi% B2 (Enfer Wash 2) JFUR & FE K C 10 {5/ R L, ¥EidAl 2 iR =2 i35,
(PR L 7= PRI 77 2 TR 10~30°C T 2 #f#), 2~8CT1 » AMRFTRETH D, )
(3) 7Y A UK+ F MIEE K
HTUFA K (Anti-PrP- 1° Ab (Rabbit)) 2 " ¥ 1M;&F (Normal Goat Serum(Goat)) %
Vet 2 B CAVIR L . $2ENRFI L, $177 ) A Pk + v F Gk 2 i+ 2,
FIPUEFRITe y T LR R LD, RV TNV OREHEHICHE > THIRTH Z &,
7Y F o HUR+ ¥ FITEER T, AR L2 RICENT 5, )
(4) 2>y al— MEIK

a> a4 —bk (Enzyme—conjugate— 2° Ab (goat anti-rabbit)) % JEiEAl 2 Ik THAR L.
HEIEF LT, arval— MaREHRT 5, HRERIEIe y FTEICEZR DD,
RN IV T L OFEHIHE S THRT D Z &,
AR L7 v 27— MARIIREETIZORAE L .
(5) FEIK

E BB (Substrate Solution B) (2% & D EL & A (Substrate Solution A) Z ¥R 5,

FEWHIIFER O 1KLL ERficfAf L, FEHRFCIISRICEL TS L9275,
(RS U 7= BRI IS TSR L. AR L= RIS 3 %, )

A% 2 BEFR LI 9%, )

5. MR

1) 500%40mg DM L 7o A IERE (R R) 2 VTR E Y 3 — M ERRT 2,

2) MIKREREDFTA =Ny TRy IR 7 4 V2 —THE BN T D) DFD 7
4 NVE—DFRHANZ AL, BRIKBR NNy ZTOEETHLIAENTWD Z &2 MERT 5,
REDFAZXLRLT VLT, HOLLOMKZEEE A LIETO5T,

3) 7.5mL DX ZE1 (Enfer Buffer 1(Bovine)) ZHREVF A V' — o TIZHDH T 4V H—D
BN 5, BFEARMNE, ATV T A X5 F TORMICE L TI3RBEOBEIX
RN, HBICA L) T v BEADAT v FITAND L OBET HZ &,

4) A b=y F¥—iREIFA P — (Stomacher) DOFHEA Thigh (FE) | ITRE L.

Bilk% 2 BT DT A KT B, T4 S~ X DREDFAF =y 7 EfALT
SRR 5720, SR ASLRDS,

E o REDHARXLEREKITHESG, 2FBIA L) T oA DAT v FITAB T &,



HBRICHWEIA ORI, 1RIEOBEOHENHL ETHREY A=y
AT, BIRICTRET D, WIBRFEIT O LM Z 2729177z &

6. £ L/7 vEAFIA
1) =T L—k (Centrifuge Plates) ™ A1 X TN A2 OfrE X, BFiEarrO—ILoziL
(Peptide Indicator Wells) D 7= (22217 T <,
B1 OALEN S TS kA—)L (Blank Control Reagent(Bovine)) % 4 77 =/ £4#

KEIRIKICOX 2T 2 LT HOFENFEN 180 u L 45 1FT 5,

2) WL L—hrETL—RFH—LTH D,

3) EL7 L — & 55, 2750C T LaBET 5,

4) 20 u L OFRZE2 (Enfer Buffer 2) % 7 vtz4 FL—I Enfer Test Plate) DI E {3 %

ETOU =)VOIEIZTH T 5,

5) WONHESE T LIEEL T L— b T L — Y — L 2RV RE . SRIEROT F

yrariru—noOhFI00nL RIRL, BE2OAS7T v A T L— MIBT,
6) TvkATL—F a7 L— NI —LTH S,

7 7 v¥A 71— k% 34CT60 5EIRET D,

8) FL— MY —VERYBRE, WA L EERE DY BT e ha—r 1) ZAHNT

7yt A T — NEERET 5,

9) TyEATL—FEFZLNVRO FIZHEER L, LMW TERET 2REERET S,
10) 150 u L ®FREES (Enfer Buffer 3) 23X T DY = /LZHINT 5,

11) 7oA 7L — 27 1L — NH—LTH S,

12) 7 v A 7 L— % 34°CT 15 DiRET 5,

13) 7L— FHY—AZEDBRE, ESH 2R E D EF7a ha—n2) 2T

7yt A T — NERET 5,

14) 7oA 7T —FE2FONNRO BIZEIRL, X< MW TERFT 2RIEZRET D,
15) 7oA 7L — b0 Al KOA2 07 = VEEY BrE | BEavbA—ILDT)L L

A D,

16) FHH L7257 U A PR+ v FIMERE 2 150 u L 2% 0 = /W21t T 2,

17) 7oA 7L —F a7 L — MY —LTH I,

18) 7wt A 7L — k% 34°CT 40 R ET 5,

19) 7b—MHY—AZE0 BRE, WA 2Rk GF7e ha—r2) ZHnT

7oA T U— R D,

20) TyEATL— REZLPORO FICHEIRL, <MW TERET DikEERET 5,
21) B L3 Yo — MEKEZ 150u L TO7 v A 7 L— MIHET S,

22) 7oA T L —hETL— NHY—ATH D,

23) 7 w4 T L— % 34°CT 30 rMIRET 5,



24) 7L — MHY—VERY BRE . WA 2EREA DY @R e ha—1r2) ZHNT
T oA T L— FERERET D,

25) 7oA T L — OO RIZEIRL, KSIWTEFET DRIKEZRET 2,
26) FRRLU7- BRI Z 150 L 9527 v A 7 L— MIUINT 5,

27) 7vkA 7L — a7 L—HY—ALTH D,

28) 7 vA T L — & 34CT 10 lEiIRE T 5,

29) FL— M= EIRY BRE . ALFRICHIE S 2 AV THOLRE &2 5l D,

7vtA4FTL—bk (Enfer Test Plate) D EZE I

—
N
w
I
ol
o
~
oo
©

10 11 12

S6 S6 S14 S14 S22 S22 S30 S30 S38 S38
S7 S7 S15 S16 S23 S23 S31 S31 S39 S39
S8 S8 S16 S16 S24 S24 S32 S32 S40 S40
1 89 89 S17 S17 S25 S25 S33 S33 S41  S41
S2 S2 S10 S10 S18 S18 S26 S26 S34 S34 S42  S42
S3 S3 S11 S11 S19 S19 S27 S27 S35 S35 S43  S43
S4 S4 S12 S12 S20 S20 S28 S28 S36 S36 S44  S44
S5 S5 S13 S13 S21 S21 S29 S29 S37 S37 S45 S45

0 W T
W W T

IomMmMoOoOwW>
@
%

P: Bi= ha—/Lw =)L (Peptide Indicator Wells)
B: 77,7 = ku—/» (Blank Control Reagent (Bovine) )
S1~S45: Yo7



AEEE7O—

27y7 | e | wmae [waws se| koeoskers | mEe
FRORERI - SR TR
FRASERI - EYUNER— -
PR 500+ 40mg AA
TANE =Ny
5k 50010 , 7 DI < (ZHL
Ak 500+ 40mg min R AN D
RESFA A S HLTHIED | (peed [ ST e
B 75mL M | “High”) TRy T
DERIAHRET
By i) =5 I
REVXR—bE TR . —
BB BT 7V_%V%¢” RS
180 p L -
S oFan—g—p | BLHNIAT
B L 2,750G > min 2 0 AR 34CI T | AEED
= RS i = WA ZEEMRLT | g~ CTORD
<o EYTEs
i o 7TV DED
- ECNN - S 1 CE S &
I i“L' (picEH TR
" 3 2 O IRNITETR
7o b | DEETRE BTy b LRI L
AN N 2 NESS
MRARSTIE M 100 4L TEEELED
LabSystem
SfrFar—| frFa—v | 60min |{EMS
varl T at 34°C A Fa—
5?%
e Weiith, &4
s éﬁ%ﬁ! 1zH Skanwasher 300 JL O b TH RS
PE 1 W, 7 ha— e s T -
L o RGeS Sz LT
KR ERET D
N B3 3 e
K 3 N 150 & L 7 @)L~y h
%1 GRS O
7V APk, ¥
X MLI8 % 7R R A e
L Bl 2 CHIRT D)
abSystem 2y e | (G
frFar—| frFa—v | 15min [{EMS AT
VENS VA at 34°C | A v F 2 — 2 Wzk) (Mfz@”ﬁ%
P (mrvay— a2l
UK T Peif A 2 A
W9 2)
X, BEBEEROFH
179




Yol 2 = A

YEl % ALLA2 ONLE

rE N

s 3 Skanwasher 300 || 7= )L Z3r Y B Y JL D T E]
s L
Vi 2 é;gj vz Vi Bita hr—Ay | SICLTHNT
TNEEY hTD BB ERET S
ELISA T
Al,A2 DATELT
tk= > hma—
o % 1HIEOR I WY EAB S
% 1k M 150 uL e~y b T L EMRELT
ISR €N NN
n
LabSystem
A FaX—|| fFa2— 40 min iEMS
varv3 va v at 34°C A Fa—
K
s Verts, A A
s (5'6{%%'{ 2z Skanwasher 300 LD T Ew
%@3 l/\\ 7D]\:l Nl -
— 2 TR i SIELTHIAT
B ERET D
ayY ol —
aryYa— R howmn: @E) Ay b
150 u L
LabSystem
A FaX— | fFa2— 30 min iIEMS
a4 ayv at 34°C A F 2 N—
B
Sy Yeyrtk, a2 A
s (%{%ﬁli 2&H Skanwasher 300 AN NG
Ve 4 W, 7a b3 i -
Lo CHE VeV AR ST LTHIWT
R ERET S
FEOT: .
w7 1 ° N2y
HE 150 oL @HE) Ay b
LabSystem
A Fa_X— A Fa— 10 min iEMS
varh g v at 34°C A F 2 _—
K
e {bZFEORE W) A—H—




7. CHEFIE
(1) BREMEREDRGE
BIRDFERZHEST DANC 2 b r—VOFRRERFET DVNERH D, 7772
Y hr—= VRO b r— AT 2 VORI RICRE A R O D, LT OFEHE AT
LCWRWEERIE, 7 vt ORRIIESTH D720, 5. RIEOFHRL Otk
(AR OB O TRIZR > THRBRZITO, ZOBRS 207 = b Z W2 HEOR R %
o THIEEIT 9,
) 77v7arvha—u
Ty ary ha—A04 7 =) VT HIEO TR 4.0LU A TR AuiE7e
BV, FRAEIL 4 7 = VA AW JIEE O R KME & f/IMEZ R 2 DOEO I
LoTkOLND,
2) Bty ru—r b
TIrvraryia—LORREEGIER Lk, Bittar ha—1 T 2 Lo EEE
I A LEr Yy hOBEa s b — T = VOB R (o e — T =D
TYUIZEER SN TN D) N Th D Z & i T 5,
Bitk=y br—A U 2 VOl 2 OREMEIL, Bttar he—1 U o LOEEEN D

+30% %2 TILR B 72w,

(2) MIEREROHE

AK¥y hOJy NATEIZE5LU Thd, £lo. R TCORKOREMIZTTZ 7 =
v b= L OHRAEEE LG W% THEICHW D,

2 7z /VOREMENRE T & B 5.5LU L FThHo25E. Axy b TRk Sl s n
Do, —H. 20z VERWEREDDIR &b —FIZBWT 5.5 LU & EE 5 HiE) 5
BATIRIE, TXTIEHONWT 15, BEROFRE) OAMEFFRIR) OEA O TRIZE -
T2V x/VERWERBRTHRAL, M2 0ERH D,

HRAEOKIR, 27V ERWEREDDRL &b —T0 5.5 LU % ko784,
K¥y NTIEBBEEE 20 BHENREDN D - OMERENLETH D, FHREDRERE,
2 7 = VERWERIEMAE G & 5.5 LULLF ThHo728A. A hCRalE & flkr

D,



| BiEOMER-E (n=2) |

!

JSyvharkao—iL
7T ary ha—d 4 ERIEOPRAEL 4.0 LU K TRITER 570, gefi
13 4 BHIEDEORKIE & /IMEZBRLS 2 OOED N L > TR BN D,

BEar ko—iLo )L

(ﬁ%/%ﬁﬁ®%%ﬂ/%D*WWIW%ﬁ%?éFA IOHRBEHEIND)
T aryihu—LORREEFIEE L%, BEar br— T = L FEHE
F, ALy FOBEa s b= 2 VOEBHIHNTH D Z & B HERT 5,
Bty b e— 2 VOl 2 ORIEMEIZ, Bty ba— o 2 VOSEENS +
30% &2 TR 720,

— VR JEITEER) (BB AT D)

l | l

. ¥
27 =poh EZ;JQEEM

EH5H>55LU —F5MN =55LU

27D
EHEHH=55LU

\\\\\\\\\\\\\?,

27 2V E W THBRE LR
(BAEDOEM O TIRICKE > TRV ET)

*/’//////////i‘\\\\\\\\\\*

. 120K
oM ADSh 20=ND5%

. 120K
— %% > 5.5LU 27 =MD 5

EHhd>55LU e =ssLU EHbb=55LU
Wit i
RS

10



. F Y FOSEIEH
BRIEBRDINGE, v MRk RABICH T THERNT 22 L8 TE 5, £,
Z DBREOR/MRAEEIT 1 RIETH 5,

- ARRRBRIEIC T &OHIE S AL R B B Bk

HIENH D ETHREV A F— Ny 7 FIZRIRICTRE SN T D IANE, HED
R, BREZET 2546 (22007 v E BB, i3, —HORBEHEOSE)
X, ZOAAEHEEMO15m OF 7 AF v 7 mULEICE L, HERFT 5,

FRAEORER., BIEOLEIL. BRECHER LA EZREZEHNO 15ml 077 25
v 7 DEICE L, W%, IERE OB RS & & b ICHERR A O 72 DI fE
T 5,

MR A 2 T 512 H7 0 | BWENLERGEIL, AFDA 71558 15ml O~
TAF v I BOVEDEBERNT T ANVATHEEL, 77 AF v 7 mbENENTSGE
X v v IO E OWIME R OF IR 8@ & LT, 7«4 v v a2 B TREK
BENET, vaRZ T ay NAOREMGIERE LTAA P — REZFIZFE L,
EAT 5,

FREORE, 2 207 2 VOWHENEMEOEAIL. FIEIRAE % ICHFE R L7
FNIHEHET D,

11



(B 1—3)

[DLS54HCBSE| A E

X v N OHERR
O 7L 74 PBSE Ok
7L I A PFOBSE X FRUTRT X 912 17 OMkA¥EL 5T 3 >0RIEL v |
(AR Ay b - IHHAREB vy NEOBEAREE Y b)) 578 b
BSE X7V —=JRIKTH B,

7L 7 AV BSEM kI
No. ##akat 3 AR KRR Ak
[HHAHRIEAEYR] 1 DNase 151X B 1mL 1
(—30~—10CHRTF) 2277 —BIRiK WOk SmL 1
3 7uTr 4 —BKEEWR Wk 1mL 2
4 PKESE IR iR HikE  1.5mL 1
[HHEAREBEYN] 5 AT —NK R 48mL 2
(2~10°CIR1E) 6 S MK Wk 38mL 1
7 IEHEHR WAk 22mL 1
8 FIIRALIR Wk TmL 1
9 MR AT AR R 25mL 1
[BHERE N 10 PrisfkE A~ —h 7Tl 96w L 1
(2~10°C1R1F) 11 BRI W 0.8mL 1
12 FEFRBUIAR AR WK 8mlL 1
13 fattar he—u W 1.5mL 2
14 Brkas he—1 Wk 1.5mL 1
15 B K Wk 18mL 1
16 Peig i Wk 50mL 2
17 ROSIE IR Wk 18mL 1

@ IR T A
F v MERGUEERITEAANCERICR L, TRIEWHRLZb D205, 72
B AEVFR— MIRHREE 1 R OTRREAEE 2,3 O BRI A% TREIC
Y

No. tERkEAHE Fil7E AR A

1 DNase I ¥&% WS AT R —MNEISHL12665 MR LS (T2 % — N RGEAEE)
2 AT PRI W ATUR—MEICHL2EARLOS GRE D — MR EE D)
3T —EBKIEHR RS S miE AN A O 8GR IR L WA R EK2)

4 PKEUSE IR Bk MR A O3 EAIR L VD GARLEEES)
5 RETH— K Wk FOFEHWA,
6 FmIETERIK Wk FOEEMND,
7 eI W FOFEHNWS,
8 FITA L Wk FOFEEHWA,
9 BRI Wk FOEEHND,

10 Pk 57—k vl FOFEEHNA,
11 BRI Wk EERPUARA R E V., LTHERAIRLTHWD,
12 FERRPTARAT IR Wk FOEEMND,
13 fEtkas ba—1 ik FOFEEHWA,
14 Bt hba— v Wk FOEEHNS,

15 JLE R ik ToEEHNWD,
16 PEHIR WK REELKIZT, 2005 RLH VWS,
17 SOSHEIRR Wk FoEEHWS,




REYF— FHFARGERER 1 AT Y% — MEIZx L DNase | I8 % 126 12,
aZ P —BIREZ 21 fHICFR L, AT Y3 — bR 1 25892, H)
ERBEER T DHZE LT TFREZRNT S,

RED R —hFFRR S
BRIK% DNase IRiR 257 F7—HER HECR—NR

(uL) (uL) (mL)
5 40 250 5
10 80 500 10
25 160 1000 20
50 320 2000 40
80 520 3250 65
100 640 4000 80

FEREE 20 o T o TR KSR REETEANE T 18 iR L. it 2
AT 5, WEMKER I EDORLZE LT IFREEATT 2,

FRBEEE2
BA o707 —EKEEZE SFmEEMERR
CuL) (mL )
5 118 2
10 235 4
25 500 8.5
50 1000 17
80 1412 24
100 1765 30

FEEASE 3 ¢ P KBS IRHR 2 i C 31 iR L. e 3 23084 5%,
WEMRBEZEDORLZE LTTFRERMNT D,

RS ER 3

BiA% PKRIGELER RER
(pl) (mL)

5 50 1.5

10 80 24

25 160 48

50 300 9.0

80 450 13.5

100 600 18.0
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@ HEFRORE
7 L— NS C FEC PW40 OB E AR,

SELECT: RUNDEIE T, INEOUTZRBFZIR T,
PRG: ADD YES
ADD: KIT YES
NAME: #3742 ZRIZ 115,

END OF KIT:NO YES

MET: INTER: OMN OS

METHOD2%SBLTANT S,

MAIN: PARAMETERS X (\METHOD 125 BLTA NI 3,

END OF KIT: YES YES
Nr OF KITS: 1 YES
®T
MAIN PARAMETERS METHOD 1 METHOD 2
PLATE:Flat METHOD:WASH + ASP. METHOD:WASH + B.ASP.
01 MODE:STRIP MODE:STRIP
MANIFOLD:8 CROSW ASP.:NO CROSW ASP.:NO
STRIP:123 4 ASP.TIME:0.1S ASP.TIME:0.1S
56 VOLUME:800 1 L VOLUME:800 ¢ L
STRIP:7 8 9 OVERFLOW:1.5mm OVERFLOW:1.5mm
1011 12 LIQUID:WASH R1(W1) LIQUID :WASH R1(W1)
FLOW:0 FLOW:0
Nr OF CYCLES:1 BOT.ASP.NUMBER:1
SOAKING:0.0S Nr OF CYCLES:4
SOAKING:0.0S
T —hU—F— FRICHEWART A= —DREEIT D,

T 2T =TT
TR : 450nm
Bl : 600~630nm
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BULEE AT 5 (LB T = — 7 REEEIC AT RS L, AITRMIBIRICIE D B 72 W IR AE
DIAETHARENEN S D ok ETh R,
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@3 WMHEFEABIEA 7o), Eftar he—nQ@Q Tz V) ROEEa Yy he—
NI T =WV FNEN 100w LPOFEREE 7 L— DK T = b H
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~30°C) 12T 30 SN ZEAT 9,

@6 BUSEIRE 100 p L &% T = /WA, B PIRE T 5,
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PC | 3-8 [3-18|5-245-325-40{5-48[5-56]5-54|5-T2| 580 5-&
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EET D L,
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T) AR OME A L 72 28 B30 % OVG Y BHI L T O W U O PR IR & 1T > 7
%, BELTFIW,
A— b7 L—7WE (134~138C, 3 %JE, 20 7Li 1)
3%SDS IFIEIZ 100°C « 3 7y LL Bz
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1.
(1) #FEoFHR

(Bl —4)

7+ —BSE| #1EE
W T DRER

LB ARSI IS UC (FERZBM) | BSERESE » b OBEMEK (Reagent A) TTOT
1F—€ K% 250 [FI27RT 5,
FERL-T 0T 4 T —EKEKIL, B (18~30C) T6RMRTFATRETH D, )

BRIAE Reagent ADB = o744+ — KDEE
2 Tml '
10 3ml 121
18 5ml 20 1|
26 Tml 28 11|
34 Iml 36 1|
42 11ml 44|
50 13ml 52 1
58 15ml 60 |
66 17ml 68 |
74 19ml 76 1|
82 21ml 8441
90 23ml 92 11

(2) B 7)) F o7 F Nlsi

AKIXZER (18~30C) ICERLTroEHTS
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BY., 2 mIMOAF2—TEIBT, (ZORRSTH 7, =iE (18~30C)
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10) fEIREREINE, 30 LN~ A 7 e 7L — b —#—TERE 450nm, BliRE

"620nm 128515 B OD ZIET 5. MEA(TS £ Tlt. BICHART S L 51035
-,

*1

B ROV CE, 600nm~700nm F TORPIZ BV CTIIHIEITHEZ KIF S 720,



3. M E
HEZ, WOE STy MAZHEEZFHE L, ZhaFfIHT 2,
Ay hA2ME = (4ooRMay e — LOFEROLE + EH 0.210 )

ODfE < Ay FAT{ED—10% RR- =3

ODE = Ay A JIED—10% DL EEBRE
FRIZEVBBE Lo EEE, A 77 L—FD2REFHL, 1. (2) HIT
B DBRGFY T AERNTITY (FREIR, JIOBREENITO) ZENEELY, ) .

Fo, WERIZ, B b — A ROz ha— L OWRSEERLL T OS&M%E
72 L CWVWDZ LIk iERT 5,

@ EBHEarFO—ILOREEN4NELLT < 0150

@ BHEarFA—LOREEN27RELELT = 1.000

BREICBUHEIIRO LB L35,
(1) 2RO H, WFnh—ADOD EMNA Y b4 TEULE, XX

Ay b TED—10 %LUND OD B G- & =%, BELHET S,
(2) 2REBAY MFTED—10 %BERFThH-o72 & X%, BHEELHET S,



B 1—5)

[F)AX2 R )—2) BEE

1. v OB
240 [A ., 2~8CIREAE
}\ —
2 TR A, g 2 P
&
%
ety | Homogenization - 100 mL1 R kv
1 | AT A XHE HB e
A AIBEIHE | Byer (3 fE AR
«6mLA 1R~V
2a | v ha—)u Control Reagent CR
b g * @ﬂ%ﬁLI%un
2b | = b v — VIESRIR Control Buffer CB -8mL 174 hv
o2 | v b — R Control Solution CS «25mL1 AR kv
3 | ML Digestion Reagent DR -10mLH 1A v
da | THIGAT SRR Stopping Buffer StB -40mL 1R bv
Pl L S . «12mL A /371{]\/1/
4b | TH s 3 Stopping Reagent StR A
v A F BT PrP L . - ImLHAS 1R RV
5 Anti-PrP-Biotin aPrPB e .
(N © UG LI
6 ~OLAF X —BHEEE | Anti-PrP Peroxidase APIPPOD | ImL A 1HR Fv
L PrP Hiik (HRP]  PRAE R
: N—3 : . N 1%
7 i/ill\ va A Incubation Buffer IB 80 mL /17K b/
FRER
. . + 100 mL, 2 AR kv
8 | VEIfiK Washing Buffer WB P
VP g (5 fs AR
. TMB Substrate «80mL 174 kv
9 | AEIR Solution TMBSuS
10 | FREE LK TMB Stop Solution | TMBStS | «20mL, 1 &R kv
11 | k7 L—Fk Digestion Plate DiP ©96 N7 L— kX3
12 | A7 L— b Detection Plate DeP 8 NA MY w7 XI12
}\
v BB G 2 P
&
%
13 | BT 1L Sealing Film (SeF) : 15 %




HE - HEOBUS S

A II=RIE (22+5C) 1T
BRSO AR E T TR IR K 2 o,

RLUTOOHEMTDZ L,

BRS FLIR 2 TR R DRI — T — I % —%

HnonZ b,
LR FRAEL T ZEME
FRBLE BT A AR BV IOWNRE ZRERIK200 mLTHAR Lle  22E5C TI2FEH
Ek (22+£5°C) | BT 5, e 5E3CTLIAM
(TR 1)
SR L ha—)L oy ha—b (K ~h2a) IZa hra—/lle  22+5C Cl20FH
(AR 2a) TAfiR (R Fv2b) 6 mLZIZ CIRfELle  5+3°C LM
(2245C) , B2 D ETE IR (Do —HE2HHERGFT D54
2 L H155M) 5, -20+5°CTly A

2w VIR
(¥A_2b)

FOEFERWD, HARTNC22E
)

5CIZ

¥ v b OREABIR & R

N N RS
(I 2c)

FOFEFEHWD, FHATIZ2E
60

5°CIZ

¥ v b ORAMIR & Rk

(¥aiZ 6)

<TRFIY 2,

L B TE L R R RAVSORNREERERIAKLI0 mLEMZ CTERle  22+5C TI2MFH]
(T 3) ik L (22+5C) . BRI D ETHle 5E3CTLEAM
72 < & B MIRIT 5, o HNEIBIOBET LGS
—20+5°CTls H
TEAAS 1E SRS R R 22+5CIZEE, D7 L b330 MiEML|e  22+5CTln A
(iR 4a) Tt =i L, EHEAORIRIZT
Do
TR A s IR R N R VADD NG % A AE (LSRR REIR (Taik|e 22 £5°C T12IK5H]
(FA 4b) 4a) 12 mLEIZ T L (22+5C) . |e¢  5+3CTLHEM
BRI/ 5 F TEIREMT 5,
B B A T ARG AR BASONEZRERIKL mLE Nz CTRle  22E5°C C6IFH]
PrPHiiA it (22£5C) . BHEAIZ/LDE Tlle 5E3CTLAM
(7 5) <IRES,
PELE A F X —F R FA6ONEEZRERIKT mLE Iz CTle  2225C TR
PR BIPrPHLIR it L (22£5C) . BHMEAIZ/ D F Tlle 5E3CTLAM

A VX a—a R

FOEEHND, FEHANZ22E5CIZT 5,

F v b O HHIR & Rk

FE BT U A ARREER (iR 1) 97
mLIZINZ., 22+5°CTERALRE 7 @Alz 7
% F CHEEIZIRfNT 5,

i3 I A D BT,
(W 7)

AR B R R ASDONEZKERIK 400 mLAE Mz Tle  22+5C T120H]
(AR 8) FIRL (22£5C) . L<IEfT 2%, o 53CTLHEM

FEE R FOFEFHNS MRHENC22E5CIZT 5, | o FIE & [FeE
(TR 9)

B IR FOFEFHNS AEHRNC22E5CIZT 5, |3 SO FARIE & Rk
(I 10)

RE VT A XK 17—k (965%) 47 : o 22F+5°CCI2[FH]
ek 11) TR L HFREE (IR 3) 3 mLZzFfle 5E3CTlLHEM




Fax HH R 17—k (965%) 45 : o 22+5C T2l
(Wi 12) TABLE LA U H — IR BIPIPHUAR e 5 3°C T24H5[H]

(7 6) 0.3 mLEFRRFA AT A2
FEIPrPHUA (IR 5) 0.3 mL%E., A %
a_X— 3 CHREER R 7)) 25 mL
Wz R ABORIRIZ e D £ Th7
< & H 15 RFETIRTIT 5,

3. &

B %

Axy NEFEHTIEEIE. BEOHEDTHIZ L FL— FH2 0 8 AL EORIEN VB
Thb, RISEEIL, FRCEDDRWIESIZITEE (22+£5C) &35,

1)

2)

3)

4)

5)

6)

7)
8)

9)

10)

FARLE L RE DT A ZHWIE K1) 0.9mL Z2, Btk bo— A flF 2 —7 (8 A)
FOBRERT 2 =712 NEnniET 5, (FEVFHA ZHT L— N &#HT 2548121,
X 1 DOF|2~12 DF 2 —T 125 1ET 5, )

oy hr— KR (R 2c) 0.9 mL &, Btkar he— U HlF2—7 8AK) IZHET
Lo (BREVFIAZAMT V= MHT 5581203 K103 1 OF 2 —71251ET D, )

AIERED (Obex) #MZ X ¥ 18060 mg DMk A ERILT 5, BIFEOFMERE kD »
H—) ZHWD &, 180%60 mg & ERmMICHEEBRIETHRIITX %,

M Lok, Bty FEHWTHREHT 2 —7 I AnS, (FEVFAIHT v
— FEEHTABAICE. 1O 3VBEUEOF 2 —FICAND, )

P T br—L (K 28) 100 pb ZfEtE=a s e — L RO e — LT
2= ENENDET D, (KREVFHA AT L— 2RI 5812, K1 051
~2DETOF 2a—7IZH0EL, v v 7 2HNTERT S, )

WHRRARET T A V=2 HNT, BiEEZHRET T A XT5, (KEVHFAAHTL— %
BEHT 25T, REVTA YV —OT X7 Z—%HOTEE L, 30Hz T5 pMFEY
FARXT D, —ETHXTEZ—FHLThL, REVFIA AT L— % 180 EREZL,
OREVFHA P —IZEE LT, 30 HZ T5 ATV A X5, )

g A VT, 1,000 T 2 3 E LT 5,

ay b= LR OHRETFT A XA LTRSS 150 gl X 1 ISR LEEgERY v a i Lz
Do THIELAT L —b~BT (FEVTA AT L— bEERT LA, Xy v 7%
WMOALTHOEERT L— MIBT) . ek, LA L— b~ L7250 ORELANIT
RIRAE D T2 DL HRERFT 2 2 & (-20+5C)

BEHAZ 4V DZTHIERZ L=y, v~ 77— M =—h—I2T, 14+£2
SR E 9 (60050 rpm) 95,

HEHT LV —Fra~Ag 77— AV Fa—F— (B&IHESX) [T L, 42
+2CT 302 43[R E 9 (70050 rpm) ¥ 5,




1) BEH 7 4 V22 F L, FRRE A S (AR 4b) 100 4l 24 7 = VIS L,
SEIT O ETFICERNy T 4 v T &IToTHRML, BEHZ7 AV AICTY =V EH D, A
sma 7 Lb— MY =—A—I2T, 302 iR E 5 (40050 rppm) T %,

12) BEEAZ AV AEFHN L LA L— oA L— FORIELARY a0 v =L
NIHREFE EREI A0 u TOBT, Aok, LA T L— M OREBHT, HIER RS D F
TOM., WRICTRIFT S (—200CE5CT 1 » A £ THRIFARE)

13) M7 L — b DK T =/, B (B 12) 200 gl Z2537E L, D7e< b 1E
TOLETICERyT 4 v T EIToTHREML, BEHA 7 4V ATy =V EHNET, A
s L— MY =2—h—I2C, 605 5EHIRE 5 (40050 rpm) T 5,

14) v~ 7 a7 b— bEEIC T, BIEAZ L — hOK Y 2V X 0 IR Z%SIBRE L=tk
BB B PEE (S 8) 300 b Z2 T 3 BIVEEA1T 9,

15) A7 L — FORTO U = /WZIEIR BEK9) 200 b Z531E L, BEH 7 4 L AICT
VNV EHNET, v A/ L— MY 2 — B —2T, 1022 R & 5 (400250 rpm)
T2,

16) BEIHA 7 4 A L ZHB L, KEEILE (A 10) 50 pl 25T 5%,

17) HEAE LRI 10 3UNIZ, ~Af 7 a7 Lb— KU —F—|2C, EHE 450 nm, RIHEE
620 nm (ZFB T W EERIET D,

1 2 3 4 5 6 7 8 9 10 11 12
A C+ C S1 S9 | S17 | S25 | S33 | S41 | S49 | S57 | S65 | S73
B C+ C S2 S10 | S18 | S26 | S34 | S42 | S50 | S58 | S66 | S74
C C+ C- S3 S11 | S19 | S27 | S35 | S43 | S51 | S59 | S67 | S75
D C+ C- S4 | S12 | S20 | S28 | S36 | S44 | S52 | S60 | S68 | S76
E C+ C S5 S13 | S21 | S29 | S37 | S45 | Sh3 | S61 | S69 | S77
F C+ C S6 S14 | S22 | S30 | S38 | S46 | S54 | S62 | S70 | S78
G C+ C S7 S15 | S23 | S31 | S39 | S47 | S5 | S63 | S71 | S79
H C+ C- S8 S16 | S24 | S32 | S40 | S48 | S56 | S64 | S72 | S80

WeiE : C+= ftkar bue—L, C-= @ftar ho—), S1~S80 = H#if{A1~80
X1 FL—FDFERY Y a v
4. HIFEAHE

D Btk ha— 8 SOWOLE (OD) OFREZFR TS, (B 1, 17 A~H)
(FRAEIZ4FER L 5BHDOFHMEE & D, )

2) Ettar ba—n 8 o0lE (OD) o RfzHEH T 2%, %2, 1T A~H)
(FRAEIZ4FR L 5BHO YA & D, )

3) BMEOWSLE (OD) O RfEaFE T 5 (RIK8 kLl L) . (F3~12, 1T A~H)
(BB DG E O IEIL, EFRO20DEOYEEEZ &5, )

4)  WTERE AN O RREE
LIN o M2 2Tl Loia . ERFRIZIAMTH 5,
(4-a) Btk b — L OWIEE (OD) OHFREN L2 L ETHDH I L,



5)

6)

7)

8)

(4-b) itk= o he—L 8 5D 55 FIAEND 20% L, EDORZEL LD DN 2D
FTThHDHZ L,

(4-c) etk y b a—LDOWEEE (OD) OFRENR 0.2 LR TH D Z &,

(4-d) etk br—n 85055, WIEE (OD) 730.2 #BAHHDIFT2OET
ThdrZ L,

FROSMAENT SR WEEIE, WERBRITED L R D20 THET 52 &,

Ty A TEDOFHE

71y AT, UTFOFEREZFH L CRET S,
By bAT7E=0.5XEMH= ha— DO RAE+0. 25

A N A RNEDRERE

(6-a) By A 7EZSRIAOTRAE (15 3) TR L-&E) TRET S,

(6-b) (6-a) DEEL 1. 5~23. 0 DFEPH TH UL » b A7 OfFHEN: & PERHREOAH L
MERER INT-Z LT b,

FROEELGE T S RWIEEITEED L D0, BT L2 L,

it R D E 7 i

R HE

REDIOEE < v A 70K B

REOEEE = 5 b4k Bt
WERROHEICHE LTI, WEBDS OB BT — 5 ORIEEAT) = &,

HRAEIZOWNT

BAIROWICE R T v N A 7L ETH -T2 HA1E. L TFTOFIECTHBREEZIT ),

8-1) Y > 7 izonT

HIEH 7 L — M > T Dbl AR 2 WS, ZosEHT, PKIRINE, S 6I12P
KIS EEIESETZ D TH S,

I AFxy FCER SRR EYR— b IAAD IR LW L, ZOFRESR— b
ZiE, PRIZEIM ST D BB AME L L TV RN &R I X W RFREICL D
WEEZTRT WD,

F 7o, IMEIERER D O OFERM IO TIE, B L 0 BN T & 2 A0 ORI
RAHDT VA EAOREMENATREELH Y . 2LV BREEZ ERBEAR S
Do F o T, IEREIEGD O OFEM T, BIEORIERNOFREIZ K o THIER RS
NP TR DR FERTDHZ L,

8-2) FRRAE D FIMEIZOWT

WIEAT L — b BtEay e — RO DY FE— & = 5D 1 5o (8
HPE) . BERIES TR 2 BREIEO -9 2 22 2T 40 b T oA L —
MR L. 3. #fFEH1E, FIH13) DIBEOBIEZIT S,



I FRAOG AT, R O OB 2 & ORIK 8 SORBZRET D, £7oh
v A ZEOFINEEBGRET 272012 “FEVERE R OB > IR R OB O&MFZ=3 2
EO

Bl 1 BE 1 BRIRD A
R R DAL 3kl 2 D &0 RBIESHER STV D 6 RO LE S 1o (&
Y NAE) X I—L LTHIET D,

il 2 - Bt 2 iR DA
BRI DML E R B A FhF 2 o GH40) &, BMERHER SN TV 5 BIRDH
LB ES 1o (Ve 27— LTHIET 5,

8-3) FHMRA DR RDOHE
HREORIR, 2 HUEDOREK 205N L 72> TG GNE & HET 5,

5, T—RMWY I YT TIZDONT

TIVA R =VERY 7 bo=T (Fy b EEHNCA ==LV 2EHT56

(=N

1)
2)
3)
4)
5)
6)
7)
8)
9)
10)

I OFNRIZI » TEEZIT 5 GEITRIE~ =27 V38 .

TVA AT Y=V T7 Ny T HiRET S,
MEZIR CRRIG SR OB Z1T O 6

RSN E R TR T LV — he~vA a7 L— ) —X—Cty b5,
A=W —H LR —RE AT S,

* v hdOLotNo., 7L — b No., KOV 7 UNo/e ENEEHAZ AT 5,
WE %2 BT 2,

RIERE T %, WEEOEEMEORGED ABGFHRIC LV 1iThi b,

RAFE R HEN BB RIC L VIThN D,

HERERERTT D,

RAAER D LA — N EAERL LEIRIT 2,

6. FERRA DT O DELY T DN T

R D= O12IE, Ax v FTER Sz 16, T%T P 31— b (MELA) Z2 3k (—20+£5C)
WHETRERTT 5,

i -

ZORETR— N (BEELAD IZIEBEIC PK 235N 40TV 2 DSBS IZAE 1L E 70TV 720,
F o TRIEDREDHEITEZIZ ., ZORETOT > T VOREMEZREFT 572 DI R
RIFT DL, Zods. RGBT T L » ABMOREERRIZN D,



(BlEs1—6)

=y E7/L®BSE % v b 11 #{E)5ik

1. ¥ hOEK

[kl

= v 7 /L®BSE A~ b I RTALEE A

B

No.

A FF

=N
A=

@
@
®

BIEA
R ARG
HIEB
a7 A F—€K
BIEC

~A a4 Tk orarAF—F

= 7 /L®BSE MA S » b IR H R

100mLx1 A
1.0mLx1 A

1.0mLx1 A

No.

A Fp

e =!

B

Q @ © e

©

©)

Pk L —k

M7 VA L EAEET ) 7 a—F AR

S S IRL NN

HRP 517" ) A EHEE /) 7 v —F L5k

T AINEN SRR Nl

kU AFREHR

it =2 he—v
Varvvery MET Y A UERE
etk he—1

~ U ASRER

FEE W

TMB % 4 L K

96 7 = /Lx1 #L
0.4mLx1 A&
12mLx1 A&
RSN
3mLx1 A

15mLx1 A

A I i

TL— MR —=—L 4K

(B 7 1]
2~8 CCIRIET D

EAN

FEENLRVWEGRE

mEE (2~8C)

- [EIES (87C, 96 VL L — hEIRIETZXAH D)
- fEIREE (56C, 2mL F 2 — 7 ERIRTX AL M)

- FbFF L ORREK]

- JHIEZ (100C, 2mL Fa2—7#RIETEX 5L M) F2i3& e

< m D EERE 2mL F 2 — 7 BMEHAREETH VD 15,000xg OEHEEN A[HE/R H D)
o I BRRR A
- FL—h ) —F— (JFE : 450nm B L 580nm~650nm ZHETE 5 D)
A el Ny A G

cvA 7Ry FBIOYT v
- FERIR O RBRE

- AU BT R BR

c PEEGHEL A 22 ) v A —B L O — A —

- FEEE R

- FEEIK



- [= v ¥ ELISA 3K - giausizgimi= v 1]
A FT T —® (W7 AV S —F 2 —T)
A HF 2 —7 (D a=THR—ILAD)
R Rt
- AR (40 REIRE)

1. "AF=yy—0

b)+e) a)+b)+e)

a) A voiy—® [ R
b) 7 MAvuir—C M I4NE—F2—7
¢) BHF2—7

2. RIALERERAED 728 O Uk fj

1) HIEZRORE
BILHEL DR A BRIET D REIIC 2 BOEIRIMOERZ AN, HEZZTNFh 56°C L 100CIC
HET D,

2) FERIRAGR O
ORI A, @RI B BLU@RIK C 2HMNITEERM L, ZDRn & 2R+ 5,
HIEAOEIT BRAEH+1D) mL &5, 3IEA, R B BLOBK C ZRI2HEV 1000111
DFETIRE L, BMRIEGHEZRAT 5, BRIEGRITRAE 2T 5, BRRATRITHAR
RL, FHETKE HHVITHEENTHET D,

#. ORFE A, ORK BB LUORIE C DEAB

s | OREKA Q¥ B Qa3 C
2 3 mL 30 pLL 30 pLL
10 11 mL 110 pLL 110 pLL
15 16 mL 160 pLL 160 pL
20 21 mL 210 pLL 210 pLL
25 26 mL 260 pLL 260 pL
30 31 mL 310 pL 310 pL
35 36 mL 360 pL 360 pL,
40 41 mL 410 pLL 410 pL
45 46 mL 460 pLL 460 pL
50 51 mL 510 pL 510 pL




3. HIALERERME

1)
2)

3)
4)

5)

6)
7)
8)
9)

P93 2 & T oAbl 110420mg A HEECT 5,

NAF< Ty —DT 4 NV E—F a—T%BINHTF =2—7 NIty b L, BEL7ZMHEKE
AL, BB 7 4 NV F — T D £ Ol 2 LI LiATe,

15,000%g, 30 FORE] D1z Loy B E AT 9

T ANE—F 2 — T LW AT S LBEFET 5, BT = — 7 I ERIEA R 1mL 20
Z 5,

EAHED, AR E S I L0 2R 1272 5 TR S,

*FastPrep (Qbiogene) Z{FEHT 25515, 18 4 T 30 PEH#EET 5,

VNANT =R gy — (LHEHEW) EEAT 55451, 2,000rpm T 30 BE#IET 5,
fHIR#: (56°C) T 10 MRS &85,

HndsENEf L, 9 <12 100°CT 10 oEs)s & E 5,

FHIRFE THEIT D, KMFEIZLDE8HBARETH D,

mA%, Bl GURE IF—Tbna) mEHREE Y NIV EET VA EAED
R Z1T 9,

4. BHBAEDO T O AR

1)

2)

3)

4)

5)

TR ORBE
Bt DVEZE % BlAn9~ 2 BN IR OB 2 AfL, E L 3TCITHRET D,
Vel ik o 7l

PEARTEAR T, 40 (5ORECTH 5, EHBNCHIRICRE L0 CiENRT 2, AR
25 mL 12kt U TR 2 975mL N2 IRFT 5, 2N E¥RRE T 5, tR1TE T D5 E13H
L, 2 BERUNICERT 2,
A PUE R BT IR O FH Y
PR PR IL, 1IN 720 100pL LETH S,
RN, BNCHE LR AR AR 2 AV ¢ O HARK (HF) ©0
ERPTAIRIR & 30 AR L, MBUEaRbUAI & 35, AIESIRRIIEGE 2T 5,
Z OEAEIR, APUEERBUTAIR RN O BRI OVEERTICAT O,
OFGRPUARIR DI 13, J8B< BER OB CHRTT 5, AIIFIBRNICHE#FHATE 5,
¥ 1A MY v (8T =)L) OBEA
FERPTARYEIR 30nL A BV | EEakptiA A UK 2 870uL Nz X < iRFn# .,
100pL T >3 %,
FEE W
OMEH T, 1A Y4720 100pL LETH 5,
B ERRIRE TRy 2 Nk L=y g, BNCHE L WE AR CESEE L, 22
2B IEREIC 100pL 235, —ERBRE I Lo RERITTCICR S enWZ &, Ny s
T RO EFOFRKFE 72D,
OIEIRDOFEV 1T, 8 BEEMOBE CHRTT 5, AIIYIBRNICHESHATE 5,
Bt = b o — Lol
DBtz > b= ONRA TAHUKERK Z 2mL N2 CREBICER L. T £HEMAT 5,
AR HIZRIEICH L2 OIEmiET 5,



5. MHBRIETIL
AT AT B
HIE & [RIRFLZ B

RIS L, BEECERENERT LA LD WFEZ PO DH Z L, RO
gy ha—LlEttary rae— LA 2HET S,

1) @7 L — D20 2 /UZ@®EMa > hr—/L% 100l 20T 5,

2) FARLE AR E OEa v b r— L EHIRT L — MZZENZET 100uL T 201FET 5,

3) PUAT L — My —/L & LT 3TCHOIEIRZT T 60 S S8 5,

4) 300pL LA EOWHR CUFEAEL 4 01T 9, (HEREERE : 1 B OPWHFIZ D S PiFiR 700ul
DA —r3—7 1 — i)
4 FIOPEFH, FRIR A SERICTIY RS, IROBEE TIZ 5 4 HILL BT 720,

5) AREEERGUAK &4 ™7 = /L1T 100pL o501 5,

6) PUAT L — My —LE& LT 4~8CT30 MG ESHE 5D,

7) 300pL DL EOVEFIE CHE R ESL 6 BT 9, (HELEERE : 1 [MIOPFIZ D PR 700ul
DA —r3—7 1 — i)
6 BIDVEF ., FRIRA SERICHY R, IROBMEE TIZ 5 2 MEL EZEiT 720,

8) TARTDY = /WZ@EEK A 100pL $™o0E L, HH T, WL T 30 mHUSSE 5, B
Moy ha— Oy 2 WFhk e IZFGICELT D,

9) FTRTOY =/ VIR Z 100pL $25507ET %, Bty e —1 o7 o WEHF RN BRI
BT 5,

10) 7L — NEH O L Tk 2 E IR0 | REICRIEn eV 2 & 2R L%, 30 43BN
WCHRIK Btk re— Bt ay ha—roZFnFRiconTT, EEE 450nm B L O
B 580~650nm DOWL G 2 ET 5,

2. =vE7/NL®BSE ik v b IIEIEHE

OFEEA HEff
— @RIEB (Ha) )R, At P
«— OMECHE) { JF Ty —e . A
+ENHF 2~ @pattarto—
BB | a0
HEAGRIS | 37C. 605
FERAW e — | o

| kit (AL CRR) Tk
b (O+®) TR EREA (5 &)
REHERE | 4~8TC. 305

AEL | AR
BFWE | 56T.10%
B2 | 100°C. 1047

A | 100 | BT
il l ild | —— ORI
KOS | AL, 305
| — i

I W SERE A lE




6. HIEHIE

1)

2)

3)

4)

HE R DR

[Pt b u— L OWOERE DOSEES KO = > b v — /L DWROEEE DL O Sef: 2 i
LTV Z L EMERT D, LLFORMFZm 2 L TWRWEE I3 ISR & 5 7
REMEDN B D, 3. HILERERIEZ T Lo Z VT, 5. MH#EE) G0 R LIk
2

[fatt =2 b e —/LOWEOFEHHE] = 0.20
(Bt = b o — L O] — [tk = v b e — L oW E o FHE] = 1.20

By ME OB
Fatk=y b a— L OWIEEONFLEIZ 0.30 R L= iixh v A7l E T 5,

(> A 7] = [[Ett=a ba— oW EOFEEE] + 0.30

il R D E ST 1k
FRER Lo R DB T v M A 7B EOBE B, Uy b A TR O E & R
EHET D,

Bt - IRl = [y A 7 1E]

vk o] < [y A7l

HE EOREE

4-1) 1y FATZEE D DT NITEDENE (—10% L) 2o Lok KO & e
SNT-MRIT AL I 5,

4-2) FRRATIL, 3. ATALERERED D EfET 5, SITERE L 723 OUTHE 5> & JERE 110+20mg
T 5,

4-3) AL 1 BIKICHOE 2 7 2 L& L CRBRT 5,

4-4) HREIZB WA L 1 2O T = AR v M 7L EOfEZ 7R L35 A 1Tk
EHIET D,

4-5) AREUFITEEE & HIE SR, o GE 2. BRI B L O
FARRAL IR A S 2 O CHER 21TV, REHIE & 35,

4-6) HEBMAB D T2 DY o TR LTk, ATLEEREZ K T L7oRiR (B EREE)
HIEET %,



(A 2)

HERFEFICE T HEEERINE (TSE) HREREXREESR

—

. TR A FE A R

(1) EfZAE, (2) ([ 2 B 207 THEN RS OREKEZ [T S EfERRAE
BB & LTHRET 5,

(2) faEZf:

7 ARG AAROBMET D T S E MR IR D B HHE Z i3 T AR 4 25 A3
S EORNEAT D LBOLIENEEL TNDHI L,

A ABREFEMEEI RSN T D LERERENEHINTND Z L,

U 21T A MEEAESTFTH L,

T BIREET DN R ESE OB OMRE LT H 2 L,

2. MeRmAr DN

(1) v=zxZ 7 ay MEZOWTIE, BIR2 — 10 [uEALEikE (Vo247 o
v k) FEREE IS X OB EERT D L L b, EERS T O BRI 1Rl
FRY FEhiT 5 2 &,

BB, T+ RAERR I SE O WGE | ESLEYYES TS ISR AR LR R A A
Fhid o L,

R % BT 25613, MR O 7o DRIRZ 64 2 RIS T CL E A b0
& (ELISAVE, vxRZ T my ME) MBS U TR Lo RAFRR IR & O A L iR
B THER LY P DY IZHONT bBFREE CEAT 5 2 &,

(2) SRR AR M OSHAR AR A 1T DWW, BRI CRIR 2 — 2 O Tt ik(L
PR RGEEE ICXVREZERTD & & biC, BooM., ESURYUENZEIT S R
REAT Ui 2 25 2 &

B BRIREATIALIL, BIVR 2 — 2 OIS LFAM A ZEEEOK 1 PR S
=D LEMLA (A%) ~C (C*) O Z2EDTXTOMME L, EEHRL~ D %
fifi 72 L7z 50 ml B AL CTHRIRIC TEAT 5 2 &,

3. HEERHT

1) HERBA IRk RIL, MRBMAE DT —Z 2B I CEAZERO TENT L2 L, 72
B FENREFC RO THEBMRE 2 £ 2501013, SiEEN RE DR DT —
S B IA CERZ 2R TENT 52 8,

2) BElZ T, MRBMRAEDT — & & HERRIKIE O MRAIZMR 2 BME 2 OERIS
BT L, HEERETE R D,

3) BEIE U, JNEHAREAR (ROIEAR) OHEMIC L D2HMEOZR 220 5 Z &,

4) HEERZWORRIZHONWTIE, BERZ 2R O HEBMAZRAENT RS H TEk 4 5,



(A2 — 1)

REEILFHRE (VIR0 70y ME) EREE

- FERVKENE : XCell SureLock Mini-Cell FE&IKEIE—2L (Invitrogen, E10001)
- Tay T4 I =527 vy L (Bio-Rad, 170-3930)
F770%. Xeelll™ 7w bEY 22—/ (Invitrogen, E10002)
s NU—HTF T A 0 NTU—,3 27 200 (Bio-Rad, 165-5052)
PowerEase 500 power Supply (Invitrogen E, 18600) 7 &
AT ra—T7—F K EEGEE . AT L ra—TF— (7 KT v 7, EBA-200) .
KVEEME (N A42 7 K, BC-740) 72 &
A IR - (1) 750 W RBELL Eo b D, b LIE7T —AF =20 I LV RO H
TINEHND D (] : Bramson #1:  Digital sonifier S450D)
s INANTF =R g v — B O Y P VL,
CEERE (U4 — R RFE Ty e—F) 3T ETHANERLD (Fuy st
— X%, WEEREAENEE LY
- BRI R/NEFRENAL 10 mg MENLLT DO H O
- PR R A O ¢ 15,000rpm LA E D[R TIEEI TE 5 H D

» Collagenase (i 5y #H) Frott 100 mg, No. 038-10531
« Pefablock Roche 500 mg, No. 1585916
» Proteinase K, PCR 7'L— K Roche 1.25 ml, No. 3115887
« DNase | Roche 100 mg, No 104159
 N-Lauroylsarcosine (Sarkosyl) Sigma 100g, No. L-5125

« Zwittergent 3—14 Calbiochem 5 g, No. 693017

+ Sodium dodecyl sulfate (SDS) Sigma 500 g, No. L.-4509

« 2-Mercaptoethanol Sigma 100 ml, M—6250

» Urea GAFEFHR) Frott 500 g, 217-00615

+ 2-Butanol ot 500 ml, 020-11215

» Tween 20 Yt 500 ml, 167-11515

+ Skim milk COOP, Bia. FHEI, Difco 72 &

- AR Y g (FBS) A—J—ARMH

« Phosphate buffered saline (PBS) JRH/ = 1A 56064-10L.

- K AR (DDW), IV QK. FZFRZEDfHiK
- PVDF f& Immobilon-PVDF (Millipore) No. IPVH00010

F771%1 > v b a a2 PVDF (Invitrogen) No. LC2005
- Filter paper Bio—Rad 7.5x10cm,No.170-3932



ADVANTEC 60 x 60 cm, No. 514A

- X #7410 (RX-U) BT 4 LA N8, No. 03D051

- ECL yzafv7 ny7 /) ke addE GE ~WVAT T IRA FH A T A No. RPN2209
- Anti-rabbit IgG HRP 1Z:% GE ~VAZ TR FHf = A 1ml, NA 9340
- Anti-mouse IgG HRP %3k GE ~WVATF T R FH A T A Iml, NA 9310
O~V U E 2ml Fa—7 T A B No. 72.693S

(wLFE—XL g v h—HOF 2—7TEW)

| 3. &&o

%lﬂl&l

|

« TN buffer : 100 mM NaCl, 50 mM Tris—HCI (pH 7.5)

 Detergent buffer : 4% Zwittergent 3—14, 1% Sarkosyl,
100 mM NaCl, 50 mM Tris—HCI (pH 7.5)
+ Butanol-Methanol solution : 2-Butanol:Methanol =5 : 1 (v/v)

* Proteinase K : 1 mg/ml in 50 mM Tris—HCI (pH 8.0), 1 mM CaCl,,

431 L CT-20°CHRAF
« Pefablock : 0.1 M in DDW, 437E L C-20°CHRAE
« Collagenase : 20 mg/mlin DDW, 431 L CT-20°C{R7TF
*DNase I : 10 mg/ml O T 50% glycerol, 10 mM Tris—HCI (pH 7.5),

10 mM MgCly IZ¥fi# L CT-20°CITRE
- 10% Skim milk : DDW IZCTHHHLT 5, &7 SOCRREEICIMR L TS5 Z & MW
DIRANZRESF, 4CIZT1 0 HEIZERME (ZOHIFNTH->ThH, a1 N
ENAET T AT,
- PBST : PBS MyR(RH)ZRE LR 2 HFEICT DDW ITTHME L, 22 10%
Tween 20 (DDW (T THH) % 1/100 HEMZ 5,
7Ry X TR x2 PBST (= 2f51RFE) 23 L. x2 PBS & 10% skim milk % %% &
BAT D, SOITHRERIRE 52725 X 9ICFBS #1% % (44B1 1% PVDE DRy 7 7
ZU U RRELSRAMARHLDT, 70X IR EZRZT D720 FBS AT
W5), PVDF %2585 DI+ 07k s AR 5,

« Sample buffer (x1) : 62.5 mM Tris=HCI (pH 6.8), 5% glycerol, 3 mM EDTA,
5% SDS, 4 M Urea, 4% [ —mercapthoethanol, 0.04% bromo phenol blue,
A P O RITRESRATATRE, R OMRAFIZ4C (Urea, SDS 23T H 9~ 2% 23ME
HIREIC 50CREEE TR R]) REE LW

1 M Tris-HCI (pH 6.8) 1.25 ml
Glycerol 1 ml
0.5 M EDTA (pH 8.0) 120 !l
B —Mercapthoethanol 800 nl

1% bromo phenol blue 800 ul



SDS lg
Urea 48 ¢
Up to 20ml

- Sample buffer (x2) : 125 mM Tris—HCI (pH 6.8), 10% glycerol, 6 mM EDTA,
10% SDS, 8 M Urea, 8% [ —mercapthoethanol, 0.08% bromo phenol blue,
i i oD BIF=IRRAFTRE, REIMORIFEIZ4°C (Urea, SDS 235 19~ % 23E
HIREIZ 5OCRERE (IR R) R E L

1 M Tris-HCI (pH 6.8) 2.5 ml
Glycerol 2 ml
0.5 M EDTA (pH 8.0) 240 ul
B —Mercapthoethanol 1600 u1
1% bromophenol blue 1600 n1
SDS 2g
Urea 96 ¢
Up to 20ml

| 4. HF R |

a) Y TF B =X g v —(ZHE)E AW 55E
1) AZna—r (NoMC-01212PP) ZHH® 2ml O-ring {1 & F 2 —7IZ AN D,
2) 200 mg Ok AE F = — 7T AN D,
3) TN buffer % 800 pl Iz 5,
4) < )LFE—XT g v H—"T2000rpm, 30 FHRET 5,

5) ZivE 20%W/WIIKELKI & L, O~V v F (& F o —TIRFT 5, b) BEEFHHMEZ
EIAYAY 2ey
1) 200 mg OfFHRZE NT7 7 4V A L THEIL, 2ml F=2—7 1287,
2) TN buffer Z 800 u1MZ %,
3) By TR — R E B TR S Y — 2 AR e B F CEF LT 5,
4) T 20% (W/W) BALAIE L, O-V v It & F o —T7 IR FT 5.

o) T 77 —kA~F ¥ —REYFA Y — (Stomacher) #HW\DLE
1) 500=40mg Ok %z HE o FHA P — v 7 AN D,
2) = 77—y FaR¥K 1 (Enfer Buffer 1 (Bovine)) % 7.5ml AL 5,
3) AhwTF ¥ —KRETF AP —IZTAE— K High T2 ML T 5,
4) Th# 6.25% (W/W) IMELAIE L, 1ml /Ny RIS 5,



[5. stEAm

1)

O-V > 7fF&E 2ml F=—7 D 20% (W/W) AEFLAI 250 pl 12 Detergent buffer

250 w1 %A Vortex (B HIUTHFRILI %G 2) +5 0,

2)
3)
4)
5)

12.5 u1® 20 mg/ml collagenase Z )z Vortex 5,

3TCT30 M ks 2 (MT Ut —F— AP TITH),

20 ul® 1 mg/ml PK MMz Vortex 35,

37°CTC 30 LT D (T U 4 —Z — S AT, {HEPic 1 ~ 2

Vortex 9°5),

6)
7)
8)
9)
10)
11)

10 1@ 0.1 M Pefablock # iM% Vortex 35,

2 11® 10 mg/ml DNase % /il 2 Vortex L. =i T545MkET 5,
250 u 1@ Butanol-Methanol solution Z )12 Vortex 395,

15,000 rpm, 10 43, 20°Ci#Lr9 %,

FIEEBRE LA < R S 5D,

100 w1 1x Sample buffer Z 1% T, 100C, 5 A A /L9 %,

AT IC VA, BRI AT,

a) BSE purification kit(Bio—Rad #t) T4ES L 7= 20% brain homogenate M

A

1) 20%brain homogenate 250 w1 1Z detergent buffer 250 1 Z /0% . Vortex & X

AE WAL AAT S Y,

2) 12.5 p1® 20 mg/ml collagenase & Nz Vortex 3 5,
3) 37°CT 30 4y LT 2,

4) 20 pl® 1 mg/mlPK #/1z Vortex 35,

5) 37°CT 30 47 %,

6) 10 ul® Pefablock ZMl1 % Vortex 95,

7) 250 11 ® Butanol-Methanol solution Z Iz %,

8) Vortex 75,

9) 15,000 rpm. 104y, 20CiELxd 5,

10) FiEZEBRE, MERE R SE 502
11) 100 w1 ® 1x sample buffer Z/01x T . 100C, 53K AT 5,

R TIZ S WIEEIE, BEBABZ1TWIEMRT 5,

(£1) Detergent buffer iM% 25 u1 (5%) @ 2-Butanol &% CTEHE LB L |
AT OEERHLZIT O EIEFER T Y 40 2 X7 B R OSBRGSO FEFF
BERIBEOWEPMREES N, VT AZ T my PO ER Y REAN
275,

(£ 2) 3.0 ETET Butanol Z & te7os, AREAEEE LTRSS, 7 U A RIE



{LD7ZDIZ 1/10 D 10 NaOH 2z T 2 LA EE Lo b b4 5,

b) TV 7—HZAMIFY—HRESFHFAF—THER LT 6.25% brain homogenate M FREL

1) BFLAI. 1ml 43 % 15,000 rpm, 10 43, 20°Cizeiaf%, % 800ml (50mg fHikk
SE) ZHO 2ml Fa—T BT,

2) 201 ® 20mg/ml collagenase # Il z Vortex 95,

3) 37°CT 30 4yl LT %,

4) 20u1® 19.2mg/ml proteinase K Z /Il 2 Vortex 9 5,

5) 37°CT 30 4y fEliHfbd %,

6) 161 ®™ 0.1M Pefablock %Il 2 Vortex 95,

7) 3.4ul® 10mg/ml DNase Z % Vortex L., =R T545MKET 5,

8) 400 1™ 2-Butanol Z Ml 2 Vortex 9 %,

9) 15,000 rpm, 10 43, 20°CiEL>9 B,

10) BiEEBRE, YT NF a—T == F F )LD LT ST T 5 57[#
FERE L, IMERA RS2,

11) 100410 1 x sample buffer ZNz2 T 100°C, 5MAA LT 5, LB ET
< WERIE, BERLEZ1T ),

c) L5414 BSE THERLLT= 20w/vh BNELFI&Y DT ISR

BRI A s (D=2 F T ny ME) FEREFEICELT 5,

1) 20w/vIidFLAIZ 250 0 1 HLD | BID 2ml F 2 —T 12T,

2) Detergent buffer 250 u1 (7 L7 A # B S E {0 R miE AR T HHFTEE) 2N
Z Vortex Z WL KT 2 (MEDRHAUTEF LI E AT 5).

3) 12.5u1® 20mg/ml collagenase % )1 2 Vortex & HWEEET 5,

4) 3TCT30 LT D WMT U4+ —F— AP TIT D),

5) 2011 ® 1mg/ml proteinase K Z /I 2. Vortex Z HAWVHEEET 5,

6) 37CT 30 kT2 (WUT' U4+ —F— 2R TIT0, {HIEHIZ 1~2 FE Vortex
VT 5),

7) 101 @ 0.1M Pefablock %/l z Vortex Z A E#ET 5,

8) 2ul® 10mg/ml DNase | Z /i1 %2 Vortex Z AW L. R CT5HOMKET 5,

9) 250 1 @ Butanol-Methanol solution Z Nz Vortex & FH\W\E#ET 5,

10) 15,000 rpm, 10 43, 20CizLd %,

11) REZREBEgEGRIE D,

12) 100 121 @ 1x Sampling buffer & 12 T, 100C. 5 4yffA A /L9 % (Sampling buffer ¥



IEFEHRITAT DR,
13) A V& Vortex Z VAT 5 (EBDME T IC S WGBTS BT A1T D),

FRCERMEICHEEN % buffer $H M OFREIEIE M RBE S M B0« S/ A L 2RO A
(V=22 7wy bik) EREHE OREICHED 2 &,

d) I TVARO)—2 ITHERRLT= 16.7%0KELA (brain homogenate)h oD H > )L

BRI FRIRAE (VoA Z T my ME) FEREEICELT 5,

1) 16.7%MFLA %2 300 1 1 (50mgfifk% &) B . BlD 2ml F 2 —7ITBT,

2) 12.5u1 ™ 20mg/ml Collagenase %l 2. Vortex %z F WS 2,

3) 37CT30 mhEILT D (MT U4 —F— AP TITH),

4) 101 0.1M Pefablock %/l % Vortex & VBT 5,

5) 2ul® 10mg/ml DNase | Z /12 Vortex 2 HWEBHE L., =IET5 olET 5,

6) 250 u 1 @ Butanol-Methanol solution Z Il 2 Vortex & FHWMEEET A,

7) 15,000 rpm, 10 43, 20°Ciz.0r 9 5,

8) IEZMREWEABMS RIS,

9) 1001 ® 1x Sampling buffer Z 12T, 100°C, 5 /3R A V95,

10) RA /L% Vortex Z FVBHT 2 QLB < WGBTS VR 21 TV RS
%)

e) I=yETILBSE ITHRL=1 1 %ELFIEYDYFILASR

1) WALAIZ 50 u 1 ELY | Bl 2ml F 2 —7 128,

2) sample buffer (2x) & 50ul M BNy T 4 72k L<BHT 5B,
3) 100C. 5 OB 1T 5,

4) R~A V1% Vortex AW REET 5,

XEB AR AL -BEREEOREIZONT
AP Bty b Ty Fa— T ETMEBEBWEASC AT, 135C, 30 404
— b7 L—TWERT 5, O, FENIZ 150ml BRE DK E AR, FITFHCRnWZ &,
- AR B RIS A — b2 L— T K R D,



6

. SDS-PAGE |

« Invitrogen ff. (IH Novex f£) O 7' L % A NIV Z 45,

+ Gel: NuPAGE 12% Bis—Tris Gel, 1.0 mm, 12 well (Invitrogen No. NP0342)

s Fa—F 47 F 7 (7F a3y SRPT-138172 L) ZMMALT20 ul (10 mg ik
GEEr), 5 oul (2.5 mg kS E) % load 5,

+ Buffer: NuPAGE MOPS SDS Running buffer (Invitrogen No. NP0001), A D /N~ 7 7 —
IZ0Z. 200ml DN 7 7 —{Z%F LT 500 1 1 @ Antioxidant (Invitrogen No. NP0005) Z 1l 2.
2,

* 200V GEFEE TIKENIT %,

RREAEABMEDY fR—LIZONT

itk = > b e —/1 (MoPrP%, 100mg/ml #1##% % &) % Sample buffer T 10 fFIZAINL 72 b
DR (4°, 100 pg/10 p I MEMRER) &3 2, FIKRAO) A /ERIREZ— & 100°C2min N
T 5, JEHIE 50 1 1/tube FREEIC/7E L CT20CIRFT 5, 51T, 4125 ng/10 ul),
47%6.25 pg/10 wl), 43(1.6 pwg/10 pl, 4%0.4 wg/10 p)® 4 MEEAREN A2 /ERLL
TNHBOTEL T20CIRFET D, ERLL 7RSI FREIC 50°COIRY CIafET 5,
I00°C THMBA L 72 &, 4 ~4" Dtk b —v% 10 pl/lane 2 — R45 (L—
YOERDUZ L > TEA2P~4" THRVY ), ZABBE= b e — L@ RF1T WB DJgk
EFHHICMNETH DD T, LTV T EFE—DF NV ETERKEINIT S, 4°F TPrPen
B S THIE, ZORRITFEMRETH 5,

Bt = v b m— VI E SR YYERF R TS D HEAT T D,

yxAFr7ayt (WB) |

cTuay T4 TR FT R, S =T R T ay bA(170-3930)
N TUART =Ry T 7 —

NuPAGE transfer buffer(Invitrogen No.NP0006) 50 ml
Antioxidant (Invitrogen No. NP0005) 1 ml
AL )=V 200 ml final 20%
20% SDS 0.5 ml final 0.01%
UptolL

« PVDF & (Immobilon-PVDF) % 7.5x9cm 28]V A Z J— LI 1 4R LB &Y 5,
FD#%. DDW THW, A7 57— Ny 75— |22 LTEHEL,
CEBRIKEINK T LTIV E N T AT 7 — Ny 7 7 —IZiET,



NIRRT 7 =Ry 77 —TiHDL LIZIEMK 2 £ (Bio-Rad O filter paper Z {3 2355
X180 O LIZPVDF EEAEL, 2O IV EZEL, ZOREZ L E PVDF ROMIZAK
JABALIRNWEIFEET D, FVDO LRI T VAT 77—y 77 —TEDL LTZIEH (2
Bo) @b,
R DOIEH-PVDF-F VKOV R 4 v F 42Ty T 7/ RTIEES R, 7
0y T4 o HEEICE Y TS REEITRRD S BRA & BET D O TV DGR
\ZPVDF EREET 5 L9y M52 L,
R=hFF A7y bk (Bio-Rad, 170-3930) RV 2 HE121%, a)~c) OFRMETT
HyT 4T EIT), a) Xidb) BHEREIND, BEAETLIHET ) TIXAREES Ny
7770 K@< R 5 530 %,

a) 30V EFEIL 6 B[] ~ 15 B

b) 60V 7E /T 2 FFfH

c) 80V EEE T 1 IKFfi
Xcell ™ Z7wa v EY 2 —/L (Invitrogen, EI0002) Z W 25681214, 25V EEE 1
Kef] ~ 13 O DERIFTT By T 4 T HAT D,

| 8. HBEAVERNBRH |

44B1 ZFIZ, BI103 (LT HZ EMNEE LV,

[1] 44B1 €/ 7 v —F AUk E R 2854 159 @D

1) 71 v 7k : 5% skim milk, 5% FBS in PBST, Skim milk (343 INIRARE (80°CRLE)
ﬁézko@muimmFﬁ@Ayyﬁivaﬁ%<kéﬁmﬁ%5®f 7y X
VIR EFT HIDIZFBS #MATW5, 2) PVDF A FSBEOT 1 v % JHKIC
2L, A7 L rr—7— (Advantec, No. EBA-200) F7-13/KFEEEMHE T, =iAIC
T1HEEA ¥ a— 15,

3) —WPUAK : 1% skim milk, 1% FBS in PBST (=_EF22) CTREHOT v v F 2 7ik%E
PBST TS5 fHZAIN L TS %) T RIEZAIRT 5, 0.1-0.2 u g/ml 2ME IR D
HZTH D,

4) 7y ¥ %O PVDF I —RFUKIKEZINZ . AT Vorm—T —£ 3K EER
BETIRA v Fa— 175,

5) PBST C 20 /p[El¥ed OKFEEM CREWE) 75, 4 75MHEIZE 518 PBST % A&t
T2,

6) —kPiiR(Amersham NA9310) : 1% skim milk, 1% FBS in PBST T 1 : 2,500 IZ7 R4 %,

7) PVDF I ZRFUEGZ M4, AT L rn—F—%5 713K EEG T 45 4,

8) PBST T 20 Zr[MvEd OKEEEW CREIEE) T 5, 4 2MEIZEE 5 B PBST 2 25#
T2,



9) ECLY =R &7 nyT 40 TRt 5,
10) X#7 4 VA 20M@ER L, BiET 5,
11) BUBELTWDIIC, RO X7 4 VL EBHSED,
12) 30 DHICHET D (25 K030 DBHD X7 4 VA EAERT 5) T,
13) ZOHMLBEIG L TAH——F A P TR ESHE D,
BUgE - ~A L F—b
fE1R © 3 Wl
EHWR : A—N—FLT7 1w IR
(HEE G Z AV D5E 121, RIS U728 - EEREERT5)

[2] BI03 7 7 4 =T 4 —KBUR Y 7 o —F AFUREE T 5854 56
([1)] 44B1 DAL 1), 3),6) NEAeD, )
1) 71 v 7 1 5%skim milk in PBST (0.1% Tween 20), Skim milk (T3 INiREME (80°C
RE) 77562 &,
2) A7 1L rr—7— (Advantec, No. EBA-200) FC 1 FffE,
3) —WPUAK : 1% skim milk in PBST TAR, lug/ml 25E AR D B %,
4) A7 Lrua—7—FET1 R,
5) PBST T 20 43[A¥E#3 %, 5[ PBST #2179,
6) k¥R (Amersham NA9340) : 1% skim milk in PBST T 1 : 2,500 78,
7) AT Lrn—7—ET454%,
8) PBST T 20 7p[M¥ei$9 %, 5E PBST #2179,
9) ECLYZRZ T myT 4 THRERETHELSE D,
10) X#7 vz 2@ L, BT 5,
11) BB L TWDRIZ, RO X7 4 VL EZBHIED,
12) 30 531412 BUET 5 (2 53 OV 30 3 BHD X7 4 W B EAERLT D) 5,
13) FDOHBMBEIILN L TA—/N—F A N TEXRIHED,
BB " L F—b
Bk © 3 %R
EREG A== T w7 R

(1 3) 44B1 HriRIE, ENTEYSEMFFE TS 2 B BT 3 5, BIEO 7 » %, 02011, 6.5mg/ml,
(E4) EFEETPVDE ROy 7 7700 RREL ., FTEDKE (18 ) M5 oh
ROGEIIIU T OFIETHETHZ LN TE D,
O7 v v X% VR & OPURB R % Z 70240 5% skim milk in 50mM Tris=HCI (0.1%
Tween 20). 1% skim milk in 50mM Tris~HCl (0.1% Tween 20) 2%z 5,
QPR S DIED B % 0.1% Tween 20 inPBS  (50ml) T54y X 6 [ml{T72 9,
@A huaF U HOEFER (7L 11 Tay FEY 2 —/L E19051), 855 H
TR (=2 —_—Y T A7 7 —s3y 77— : NP0006,NP0006-1) K& X PVDF



B (LC2005) Z W20V 1 Bz E4 2%,
(£5) 30 NMOBHEERITH ETHLTH Y, 2 HHFT RO R DEEHISZITHIE
THZ L,
(£ 6) B103 Hiikix, & LV AR EIE L TS, BifEO = » M, SB21103,
Img/ml,



2% . Ehifl

[(#11] 1 H B R (2 FEHE)
2 H H: PAGE (1.5 IK¢fil) — WB (2 ) — il (4 K§f#])
[F12] 1 8B FEFER (2 BE#)— PAGE (1.5 BF[#) —WB (&K 12 FEE)
2 HH: AR (4 R§fH)
[513] 1 HH:ZEERSL (2 BE#E) —PAGE (1.5 Bft]) — WB (2 BFff) —kai (4 BERHE)

0. A

1) BN ERF T s R SNtk a v ha— LR ONR 7 ) —= o J s Clatk
EHEB LTI T VT, 1 7 AIC 1 RIS EOSE TSR ER 2 i+ 5 Z &,
2) BB T HMTREEEREEmTHZ L,



(s 2 —2)

REMBIEFHNREREE R

(1. 5740 Ty s ol

< HE i >
TAARRF—h (FR—N), Ehet, IWHLHAZTLV—FR, Bty b,
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1 KBt Y oA e 197-02125 500 g
2 R~ U (37.5%) T 061-00411 3L
3 F2(99%) i 066-00466 500 ml
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DFM T TCORMELR RS BWVIRIERFREN & 5O THARTIT DLW,
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