14

13 10

28 114

15

12

15 26

16

16

14



16

15 20

ELISA

ELISA



16



800
132 134



BSE









132 134

3 5%SDS 10
132 134

5%

NaOH
132 134

NaOH 121 30



(Obex)

o
N

15

(ELISA

Obex



26 0126

03-3595-2337

(Obex)
15 20
50 ml

ELISA
ELISA

03-3595-2337
BSE




UN3373

UN3373

UN3373

50mL

UN3373



UN3373

NetQty ocomL g
OVERPACK UN3373
NetQty oomL
g
9 UN1845

Dry ice Net Qty o okg

UN3373 Net Qty

oomL g






2. BSEBRED =& DIEMERGL

Obex
==

BRELBAL

JLRY2EE

%A L PR



60

100
50
800 —
134 60
ok 100

NaOH 60
NaOH 120
120

,18-23,

1997




-10%

10

11

12




ELISA

ELISA




00

OO OO

0 WB
1 ELISA



UN3373 B

UN3373

BIOLOGICAL SUBSTANCES
CATEGORY B

A7) —BD
FFEIE

UN3373

BIOLOGICAL SUBSTANCES
CATEGORY B

A7IV—BD
EYF N E



—————————————————————————————————————————————————————————————————————————————————————————————————————————————————————



DRY ICE
UN1845

e KG NET WT




UN3373




BSE

Reagent A
250

Reagent A K
2 2 ml 8 pl
10 6 ml 24 pl
18 10 ml 40 pl
26 14 ml 56 pl
34 18 ml 72 pl
42 22 ml 88 pl
50 26 ml 104 pl
58 30 ml 120 pl
66 34 ml 136 pl
74 38 ml 152 pl
82 42 ml 168 pl
90 46 ml 184 pl
Obex 35040 mg

-20
500 pl
2ml 8 -20
1 500 pl
5
10
371 10=%x1 5 6



Reagent B

5

8 20000%<g 5

9

10

11

12

13

BSE
2 8

(2) 2

R6

5

R2

2ml

R7?

500l

-20

2
15,000=<g 7
10
10 11
2 8 -20
1001 5#1
R6 250pl
10
R4
1
-20
R7 10
8
R8

R8+R9

10

Reagent C1

R2’

R9 10

1ml

10
Reagent B

50l

1001
2

20

R7?

R8+R9



10
1620nm

Al B1, C1, D1:
El, F1:
G1, Hi:
350l
R7’ 1001
2
350l
R8+R9 100l
30
R10 100l
30
oD

600nm  700nm

R3

R4
R3 100l
R4 100l
100l
18 22
8 6045
18 22
10
18 22

BSE

8001

8001

450nm



oD
oD

10

10 %
10 %
0.150
1.000
oD
oD

10

0.210

1.(2) 4)



BSE

BSE
2
20 Lx1 2 30
1L 50g

100g 2 30 2 8
= 1

150l > 1 2 8

2 8

100l > 1
10 Lx1 2 8
10 Lx1 2 8

2 2 30

1 2 30

8 2 8

30 Lx1 2 30

-25 -15
3 Lx1 225 _15
500
SopLx 1 25 _15
10 30

1L 1 10 30

10 900mL
500 L1 10 30 100mL ;0 830




100mL

16 mL

(SDS)

15¢

0.2¢

28.659 g

100 g =

0.5 mL

100 mL

100 mL

100 mL

2.4ng *2

100 mL

(3-

) 100 mL

16 mL

15¢

96

1 *3

96

2 *3

45

Stomacher Biomaster 80 Seward

Skatron Skanwasher 300 Skatron
iIEMS /

Thermo LabSystems

2750G

*

Interscience

Thermo LabSystems

*1: 1
*2: 1
*3:




0.25

/ >ov 1.00
3.00 4.00mm
0.00mm
# 1 Aspirate ( ) 6 # 1 Aspirate ( ) 4
# 2 Dispense ( ) 300pL # 2 Wash ( ) 3
# 3 Soak ( ) 5 # 3 Soak ( ) 5
# 4 Aspirate ( ) 4 # 4  Aspirate ( ) 2
# 5 Wash ( ) 5 # 5 Wash ( ) 3
# 6 Soak ( ) 5 # 6  Soak ( ) 5
# 7 Aspirate ( ) 3 # 7 Aspirate ( ) 2
# 8 Wash ( ) 2.5 # 8 Wash ( ) 3
# 9 Soak ( ) 5 # 9  Soak ( ) 5
#10 Aspirate ( ) 2 #10  Aspirate ( ) 2
#11 Wash ( ) 2 #11  Wash ( ) 2
#12  Soak ( ) 5 #12  Soak ( ) 5
#13  Aspirate ( ) 5 #13  Aspirate ( ) 4
#14 End Wash ( ) #14  End Wash ( )
Shake value ( ): 5 (1400rpm) Temperature ( ): 34

Plate acceleration ( ) 10 Settle delay ( ) 100
Filter ( ) Measurement type ( )

Integration time ( ) 300 Lag time ( ) 30

Measurement count ( ) 1

Photomultiplier (PMT) voltage ( PMT )

Plate type ( ) 96 Scale factor ( ) 8



=

(Enfer Wash 1) 50¢

10
2 8
(Enfer Wash 2) 10
10 30 2 8
(Anti-PrP- 1< Ab (Rabbit)) (Normal Goat Serum(Goat))
(Enzyme-conjugate— 2= Ab (goat anti-rabbit))
(Substrate Solution B) (Substrate Solution A)
500=+40mg ( )
( )
7.5mL (Enfer Buffer 1(Bovine))
Stomacher high



1

(Centrifuge Plates) Al

(Peptide Indicator Wells)
B1 (Blank Control Reagent(Bovine))
180pL

9

10
11
12
13

14
15

16
17
18
19

20
21
22
23

2750G
20pL (Enfer Buffer 2)

100pIL

34 60

150paL (Enfer Buffer 3)

34 15

Al A2

34 40

150l

34 30

A2

(Enfer Test Plate)

150 L



24

25
26
27
28
29

I OMmMmMmoOoOw>

150pL

34

(Enfer Test Plate)

10

1 2 3 4 5 6 7 8 9 10 11 12
P P S6 S6 S14 S14 S22 S22 S30 S30 S38  S38
B B S7 S7 S15 S15 S23 S23 S31 S31  S39  S39
B B S8 S8 S16 S16 S24 S24 S32 S32  S40  S40
S1 S1 SS9 SS9 S17 S17 S25 825 S33 S33  S41 S41
S2 S22 S10 S10 S18 S18 S26 S26 S34 S34  S42  S42
S3 S3 S11 S11 S19 S19  S27 S27 S35 S35 S43 543
S4 S4 S12 S12 S20 S20 S28 S28 S36 S36  S44  S44
S5 S5 S13 S13 S21 S21 S29  S29  S37  S37  S45 S45
(Peptide Indicator Wells)
(Blank Control Reagent (Bovine) )
1 45




/ /
500=2=40mg
500+40mg 2 min
1 (Speed Stomacher 80
7.5mL "High")
180 L
180 L
£ 2,750G 5 min 3
(PK) @ )
20pL
@ )
100pL
LabSystem
60 min iIEMS
at 34
Skanwasher 300
150pL ® )
LabSystem ( )
15 min iIEMS )
at 34




Skanwasher 300

Al,A2

ELISA
Al,A2
150 L @ )
LabSystem
40 min IEMS
at 34
Skanwasher 300
: 8 )
150 pL
LabSystem
30 min iIEMS
at 34
Skanwasher 300
150 pL @ )
LabSystem
10 min iEMS
at 34




4.0LU

=+30%

5.5LU

5.5LU

5.5LU

5.5 LU

2 5.5 LU



4.0 LU
=+
30
—>
l | |
55LU
55LU 55 LU 55LU

55LU
5.5LU 55 LU 55LU

10



15 ml
15 ml

15ml

11



BSE

BSE
BSE 17 3
A B
BSE
No.
A 1 DNase ImL 1
30 10 2 5mL 1
3 ImL 2
4 1.5mL 1
5 48mL 2
2 10 6 38mL 1
7 22mL 1
8 mL 1
9 25mL 1
10 96 1
2 10 11 0.8mL 1
12 8mL 1
13 1.5mL 2
14 1.5mL 1
15 18mL 1
16 50mL 2
17 18mL 1
2,3
No.
1 DNase 126
2 21
3 18
4 31
5
6
7
8
9
10
11 11
12
13
14
15
16 20
17




1 D ase 126

21
D ase
(1) (K ) (m)
5 40 250 5
10 80 500 10
25 160 1000 20
50 320 2000 40
80 520 3250 65
100 640 4000 80
18
(1) (m )
5 118 2
10 235 4
25 500 8.5
50 1000 17
80 1412 24
100 1765 30
31 3
3
() (m )
5 50 15
10 80 24
25 160 48
50 300 9.0
80 450 135
100 600 18.0




LA120S

0.1mg, 10g
Qbiogene
37
100
CF15R 15,000G
37 ELISA
PW-40
550(
/
200paL  ,1,000pL  ,5,000paL
2mL
YTz
2mL
mL

2mL YTz



PW40

SELECT: RUN IN OUT
PRG: ADD YES
ADD: KIT YES
NAME:

MAIN: PARAMETERS METHOD1

END OF KIT:NO YES

MET: INTER: OMN OS

MiTHODZ
END OF KIT: YES YES
Nr OF KITS: 1 YES

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:12 34 ASP.TIME:0.1S ASP.TIME:0.1S
56 VOLUME:800jaL VOLUME:800jaL
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 CYCLES4
SOAKING:0.0S
450nm
600 630nm




800L

20w/v%
300L

200x20mg
6.5 45
3,000rpm
4.0 45
2,000rpm
20w/v%
250pL 2
37(x1) 30 35
3
3 150pL
15,000G 10
50
100paL

25 30

100



ELISA

475mL)
1 )
@a ) 100
504L
37

100pL
30
100

30

AT — FORES

45

(2

500mL(

450nm

25mL+

800 5

20

600 630nm

T T T s

i 8 8

1011

12 |

NC | 5-6[5-14[s—27[s-a0[s-38

S-45|5-54|5-62

5701

578

5-&6|

NC | 5-7]5-15|5-23/5-31[5-30

S-4T7|S-555-63

PC | -8 |S-16|5-24| 5-32 S-4()

e

b ) e

S-1|5-9 [S~17]5-255-335-41

S-4H|S-5715-83

S-705-81[S-89

S-11[{S=THS=8
%g—gg[' E—Ea

S5=0015=-58} 5-f6

5-74l5-8 0

5-2 |3-1 ua—1a[s—gﬁ|3-34 5-42
5~-11|5-19{5-27|5-35)

91|55 567

5-3 5-41
5-12

5-5NS-6A5-68

ST S8

ITommoOomoe

S5 S-RO0IS-28 G-36(5-
5-5 513

5-21|5-20|5-37|5-45|5-53|S-61

S50

5-7565-8HS-01
59
5-71/5-855-0

S1~503. F 7k
NG RS Fa—IL
PC Bt FO—)L



2 0.150

0.150

1.0

10%

o ELISA



/ /
20024=20mg
6.5
800 45
L
250pL
PK 37(=*x1)
300paL 30-35
15,000G,10
150pL/ 25-30
100 5
50L
100paL
ELISA)
x11
x20
1 woopuL [ 37 1
NC:100paL(2 /
PC:100paL(1
50
L
0.8mL x5
100
ML 20-30
100paL




2)

2)
3)

4)
5)

8

FastPrep

FastPrep

20

BSE

24

7
(20 30 )

10

20 30

20 60

10



10

11

12
13
14
15

16

A W DN P

37

120

3%SDS
3%SDS

Imol/L

20% (20 30 )

4 24
20 30
10
12
2 10
( 2%)
134 138 3 20
100 3
121 10
( 2%) 120
60

10



1)
2)

11



BSE

Reagent A
250
18 30
Reagent A K
2 Iml 4pl
10 3ml 12l
18 5ml 20l
26 7ml 28l
34 oml 36l
42 11iml 44l
50 13ml 52l
58 15ml 60l
66 17ml 68l
74 19ml 76l
82 21ml 84l
90 23ml 2l
18 30
Obex 35040 mg
18 30 8 2 8 15
-20
4 250l
2 ml 18 30
8 2 8 -20
5 1 2501
5 10
6
372 10x1 5



Reagent B
B
10
8 20,000<g 5
9 5
10
11
+1
2
12
13 BSE
1
30
2 R2
18 30 24
3
1
2 8
4
R7>
5
1ml

250l

15,000y 7

10

R4

18 30

R8+R9

2 8

1005 5=+1

R6 125pl

10
2 8

R7

8

R8+R9

Reagent
5
Reagent C  25pul
1005 5
ReagentC
-20 72
2 (22
18
R2~
R6 4ml
18 30 2
-20
-20
10
1 ml R7~
R8 RO 10
(R9)

(18 30



2 8
2
3

75415

4
8
9
10

*1

620nm

R3

Al, B1, C1, D1:
El F1:
G1, Hi:

3501

R7>  100pl

2 8

3501

R8+R9 1001l
30+5

R10 100p1
30

oD

*1

600nm  700nm

18 22

R4 BSE
R3 100l
R4 100l
100l
372
18 22
800l
6045
18 22
800l
10
450nm



oD
oD

10

10 %
10 %
0.150
1.000
oD
oD

10

0.210

1. 8



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
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®BSE

®BSE
No.
A 100mLx1
B 1.0mLx1
K
C 1.0mLx1
®BSE
No.
96 x1
0.4mLx1
HRP
12mLx1
x1
3mLx1
15mLx1
TMB
4
]
8
2 8
37 96
56 2mL
100 2mL
2mL 15,000xg

450nm

580nm 650nm



ELISA

40

- [
o ] =
. ﬁ *

b)+e¢)

a) 2Ty —® T R
b) 2 qF 2= N TNE—F2—TF

¢) BEMHF—7
1)
2 56 100
2)
A B C
A 1 mL A B C 100:1:1
A B C
A B C
2 3mL 30 pL 30 uL
10 11 mL 110 pL 110 pL
15 16 mL 160 uL 160 pL
20 21 mL 210 pL 210 pL
25 26 mL 260 puL 260 pL
30 31 mL 310 pL 310 uL
35 36 mL 360 puL 360 uL
40 41 mL 410 pL 410 pL
45 46 mL 460 pL 460 pL
50 51 mL 510 pL 510 puL




1)
2)

3)
4)

5)

6)
7
8)
9)

1)

2)

3)

4)

5)

110+20mg
®

15,000x%g, 30

FastPrep Qbiogene

25 mL

56 10

100 10

40
975mL

30

30pL
100pL

1 100pL

100uL

100pLL

4 30
2,000rpm

37

870nL

2mL

30

ImL



1) 100pL
2) 100pL
3) 37 60
4) 300pL 4 1 700uL

4 5
5) 100pL
6) 4 8 30
7) 300pL 6 1 700uL

6
8) 100puL 30
9) 100pL
10) 30

450nm
580 650nm
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1)

2)

3)

4)

4-1)
4-2)

4-3)
4-4)

4-5)

4-6)

0.30

10

0.30

1.20

110+20mg



ELISA

50 ml



XCell SureLock Mini-Cell

Xcell 1™

Invitrogen, EI0001
Bio-Rad, 170-3930
Invitrogen, EI0002

200 Bio-Rad, 165-5052

PowerEase 500 power Supply

Invitrogen E, 18600

, EBA-200
, BC-740
750 W
Bramson Digital sonifier S450D
37
10 mg
15,000rpm
Collagenase 100 mg, No. 038-10531
Pefablock Roche 500 mg, No. 1585916
Proteinase K, PCR 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 500 g, 217-00615
2-Butanol 500 ml, 020-11215
Tween 20 500 ml, 167-11515
Skim milk COOP Difco
(FBS)
Phosphate buffered saline (PBS) JRH/ 56064-10L
DDW Q

PVDF

Filter paper

Immobilon-PVDF (Millipore) No. IPVH00010
PVDF (Invitrogen) No. LC2005

Bio-Rad 7.5x10cm,No0.170-3932



ADVANTEC 60 x 60 cm, No. 514A

X RX-U No. 03D051

ECL GE No. RPN2209
Anti-rabbit 1gG HRP GE Iml NA 9340
Anti-mouse 1gG HRP GE 1ml NA 9310
O- 2ml No. 72.693S

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 CacCl,,
-20
Pefablock : 0.1 M in DDW, -20
Collagenase : 20 mg/ml in DDW, -20
DNase | : 10 mg/ml 50% glycerol, 10 mM Tris-HCI (pH 7.5),
10 mM MgCl, -20
10% Skim milk : DDW 80
PBST : PBS (JRH) DDW 10%
Tween 20 DDW 1/100
X2 PBST x2 PBS  10% skim milk
5% FBS 44B1 PVDF
FBS
PVDF

Sample buffer (x1) : 62.5 mM Tris-HCI (pH 6.8), 5% glycerol, 3 mM EDTA,
5% SDS, 4 M Urea, 4% [3-mercapthoethanol, 0.04% bromo phenol blue

Urea, SDS
50
1 M Tris-HCI (pH 6.8) 1.25 ml
Glycerol 1ml
0.5 M EDTA (pH 8.0) 120 pl
[3-Mercapthoethanol 800 pl

1% bromo phenol blue 800 pul



SDS 1lg
Urea 4849

Up to 20ml

Sample buffer (x2) : 125 mM Tris-HCI (pH 6.8), 10% glycerol, 6 mM EDTA,
10% SDS, 8 M Urea, 8% [3-mercapthoethanol, 0.08% bromo phenol blue

Urea, SDS
50
1 M Tris-HCI (pH 6.8) 2.5 ml
Glycerol 2ml
0.5 M EDTA (pH 8.0) 240 pl
[3-Mercapthoethanol 1600 pul
1% bromophenol blue 1600 pul
SDS 2¢
Urea 9.6¢
Up to 20ml
( )
1 No MC-01212PP 2ml O-ring
2 200 mg
3 TN buffer 800 pl
4 2000rpm, 30
20%(W/W) O- b)
1 200 mg 2ml
2 TN buffer 800 pul
3
4 20% (W/W) O-

Stomacher
5004-40mg
Enfer Buffer 1 (Bovine) 7.5ml
High

A WD

6.25  (W/W) 1ml



O- 2ml 20% (W/W) 250 pl
250 pl Vortex
12.5 pal 20 mg/ml collagenase Vortex
37 30
20 I 1 mg/ml PK Vortex
37 30
Vortex
10 pal 0.1 M Pefablock Vortex
2 pl 10 mg/ml DNase Vortex
250 Il Butanol-Methanol solution Vortex
15,000 rpm 10 20
10 (2
11 100 pal  1x Sample buffer 100 5

a BSE purification kit(Bio-Rad )

20%brain homogenate 250 pul

1

20% brain homogenate

detergent buffer 250 pl

12.5 pal - 20 mg/ml collagenase Vortex
37 30
20 pl 1 mg/mIPK Vortex
37 30
10 pal  Pefablock Vortex
250 Il Butanol-Methanol solution
Vortex
15,000 rpm 10 20
10 (2
11 100 pal  1x sample buffer 100 5
Detergent buffer 251 5 2-Butanol

Butanol

Detergent buffer
1

Vortex



10

11

10
11
12

1/10 10 NaOH

6.25
1mi 15,000 rpm 10 20
2ml
20pal  20mg/ml collagenase Vortex
37 30
20l 19.2mg/ml proteinase K Vortex
37 30
16pa1  0.1M Pefablock Vortex
3.4l 10mg/ml DNase Vortex
4004l 2-Butanol Vortex

15,000 rpm 10 20

100pal 1 x sample buffer 100
BSE 20w/ v%

20w/v% 2501 2ml

Detergent buffer 250l

Vortex

12.51  20mg/ml collagenase Vortex

37 30

20l Img/ml proteinase K Vortex

37 30

10l 0.1M Pefablock Vortex

2141 10mg/ml DNase | Vortex

2501 Butanol-Methanol solution Vortex

15,000 rpm 10 20

100pal  1x Sampling buffer 100 5

brain homogenate

800ml

50mg

1 2 Vortex

Sampling buffer



D
2)
3)
4)
5)
6)
)
8)
9
10)

13 Vortex

buffer

16.7 (brain homogenate)
16.7 300l 50 2 |
12.5u1  20mg/ml Collagenase Vortex
37 30
10pal  0.1M Pefablock Vortex
24l 10mg/ml DNase | Vortex 5
2501l Butanol-Methanol solution Vortex

15,000 rpm 10 20

100pal  1x Sampling buffer 100 5
Vortex
) 50l 2 1
2) sample buffer (2x) 50pl
3) 100 5
4) Vortex

135
150ml

30



SDS-PAGE |

Invitrogen Novex
Gel: NUPAGE 12% Bis-Tris Gel, 1.0 mm, 12 well Invitrogen No. NP0342
SRPT-1381 20 pl 10 mg
5 pl 25mg load
Buffer: NUPAGE MOPS SDS Running buffer (Invitrogen No. NPO001)
200ml 50041 Antioxidant (Invitrogen No. NP0O005)
200V
>
MoPrP5¢, 100mg/ml Sample buffer 10
4° 100 pag/10pul (49 100 2min
50pal/tube 20 47125 p1g/10 pal)
42(6.25 p1g/10 pal)  43(1.6 pag/10 pal)  4740.4 pag/10 pal)
20 50
100 41 44 10 pal/lane
42 4 wB
4% Prp%
(170-3930)
NuPAGE transfer buffer(Invitrogen No.NP00Q6) 50 mi
Antioxidant (Invitrogen No. NP0005) 1ml
200 ml final 20%
20% SDS 0.5 ml final  0.01%
UptollL

PVDF Immobilon-PVDF 7.5x9cm
DDW



Bio-Rad filter paper

PVDF PVDF
-PVDF- -
PVDF
Bio-Rad, 170-3930 a) ¢)
a) b) c)
a) 30V 15
b) 60V
c) 80V
Xcell 1™ Invitrogen, EI0002 25V
44B1 B103
44B1 €0
5% skim milk, 5% FBS in PBST  Skim milk 80
44B1 PVDF
FBS PVDF
Advantec, No. EBA-200
1% skim milk, 1% FBS in PBST
PBST 0.1-0.2)ag/ml
PVDF
PBST 20 PBST

(Amersham NA9310) 1% skim milk, 1% FBS in PBST 1 2,500
PVDF 45
PBST 20 PBST



10
11
12
13

10
11
12
13

ECL

30

B103
(

PBST

PBST
ECL
X

30

30 X

44B1 1), 3), 6) )

1%

20

20

5% skim milk in PBST 0.1% Tween 20

Advantec, No. EBA-200

skim milk in PBST lug/ml
PBST
(Amersham NA9340)
45
PBST
X
2 30 X

44B1

Tween 20

PVDF

Skim milk

1% skim milk in PBST 1 2,500

p18

5% skim milk in 50mM Tris-HCI

1% skim milk in 50mM Tris-HCI 0.1% Tween 20

0.1% Tween 20 inPBS
1

50ml >
E19051
NP0006,NP0006-1

80

0.1%

PVDF



LC2005 20 1
30

B103 SB21103,
Img/ml
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1IN NaOH

1IN NaOH
mm
15 20% 60=C
2 3
37=C
30
2

1IN NaOH

98

30

IN NaOH



1IN NaOH
135 60

1IN NaOH

45

HE
10
+ DAKO

DAB 3

PBS



PB( 0.1M PB)

Na;HPO, 12H,0
NaH,PO, 2H,0
D.W. ( )

PBS(0.01MPBS)

PB
D.W.( )
NaCl

10%
PBS
Envision+

DAB

10

28.7¢
3.3¢
10L

100 ml
900 ml
8.5¢

121
PBS

—PBS

PBS

20



60

60

30
80 Al 15
90 Al 15
100 Al 15
100 Al Acetone
(1:1) 15
Acetone 15
Xylene 15
Xylene 15
Xylene 15
Paraffin 15
Paraffin 15
Paraffin 15

60



80%
90%
95%
99%
100%
100%
100%

ON

10
10
10
20
20
30
30
20
20
20
10
10
10
20

30



( )
3
PBS
PBS
PBS
DAB
PBS
( )

ENVISION+ (DAKO)

10

121 20
1 5

30 40

30

30

10

(><1000)



1 197-02125 500 g

2 (37.5%) 061-00411 3L

3 (99%) 066-00466 500 ml

4 164-13345 500 g

5 4L

6 DAKO PEN 1

7 2002 500 ml

8 3001 500 ml

9 500 ml

10 B103 44B1 44B1

11 + ( 110 ml

)

12 DAB 415172 1

13 081-04215 500 ml

14

15 15 Kg

16 30cc

17 199-02825 500 g
)

18 196-02835 500 g

19 191-01665 500 g




1 40 x 57 cm 50
2 No. 130 50

3 1,000
4 J-120 24
5 2118-0032

6 1106 100
7 24 x 36 1,000
8 A35 50
9 20

10 20 B-20

11 0.6

12 20

13 DPG-350 (100 )
14 FBM-281 50
15 MGM-14 30
16 LA132 10
17 Laboconco LAD-1300XA

18 SW-4

19 135 KS-323

20 Aura-700

21 FC-111-A13

22 ETV-150CV

23 PS-53

24 SMB-1




2)

PrP

PrP BSE
B103 T4 44B1
B103 T4 44B1
Prp¢ Prpse
BSE
121 20
1mM 121 20
400 ml
B103 PrpP N 103-121
T4 PrP C 221-239
affinity purified antibody
44B1 155-231
1) DDW 121 , 20 2) ImM HCI 121 , 20
Pos Neg Pos Neg
B103 x500 +/- -/- 3+</+N | -/+D
T4 x1000 2+/- -/- 3+>/- -/+-
44B1 x500 +/- -/- 2+</- -/-
Pos: Neg: ; B026
+/-: /
1 mg/ml
B103 monospecific polyclonal
1) Prpse
2)
1)
T4 2)
B103 44B1

44B1



(A) B O
A-C




R R #%

(2 ) 3 mm
(©)






44B1



