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7) fa R EEE 2R L, e EbIcELITZ L, (E5)
B, ANVEIZIE, TERDHREEET) LS LB s RE T o 2 &,
FERBICBWTRBEDPEEONT 2R L%, RGSND0T, BERHRELD
2NDOb & YEHFEICHAT LI L,

(TE3) MIZEMIC L DMk %6, 28T 8 6 4. MZEMATHAIN 1 9 4 KKV
RIETREIC L DM 22T 5,

(E4) RITANVOKRNTBEHRKX 1 -3 DL BV, (ZFHBMERICHLIESZFFHRT
%)

(E5) fabR i EHFIZAEHRL 1 -4 LBV, (BB, KON TIE, SEIOHE
ik BB A - BMIZE AL TRNICED T2 b D TH Y . MU TE 722
)



(ZE&EEH

SERICEE 7Y A U EAERNEL S 508

F1. BERICEET) A UEAEZNELSE DL

oK #l e B AL B R R B

X g =60% 2 FREH ERl ]
FHAT VB ITT =V =4M 2 B = R
WRE 7T =T =7M 2 B = R

= AR =3M 2 R[] = IR
SDS = 3% 5 43 100°C

Tz ) =)L =50% 2 B[] |

£ 2. BRMELOHEEIE

SEHAI - 5% RBEE (°C) | B (49) PIES
A =800 — g, PR

F—hr71L—7 134 60 AFEREES . aP%. BER. oo
3% S D S i@k 100 5 HHEEEAS . SREE. T ofth
2 Ji7E NaOH {2i% HiR 60 BAEREAS, SRR, Zofh

1 M NaOH {21# E=¢l) 120 BAEGEAS, ZRbE. £ ofh
1~ 5 Yo Uk Hibh F E=¢l) 120 HIREEAS . oK. T Ofh
T hU U LRE

FEFNL, FRER S == — FEBWTZE O ETHRE 2170 B/ NR ORI
& & D, BHEREZ I SNTBR, MR BT THER R/ NRET 5, ETmBELT
BT T T 2F v 7 RITIND . BERIZIT T T ATF v 7 RE S 5 FOWLE 21T > THY
DILRZz B <

3 NEFEE, LAY, AWEE. EEEE. A saAY 7ok s Y a s R T, (BA
BAIRARE R SR B e S AR L) |, 18-23 , Fr B A, BT (1997)
4 6k
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(Bl#EER=X 1 — 1)
( ®_®m - "RAR )

& A K G2 H H
ATIE HiGIA4
FTE R AT 4

A AN (EH)

By b A TE

Ay b AT ED-10%

NN

(PR g, EMERIAED

0y M
777 UTBSE 7uT 47 —¥K Rk > b i > b
7tE—BSE R > b Mt > b
ARy b= 77 —BSE IRy RS Ny T 7=~y
Z7LVI7A4Y¥BSE RIEAE Y b RIEBE Y - M ARELYE » b
TYVFYAY Y=y M b REVFA XS L— b
=y E7/ILBSE ATALER AR > b RTALEE ISR >~ b M ARELYE » b
1 2 3 4 5 6 7 8 9 10 11 12
A
B
C
D
E
F
G
H
— By EEFEMNCHWTWDRESE) 2 A
— MEMEZ LA

X1 ERRoFIE, 96 X7 —Fard, EEOREICBWVTHW Y =V ERSELTRATDLH I &,
X2 B, RMEHO T 2 VIZIiIfg#RE S 2 &,




(Al # &% X 1-2)
ERBRERBE S

2 W AN & B A K & :
#H o F
g B
= EMH EHRKNKNE®EIREZRERRK X FE
® BWIRER T ® K BRAEES RIAERER B IR B %W I B ¥ % B #H o
£ /B (REFA) E 5 (g) £ A B 25 Mg T Rl B & G R JEE IR LEDOERHE "
ELISAFRELH
WBH
RIEF
, B
B fREE
K4 s i K4 T E
% BIRER T ;RN BRAEE R B B ¥ % I B 3 B F W =
£ AR (REFRA) & 5 (g) £ A H B4R Mg L A & & ERAEAR LEOERHE K
ELISAFRELE
WBH
S5 IE
2
HEE fHEE
K4 s EiE K4 fEFT B

BEREA~OBREEETE B R UENS
BEXVrDOEE-OVLES: B B( ) FE B~ B
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1 WETFAIEER 7~ (GEES 1 6. 2)

FEEIOLXTVHE
INFECTIOUS SUBSTANCE

AFRTERAVOREIES (CHLH, Hi
FRMEETRRF BB T &
IN CASE OF DAMAGE OR LEAKAGE
IMMEDIATELY NOTIFY
PUBLIC HEALTH AUTHORITY

6

2 AR T v (EES L 9)

tDDEEYH
MISCELLANEQUS

(ll#EsR=X 1 — 3)



(FLZE %) (RIEHERX 1 —4)
BEMIEENIBRYBEE (FOMBE)
THEOHEYNORE. BEZRFIIRTEETHY . BEEHRRERITMAL. 8%, =5

ZEEMEZRVEOEERNICH>TITOLATVET, COBEDEIMEEADESH O H
BEERNOLOTHY . MEHICLIEEICELL-RKEZHY FT,

HEEERFRABE | MK F A =|
A % G DHEBE

UN2814 ARV LIEEELHLIHS | CE1)
UN2900O0 FBLOTUVWVYE (BRKE)

ml
UN2814 AMRBRUHMIIT LIcEELHEIHES | GX2)
UN290O0 B LOTUVWVYE (ERF)

g
UN1845 FSA4 74X

kg
EEREEBONBIZFSAT7TAREZANTHICAHODARRSE AL

K % CERER (BEM)

Z A

fin 2= &= #1 5 A

GE1) RBEYHNBAEDEE. 1 BH/ICHMODLILEDOTELHREIIRT, 000mIKXHETT .
GE2) REYHEKDEE. 1 BRHB[ICMDEENTELHREIIFINEETTT .



TENDHEYOMRE. BEFRFIRTEHETHY ., BEERBRERFITMAL., %,

(BI$EHX1—4) (G2AH])

BEMCEFNLBEYREE (F0BEBF)

EI

ZEEMEZRVEOEERNICH>TITOLATVET, COBEDEIMEEADESH O H
BEERNOLOTHY . MEHICLIEEICELL-RKEZHY FT,

HEEERRFEFAE | FRR14HE10H30H

& £ D HEE
UN2814 ARV LIEEELHLIHS | CE1)
UN2900O0 FBLOTUVWVYE (BRKE)
ml
UN2814 AMRBRUHMIIT LIcEELHEIHES | GX2)
v|IUN29O0O B LOTUVWVYE (ERF)
40 g
v|iuN1845 FSA4 74X
3 kg
v |EEREBRBRONBICEFSATAREANTRICHODERSE ALK

=HA
BiRE . OOR
REWMS  : OOBABAEREFR
* fr: OO0OmO001—-—2—-3
BEES . O0O0O0-000-0000
K % CERER (BEM)
OO0 OO
ZEA
#wE % OOREEYE—
* fir : T000-000 OOROOMm3 —2—1
£ #@: O000-000-0000
K % :00 OO
fin 22 = 1t 8 A 4

GE1) RBEYHNBAEDEE. 1 BH/ICHMODLILEDOTELHREIIRT, 000mIKXHETT .
GE2) REYHEKDEE. 1 BRHB[ICMDEENTELHREIIFINEETTT .



(BT —1)

75T 1) 7 BSEl &%

1. o7 ok
(1) FEDFHEE
R ARG U C (FRZM) . B S EREY v OB #K (Reagent A) TTOT o
F— K% 250 52N T 2,
(R U727 87 F—PKEEE, IR T 4 BEERGTETH 5.)

ELE N Reagent A DB = JaT4—t KDOBE
2 2 ml 8 ul
10 6 ml 24 4|
18 10 ml 40 4l
26 14 ml 56 4|
34 18 ml 72 4l
42 22 ml 88 I
50 26 ml 104 ul
28 30 ml 120 ul
66 34 ml 136 ul
74 38 ml 152 4l
82 42 ml 168 4|
90 46 ml 184 ul

(2) B 7V AT F R

1) 7+ ®F (Obex) HB7% 350+40 mg &0 M5,

2) BTk E 7 74T 4 7 F a—TIZAND,

3) UIAT A T Fa—T Il AN U I EFRIIRED T A AT 5, (ZORET
REVFTA ALY 7 iE, 20 CTHOEMRFEATRE TH 2, RIFT D56, WAL -
T —EIRY &9 5,)

1) REVR— NENTY T ANBEYZ G ERVE D ITIER L2RA S 500 ul &Y
Y. 2mRA49AF2—T%287, (ZORETY 7 i, 2~8°C T 8 BfEl, —20°C
THBBRATFATRETH D,)

5) Fit1. (1) THRLATOTa0F+—+X KFK%Z 500 pl Mz, L<EMT D, BHR
AL —I12T 570, a7 4 T—EBKEKREMZ 21EEIE, 5 SRR T IEeL
1T 9. KEIZEWZSGAIEL 10 53 LIRICAT 9,

6) L<IERLED, TIEOKEHR, /1 Fa—F¥—XNide— T r v 7 FHITEE,
37£1°C. 101 BREDA U Fa_X—2 3 %175, 5) &£ 6) & OEEDORORRIL 2
SUEBWTIEE ALY,



N ArFaX—a U E&THk 20UR (Fa2—7 %K EIZBWZEEIZIZ 10 5 LUR)
|Z Reagent B % 500 n 1 N2, ¥ERADFH < 725 £ TLIEMT %, (Reagent B Z I
ZHMEHIX, 5 ALRICTIER<AT 9, K EICBWIEHEE 10 5 BANIZIT )

8) 20,000x g T 5 4 X% 15000 % g T 7 HfEhi= LT 5,

9) IO TR, 5 LRI LFLEET D, L2 TE 22TV ERS20iL, Fa—
T LR SICLTAR—= = RIZ 5 HELS 2y, HDWIET A L—Z —T 547Kk
FINER S E D,

10) EWEEBFEE L%, 10 3LAIC~ A 7 2T 22— 72 Reagent C1 % 501 1% 5,
ZITIEARNALT v 7 ATIRMLTIEAR S R0,

1) FEREB, A vrFaX—F—FZFe— 7y 7HTEZ, 100£1°C, 5+1
DDA v FaX—v a2 THT L, 10) & 11) OBIEOH DKL 2 F LI EELY
TIFEBELY,

12) A FaXx—F—nbvA7aFa—T7FROH L, AT v 7 ATEIEMT 5,
(ZORFRT, o7 id 2~8CTEHFH. 20C THEMMRAFRETH D, RIFL
TG EIE, W 100£1°C 51 FEOA o F a2 X—a V&[T, AT v
7 A TELERMT5,)

13) BSE ¥ v NOFERBZ(R6) % 250ul Mz, BT 5, (ZORRTH 7
2~8C T 5 MR AEETH D, RIF LIEHAIE. K<L TS, ROEEETT
9.) BRI, MYy hO~A 787 L — b DT = VY T NESET D, (2.
(2) 2) 1ZhE<,)

2. U7
(1) AIEOFHHE

D) AT 2RI, B~ A 27 a7 L— MM, EHT 2GR S H L TR (20
+£5C) IZELTEL,

2) #EERKZ (R2) ZRHRKT 10 fEAIRL, BML TSR (R2) 95, (2~8C
T2 EMRAFATRE TH D, )

3) Bttarro—)L (R4) OZEEL X v 0 7 LT LEE L, UK E 7213/ Rk
(R6) Z2ml MNX D, 1 MIHGE L7cte, SONITIRM LT, BT 5, (2~8CT
2 W], WEICHTE L2, —20CT6 » ARIRIFATRE CTd 5, ) MIRIRFT 256 1%
Witk EHIZ~A 7 0T a2 —T7 SN0 L-20°C TRIET D,

4) A ERTNCEREEA (RT) Z VR T 10 AR L, ZOnICiRM L CRRIER
PUKERRT ) T2, 1AROAR MY v 7Tk LT 1 ml OBEREFRGUAK (RT) 2344
GBI (2~8C T 6 IFHIRIFAIRETH D, )

5) TV EETHEDE L7c Ao, BERER(RS) L HBR(RI) % 10: 1 OFIG TRE
L. EBRBRRRSRI) LT 5, 1 ROA MY v 7Tk LT 1 ml OFEEH KL (R8+RI)
MEEL 7%, (BIRT6RMRFATIETH D, 72720, HHRICESEABL TN
BAE, BHTERVOTH L FHELET,)



(2) B 7V A DRt

) ~47a7b— 7y IZ0nbREREIETA N vy 720 M3, EHLRNA
Uy IEERITR L, BgFIE AL, Lodh L EBRERE N LBE D20 5,
2~8CT1 s HRFAIRETH 5,)

2) UTFOLSICEEarra—IL(R3), B bA—)L(R4) KON BSE KX~ N T
BTN~ 70T L — b O Y 2 VZHET D, BEMOT L — M &R L
TRETIHEEF T L — T &L, 1o~ a7 L— FEERENCST T
FRTL25AITMEZ LI, ZREFnary be—1axk<,

—A1,B1,C1,D1: EHarka—)L(R3) 100 11
—E1, F1: BiEarka—)L(R4) 100 2 1
—G1, H1: HoTL 100 11

3) YUV ITTA4NATEN, E— T ry s (BEELY) DFIIRRSET 37£1C
TT5EIE DA Fa— &7,

4) =V T T 4NV AEENP L, T — MEEERR (18~22°C) T+ 5, HEIO
YA L= UFy Uy TR T8 E1E. 1 V= rdH7D 8001 OF—
— 70 —FET3EOWHEI A 7 Ve D, FEITHEET I5E1E. V=L EOE
WRAEBRE LTzth, YRR 350 n 1 ZVEN « BRET H1E¥E 3 ~ 6 8] (BeilEBuLE %
RN OMEST D) 03, ek TR, ka7 = O 95 5B Y R
LTedlZ, == LTz NE T, ZORETSHUEEN TR G220,

5) BEREBHIMAKRY )Z 100u1 Fo, K7 = /VIIHET D,

6) =V T T 4V ATED, 2C~8CT0E575DA »Fa—F&2lTI,

7 =V T T4 NEEEIN L, S — M AR (18~22°C) THHFT 5, HEIO
YA BT L= Uy Uy —CHHFTO5E1E. 1 V= rdH7D 8001 OF—
— 70— ETLEOWEHEI A 7 VET D, FEITHEET D5E1E. V=L O
RAEBRE Lizth, Walfik 350 u 1 ZVEAN - BRET D1E¥% 5 ~10 [\ (PeidE UL E %
RN EMEST D) M0 kd, e TR, ik E 7 = O 95 5B Bk
TedlZ, == LTz ME T, ZORETSHUEEN TR G20,

8) HUEFstaitk (R8+R9) 1001 27 = /LI IEL, TAIBETT L— M2 5 S0
Ea L, BEATIEYE T30 4y, iR (18~22C) TA v FaX—h&179H, £ Fax
— g DR, T4 VAIIEH LTI SR,

9) RISELIEKZ(RI0)100, 1 &2 7 = VITHTET 5,

10) fFIREIRM%, 30 wUNIZ~ A 77 L — ) —&#—CEEER 450nm, BlRE
'620nm (25517 % OD #WET 2, BIEZITHI ETIE, WILEBRET DL XL OIcT52
L

1

BRIV, 600nm~700nm £ TORFAIZHB W TITHEITHEE KT IR0,



3.

HoE
HEIX, ROEHITHy bATHEZFHE L, ThERHAT 5,
hy bATHE = (400 v —LOEHRIEE + &% 0.210 )
ERIT. EWICRELAZITO 20F v hOmBATEBICEHIATWS

EEEHATHZ L,
ODfE < hy A T7ED—10% DL xR
OD{E = hy A 7ED—10% DL EBRE

FRICKXVBREL R TLLEEIE, M7 L= 2REZHMML, 1. (2) DI
BILRGFY T2 HNTT Y (FRAIE BIOBREBNMTO ZERLEELV.),

Fro, WERIL, B br— A ROBEa s b — L O ER LT O 5%
il O QAT I hal 73N

O BEarFO—ILOREEA4]RELET < 0.150

@ BEaIYFO—IILOREEA2]RELET = 1.000

BREICBI D HERRO LB LT 5,
(1) 2RO 5H, WFhh—AD ODEA DY bATEULE, T

Ay A TED—10 %LUNOD OD B4 7= & 1%, BiEEHET 5.
(2) 2REZHY M TED—10 BRFE ThH o7z & X%, BHELHET S,



(A1 — 2)

4 +HRy b TT77— BSETR M| &%

1. v MO
(1) £ FHRy h =77 —BSE T Z s DHERY:

ANy 7 (2~8CTHRAT)
- s . B DIRATSAE -
=R kK g% £ =7 S S R
- RE PRAFSett ASEER BTk o PR AR
I3 20mL X 1A 2~30°C | %L AL
. FEHLK 1L 729 50g D
L\
el 1 ??ﬁf 2~30°C | PEHAI 1 ZWML, ¥ | 2~8CT6 » A
N JL
5,
R IR 150ulLX 14 | 2~8C 2;”jyﬁ%®@ FAL/AP
s Vel 2 ik E Vv
NN TR e | Fyvar—rany | muns 2
100 LX 1% FMEICHRE SN AR | LA
H BRTHRT D,
JEEA 10mLX 1R PV 2~8C | BOEETA L EEB | BT CEE L,
HEB 10mLX 1R FL| 2~8C | ZEET 5. TR B
EL7SL—k 2 71—k 2~30C | %47l AP
Tk T L— ] 1 7L—Fh 2~30°C | %L ML
Bk he—ouxL| 8y L 2~8C | &4 L AL
TS5 ayha—nu 30mLX 1A 2~30C | %472 L ML
Pk Ny 7 (-25~-15C TIAF)
- s . B OLRATSAE -
=R kK g2 £ =7 S S R
- RE PRAF St PSRBTk o PR AR
I 2 3mLX 1A |-25~-15C| &4 L ML
Ve Al 2 i A VT
. -y L7V F o HiE % 500
BN e )
T o, TR |ros~o1sC| fmm, remian | s micpon
: " v MEICHSE Shi
PEERTHRT D,
/\“/77»—/172‘ y~‘/;/€y7 (10"\"300(:“617‘%@)
. s ; TR ORISR -
= SEZ =R pa = S = 1] =
I R PRAFSRA: ARG 1k o P S50
K 1 ILX 14 10~30°C | #%7L ML
10 f5 IR ME IR FE8K 900mL H7- 1 | o o s
el 2 500mLX1 Ak | 10~30°C | ¥eE#l2 % 100mL ¥’ ;?Vggggf 2 fﬁﬂ
n ML, BET 5. 7




(2)

1 AR K D%y EHE
(100mL 1)
St 1 AR ) —)L 16 mL
Z 7 U VEEET N U 7 L (SDS) 15¢g
A 2 a7 4 F—EK 02¢g
AL 3 TT =D YRR 28.659 g
Byl 1 b Ayl R VAN 100 g *1
VEAl 2 VA= /A== i 0.5 mL
P77 A Pk Y XH Y A G 100 mL
s s FEET Y - LA F o F — PR
Redadnl A EIE S 7 Y L (r ) 100 ml.
iRl 1B v X i 100 mL
itk hae—nL oL | 7TV A _XTTFR 2.4 ng =2
FEEHA FEE A GEERALAKFEK) 100 mL
SAEB HEB B-T7I /7Lt RIY KK | 100 mL
N . AHB ) —)L 16 mL
e T A 5 e
7oA L— R 9% N~vA 7L —h 1AL =3
WL L—h 9% N~A 7l L—h 2 B =3
*1: 1R kL
¥2: 1 7 /)L
x3: 7L — MK

2. KEpdnHI L ORI
X v MIEENLHE
45 IR AT 2 DI+ RN F > MIEHENAL TN D,
F v MIEENROAE
© FEEONA A K, AR, ETREKEMEHT S (CLRREOK S
+ Stomacher Biomaster 80 (Seward #L:8) REF A P —*
s REVFA Y=y T (7 40 HF—fFX)  (Interscience £1EY)
+ Skatron Skanwasher® 300 (Skatron f+#l) ~ A 7 a7 L — b OWEKE 2 &5*
« iEMS A % 2 _X—HF —/> = —H— (Thermo LabSystems #f4) *
« VI ) AF ¥ T M (Thermo LabSystems #H#) (k273 i) 2
s wA 7 uTL—bEOE (27506 2LE)
- vA a7 L—MHY—V
- By M
- WRIRERA AR
LTV A Uik LN Y a S — AR A
© TOMBIEDORPRIAA T ZAETRY T v L o m
- MR DO Fr—L (= b — L OFRROEEZZR)
KENE, ARAEICHLERIEE O 2 7,



3. HEIRDINT XA —HERIE
HEIE SN IR E SN TV DT A — 2 EREZ LU TFIORT,
(=P = K DHEFEIIARETH D)

Ve

- AR, 2 BOWEHRNALETH S,

ST R 2L LB RO R b2 2 OFFISH LT,
- ZERJE 1 0.25 KU
- B/, AT R oy 1.00
< WBIARY T = (@ 3.00~4.00mm)

c SERT T =g 20 0.00mm

7o ha—n 1t Y7 a ha—nu 2
(BEye S L IR A ) A7 v 7 (BEV Al 2 VSR A ) AT v 7
# 1 Aspirate (%5]) 6 b # 1  Aspirate (%3]) 4
# 2 Dispense (%37F) 3001 L # 2 Wash (JE%) 3
# 3 Soak (JZi%) 5 # 3 Soak (FH) 57
# 4  Aspirate (%5]) 4 7 # 4  Aspirate (% 3]) 2/
# 5 Wash (%) 51 # 5  Wash (BE¥) 3®
# 6 Soak (J21%) 5Fp # 6  Soak (FE) 5
# 7 Aspirate (%5]) 3 # 7  Aspirate (% 5]) 25
# 8 Wash (W& 2.5 % # 8  Wash (%) 3
# 9 Soak (JZ{H) 5% # 9  Soak (BIH) 5%
# 10 Aspirate (J5]) 2 ¥ # 10  Aspirate (% 5]) 2 ¥
#11  Wash (i) 2 f #11  Wash (Je¥) 2F
#12  Soak (J27&) 5F» #12  Soak (Z{E) 5
# 13  Aspirate (%5]) 5% # 13  Aspirate (% 5]) 4%

#14 End Wash (JE¥5#&T) #14  End Wash (BB T)

x P70 ha—L 1 ORAEIL, M A E—T T 4 F vy By NNTITHY 2 &,

R A v aN—HF—
+ Shake value (JE%{E): 5 (1400rpm),  Temperature GREIRE): 34°C

B2 E
+ Plate acceleration (7L — FI3E) : 10, Settle delay (2 /L7 ¢ L 1) : 100,
Filter (7 4 /L% —) : 72 L.  Measurement type GHIZE ¥ A ) : > > 7L,
Integration time (FEHLAFM]) : 300,  Lag time GRIERFE) : 30 #,
Measurement count GAJZEZ 7 > ) @ 1,
Photomultiplier (PMT) voltage OtE %S (PMT) &EE) : & 7 # /L ME.
Plate type Giéij"L— k) : 96 7 =)L,  Scale factor (f#3) : ~8



4. O
L L - B R, EHRFICSERICEL TS Lo T5H 2 &,
(1) VoAl 1 i
BEEH|1 (Enfer Wash 1) 7R 50g (21 U v M ORERUKZIRINL T, YEEH 1 Rl %
T 5, BT 2 E TIRGE L (E7213ERRR MUVIRESR T 10 0D |« #H3 200
WL T\ D Z & ERT 5,
(FREL U 7= 94 1 IRIIE, 2~8°CT6 » AR ATEE TH 5, )
(2) Vi 2 iR
B FI2 (Enfer Wash 2) JFUK 2 fE 5K C 10 5 IR L, Ve dl 2 Tk 2 i+ 5,
(R U 7= P4 2 7RI 10~30C T 2 [#), 2~8CT1 » HRRFTETH D, )
(3) HL7° U A PR+ ¥ FIIIEEK
RT)A R (Anti-PrP- 1° Ab (Rabbit)) % U7 ;& (Normal Goat Serum(Goat)) %
Vel 2 i AR L, BRI LT, $i7 U Ao Huil+ v FIMERIR 2 T 5,
FRERIIE Y NT IR, RV TV OFREHEIHE > THIRT 5 Z &,
FL7 Y F o FuR+ v FiliEERiL, MR L7ZBIERT 2, )
(4) =22 Yol — MEIK
a>P a4 —bk (Enzyme-conjugate— 2° Ab (goat anti—rabbit)) Z PEiF#] 2 ISR CTHAR L.
HRERM LT, aryaly— MRiREHET 5, MRERITIe Yy NTEIZ®/ R 5720,
R IV T VDR > THIRT D5 Z &,
R L7 P27 — MARIIREFTICORAF L, s 2 e LANICEET 2, )
(5) HEEHK
F BB (Substrate Solution B) {245 E D EEA (Substrate Solution A) Z¥RINT 5,
FEEEWRITAE A O 1KLL ERTCHRE U, EARFICIEERERICEL TWD L5127 5,
(PRI U 7= SIS PR AF L. SR L 72 RITER 9%, )

5. MR

1) 500%40mg DEH L 7z FHIEREGRIR) 2 W TRE VR — M &2 5,

2) BEERESFHA =Ny TRy ZJIHNRT7 4 VZ =TI BN TWD)DF D~
4 N E—DFRIANZ AN, BRIEBR Ny TOERETHLIAETN TND Z & 2iERT D,
FEVFTAZXLRLTNEIIZ, HOENUDRIKREBIEE MG LIET25T,

3) 7.5mL OFXZE1 (Enfer Buffer 1(Bovine)) ZRET A F— o JIZHDHT 4N F—D
BANCRINT 5, BEIRNE, STV A X925 F TORFMICE L QXRFEOBE T
RO, FHICA L) T v EADAT v I ANDEOIEETHZ &,

4) A br=vF¥—iREIFA VP — (Stomacher) DO@HE A Thigh (k) | ITREL,
BiR%E 2 3BTV T A XT D, TANVE—(EDKREVFA P — w7 ZHLT
A Z TR D72, BEREE S IIBRP N D,

o REVFTARXLTRIRITHRSE, 226145 7 v BADRAT v FIZAD L,



RV AR ORSE. 1 HOREDHENRE D EFTREV A =y s
AT, BRICTRET D, BIBRGEITO EREEMEREZ 57201ThR2 2 &,

6. 1L/ 7 vtATFIA
1) ZIDTL—F (Centrifuge Plates) @ Al N A2 OfriE X, BEarrO—ILHx)L
(Peptide Indicator Wells) D 7= ¥ 122217 T <,
Bl OALED S TS5 49a2 kA—)L (Blank Control Reagent(Bovine)) 2 4 7 = /)L £

Kz 1REICOE 2 72 o2 NEFN 180 u L 21T D,

2) mL7L— e L — MHY—ATH D,

3) WL L— & 545, 27506 TiELBET 5,

4) 20 u L OFRZE2 (Enfer Buffer 2) % 7 vtz4 FL—I Enfer Test Plate) DI EIZfEH 35

ETOY = VOEICH FT 5,

5) mLEENIE T LicmL 7 L— hO7 L— N — L EZR RE, SERIEL T Z

yrarho—roORE00pL HIRL, BE2OAS7ZT v A T L— MIBT,
6) 7oA T L —h T L —FNHY—LTH D,

7 T vk A 7T L— k% 34CT60 nMIRET D,

8) L —MHI—AZIYERE, WA 1 WEE D (7 ha—r1) 20T

7oA T — b EERET S,

9) TyEATL—bFEFRLPWO BIZERL, XS IMWTEET DEEZRET D,
10) 150 u L OFREES (Enfer Buffer 3) 2 X THO v = )LIZIFRMNT 5,

11) 7yEeA 7L — 27— HY—ATH D,

12) 7yt A 7L — & 34CT 16 fikET 5,

13) L — MHI—AZEVEBRE WEEH 2R A 7 e ha—2) ZHnT

7oA T — b EEET S,

14) 7oA 7L — 2L RIZERL, X<IPWTERET DRIEZRET 2,
15) 7oA 7L —F 256 Al KOA2 00 = VARV BRE . BiEarkA—ILoziL L

RHA D,

16) SR L7257V A PR+ ¥ F MG Z 150 u L 0% 7 = MIZ1ET 5,

17) 7veA 7 L—1+27L— b HY—LTH D,

18) 7 wtA 7L — K& 34°CT 40 wHiEET %,

19) 7L—MHY—AZIY RE, WEEA 2 EEED g7 e ba—r2) ZHNT

7oA T — b EEET S,

20) 7oA T L= EFELNWVIO RIZEIRL, XMW TERAET SRR EZRET S,
21) AR L7mar Yo — MRIEZ 150u L 3257 vt A 7 L— MIDET D,
22) 7oA T —F 27 L —NHY—LTH I,

23) 7 vEA T L— NE 34°C T30 iRET 5,



24) TL— M= VAR BRE . EHAI 2R AD (T e ha—2) 2T
T A T U— N EERET D,

25) 7oA 7L —hEZOPWMO RIZHIRL, X<SHIWTERAET 2RIKEZBRET 2,
26) FHHELL7- BRI E 150 L3727 v A 7 L— MIEIMT 5,

27) 7oA T L — a7 L—MNHY—LTH D,

28) 7wk A T L— k% 34°CT 10 RHIRET 5,

29) FL— MR =z HY BRE | ALEIRICHE S 2 AW TIOLIRE 2 HiA LD,

7wt A4 TL—k (Enfer Test Plate) D EZE

_.
N
w
N
a1
o
~
[ee]
©

10 11 12

P P S6 S6 S14 S14 S22 S22 S30 S30 S38 S38
B B S7 S7 S15 S16 S23 S23 S31 S31 S39 S39
B B S§ S8 S16 S16 S24 S24 S32 S32 S40 S40
S9 S9 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

IoTmMoOOW>
@
2

P: Btz ha—/ 7 =/ (Peptide Indicator Wells)
B: 79.%7ar kua—/ (Blank Control Reagent (Bovine) )
S1~S45: H o7



AEER7O0—

AT T (=2 WERE /IR | FARERR / SRR Ik TROMERIEES HEEFH
FRARERER - SRS TR
BRI - || HebcRr R .
TEE 500+ 40mg A
T A4IVH =Ny
L 50010 - 7 DI < AL
HH +40mg min Mkl 2 A s
REDTAA| IEHLTHIEL | (peed [ ST 0, e
Z75mLiEM | “High”) | Ry 7L
DRIAHERKE T
oM ERE
REVA— & . . _
REVR— M| EBOLHTL—F Bty b ZZ %4;&:, 185 " L =TT L—
BT BT 7 i B b5
7L— MIBT
180 1L
Ao Fan—g—p | BLENIAT
—_ b 97506 5 min 0 REMN 34ClchoT | AELD
= RS EX] = WBZEEMRBLT | o~ CTOEL
< (FRAE
\ o B L DD S
ko pR) | L 2 EITV o RIS = b
’ NI 8 E)ELy | S -
wn 904 L (kZRICEH TR
g 3K 2 O IRNITERR)
71— | ELEOTHE S I PRI VR L
N S N~ e
BRI M: o 100uL TLiHZ LD
LabSystem
frFa—| frFa—v | 60min |iEMS
valrl a at 34°C A UF 2 R—
5»—
” Verie, fE4 A
s /5%{%”0 12/ Skanwasher 300 PN NG E
Ve 1 W, e ha— e b -
1 G Ve i 2 LTI T
B ERET D
s M 3 e
RAZE 3NN 150 1 L 70 BE)E~y b
1 pURRRO IR
W7V AR, ¥
= 1MLV % R B 208
L A 2 THIRT B)
abSystem RN N o
frdas—| fr¥as—s | 15mn  |EMS ;;éiﬁ;;%;
vavo 2y at 34°C | A v F a— JLR) RO
B (2o — &
B Ve 2 T
R4 2)
X, BB OTE
2179




VeisAl 2 & v

BE 1% ALLA2 Of7E

ek, MH A

s 5 _ Skanwasher 300 || O =)L 2P0 ELH LD T
vk 2 TR i b=y ho—ny | &2 LTI
TEEY bTD RRERET S
ELISA T.f2
Al,A2 DATEIT
Btb= s hm—
- %1 HUERDIR ) e VAT E Y oY
® 1o M 150 L @@ES b S L EHERLT
D —IRPUKES
m
LabSystem
A F a2 _N— A Fa— 40 min iEMS
varv3 va at 34°C A Fa—
&»_.
s Vet A A
. /%{%ﬁ! 2&H Skanwasher 300 VD TS
%{% 3 l/ \\ 7 = ]\ = SH A B 7 AY
L2 R Ve S&LTWDT
IR & BRET D
a Y al—
aryYa— N SO @E) e~y R
150 L
LabSystem
A Fa_N— A Fa— 30 min iIEMS
valr4d va at 34°C A Fa_—
&._.
s Yerpts, A A
s {%{%ﬁq 2z Skanwasher 300 LD TRl
e 4 AN =1 = e e 1 - \
2 T e SICLTHINT
HikxRET D
LB oEN: N
= RN
HE 150 . @ HE) A~y b
LabSystem
A FaX—| fF a2~ 10 min iEMS
vayvhb va Y at 34°C A F a2 _—
/57”_‘
il e b3S DR E WX ) A—=H—




7. HESE
(1) RRAEMERE DG

BIRDORERZHET DANC Y b — L ORERERIET D0 ER DL, 7T 7=
Y=V RO s b r— b 2 VDR NTRE AR D D, LA O REA T
LTWRWEAIL, 7oA ORRITESNTHH=0, 5. RIKOHEL)] Okl
(B4R OB O TRRICRE > THREBRZIT ), ZOBES 2 U = v d W HEORRE R %
b o THIEEIT O,

) 77 arybhe—

T aryha—nd4 7o VEROTZHIEDO R RAE 4.0LU A T e
BV, FRAEIEL 4 7 LA W HEMEO R KE & o IMEE R 2 2O[EOFE)IC
XoTkdons,

2) Btk ba—n o ov

T ravia—LOhREEGIEE L%, Bltay ba—L Y o LR E
X R LZZe y FoBtEa Ly br—vy = VOEREM (GiEa s br—L Y = LD
TAJVFLE SN TWD) N THh D Z & 2R T 5,

k= o b e — T 2 L OfE A ORIEMIZ, B2 hr—y = L OFEfED
£30% a8 % TILR B 720,

(2) BEREROHE

Ky hOB Y FATIZEELU ChD, Eio. RTORKOWEHITT T2 7 =
¥ b= ORI A E LW 2 THIEIC WV D,

27 = /LOREMENT I &b 5.5LU L FThHho725E, Ax v b TERELHTSh
Do —H. 20z B AOWERIEDD R L —HITEWT 5.5 LU Z kA5 8l A5
SAVERIRIE, TTIED0T 15, BRIEOTIL OAERIRIDO B O TR 5 -
T2V = VEMNHBRCTHRE L., R TOILERD D,

FREORE., 2oV ZHWEHED DR &L —FMN 5.5 LU & ERl- 7254,
Ay bTIEBIEL 2D . BN DD - OMERENLECTH S, HRAEDH L.
27 = VEMOIEMEA® S &b 5.5 LU T Choloa. A%y b TR &
Shd,



| BiEoBEHE (n=2) |

l

Jsvhsarko—)L
T ar ba—)Ld 4 BRIEDOTRAEIT 4.0 LU Rl CTRITIUEZR B2, i
I$ 4 TREDMEORKE & /IMEZFRS 2 DOEDO I L > T:RO BN D,

Btarra—)ILYTIL

(Kx v POt o — D 2 V2T 588 ICoREHEN5)
T aryhu—LORREEGER L%, Btar ha— Yy 2 L OSEHE
X, EHLZr Yy hoBEay ba— Ly = VOFEBRFENTH L Z L 2iERT 5,
Bitk=y he— v 2 L OfElx ORIEMIL, Bk ba—Lvy o VOSEEEN S +
30% &2 T2 B 7wy,

— WO R E IR (FEREREAT D)

l

l

A
2T =D E;;”SZ?UJ 2T ADHE
YH5H> 5.5 LU 4 =aaLU Yhbb<55LU
\ v
2 7 = V& VTR TR A LR
RRARDER O TRIZE > TRV ET)
‘/‘\‘
2% =D H E;;wfg?uj 2% =D
Y554 > 5.5 LU 4 ZsaLu YHbb<55LU
1 \ |
itk =
s A

10



8. F v FOyEIEH
BB NRDIRNGEE, vy e R4ABNCH T THEEMT 22 3T 5, £,
Z OBROR/NMRAEIT 1 BRIETH 5,

9. ARFBRIEIC T &HE ST RIRICBI T 2 Bl

HENHDETHRED T AP — Ny 7 FICERICTRE STV AANX, HED
MR, BRELZETIHA (220007 E BB, 220, —HFORBIEDEE)
X, TOHAREEERO 15m O T AF v 7 mOVFICE L, BHERTT 5,

BRAEORR., BIEOLEIE. BRETHEMN LA ZEEEN O 15ml 077 AF
v 7 OEICE L, %, WIERAEOBE RS & & HICHERRAED - DI H
T2,

RRELZ T HI2H720 , WENLERGEIX, AADOA-75EM 15ml O~
TAF v VBUDEDELZNT 7 AVLATEEL, 77 AF v 7@ VERRHNTSGE
X ¥ v TN T G ORI K ORIk 285 @b & LT, 7 v v 25T
BENZET, vxAZ T ay NHOEMBEE LTS AP — REZEIZFEE L,
EES DR AV

BREDOHR., 2 200 = LOMEBEMEOS AL, WIER AR IZHRE R L7
ANTFETET D,

11



(B 1 —3)

LS54 H®BSE|EH %

v b O
O 7 V7 A P®BSE Ok
7L T AYPPBSE X FRRICRT L 91T 17 O EZ ST 3 DO » k
(FHEARAE Ay b -fIHARIEB vy FROBRERIEE Y ) bR d
BSE 227 ) —= 7R TH 5,

7L 5V BSEAE KK
No. ##akate SRS
[fH AREAEYR] 1 DNase 1Ak WEE 1mL 1
(—30~—10CHTE) 2 a7/ —BIRik MRS SmL 1
3 /a4 —FKEWKR Wk 1mL 2
4 PKIUGE IR HkE  1.5mL 1
[ HREBEYN] 5 ATV F—MNE Wk 48mL 2
(2~10°C1#1%) 6 S G AR Wk 38mL 1
7 IR Wk 22mL 1
8 FITA LI Wk TmL 1
9 BRAEAT IR R 25mL 1
[(BRHAREEYF] 10 HriRkEE 70—k L 96m L 1
(2~10°C1#1%) 11 B PTIATR W 0.8mL 1
12 BRI BRIE Wtk 8mL 1
13 fEthas ba—u Wk 1.5mL 2
14 ko ba—u Wk 1.5mL 1
15 FLE R Wk 18mL 1
16 Yeiik Wk 50mL 2
17 JOUME IHE Rk 18mL 1

@ IR
F v MEMGERIIEARNICERICR L, TRICEVHRLZbOEZHWS, 72
B AT YR— MRS L ORGSR 2,3 o BAER i RT5 5% TREIC
%ﬁ_o

No. Atk i PR LA
1 DNase | ik WAE REVR—MERICHLI2665 7 IR WD GREY 32— RS )

2 a7 =Bk B AT R — MRS L2 EARUAD (RE D — MR T)
37T —EKEER ks ISR A OISR L S GRLEREE2)

4 PKEUGE IR Bk MR A O3 LEA IR L AW GARLERES)
5 IREY R—MNK Wk FOEFEHNA,
6 FimIE TR Wk FOEEMND,
7 PEHETR Wk FoEEHWS,
8 mlyEfbik Wk FoEEHWA,
9 IR Ttk FOFEEHNS,

10 JuikfsE &7 L —h v )L FOFEEMH NS,
11 BRI bR Wk R RIE A O THSERAIRL THWD,
12 FERR TR A IR Wk FOEEMND,

13 ko har— v Wk FoFEEHWA,
14 GtE=as ba—1 Wk FOEEHND,
15 FER R FoxEH WD,
16 HEigik Wtk RBELKIZT, 2005 AR L WS,
17 S5 1L iR Wk FOEEHANA,




REYF— FHFREEE 1 'Y R — MERIZx L DNase I I8k % 126 512,
a5 =PRI E 21 fHICAIR L, AT 32— MNIFRRSE 1 23845,

EMRAEE L DAL E LTTRERMNT %,

HESH— ARANME

BRAH DNase [F&K 57 F—HBER HEDHR—ME

(ub) (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

RGASE 2 1 a7 0 TP KER 2 RS EAR T 18 fEAR L,

AT L, WEMBKIEORZE L TIFRERMNT D,

%A 2

TRBE 2

BRAH JoT4F7—EKEBER HFREEEAHR

(uL) ( mL )
5 118 2
10 235 4
25 500 8.5
50 1000 17
80 1412 24
100 1765 30

FHELEAIE 3 1 P K5 IR IR 2 i it © 31 AR L, FHHUEAEE 3 234 2,

WERBEZEORLE LTTFREIRMNT D,

FHE R

BIR% PKRIHELER IRHER
(pL) (mL)

5 50 1.5

10 80 24

25 160 48

50 300 9.0

80 450 13.5

100 600 18.0




VB g Hs L O
O #H#E

B KRR v AZ—RKOPA LA120S (v R U o 2mfl) 2L OXEZEMS (B
BUREE © 0.1mg, i KM 10g LA E. 77— Rt )

REYFA Y —: 77 A7 L v 7 (Qbiogene ) #H L X~/ FbE—X
3 v — (L)

TEIRAKMED : STCHRRETX HHEEAME LI RIA Ty e —F—,

fEIRAKRE®@ : 100CLL ENRETE DEEAME LI FIA T uy s e —4—,

O - EdE O CF15R (A NZHY) & LILFIZES (15,000G 235 5 AL H AR
bt r—2—OlHEDHHE)

A Fa2_X—F—  ZTCHRETE L5 LIFELISAH 7 L— 1 %
aN—H—

7 L— RS  PW-40 (N AT v REERD) L < IXFES

T —h)—F— w77 b— ) —=F—FT )L 55001 % T v RH)FE
L <IEEES (FE/RIEE SR E T & 2 5fHE)

~A 7~y b :200uL H,1,000 1 L H,5,000 u L %

@ THEEM

BHHE By b (Ehreddld) L7773y oy

REDFTA AT 2 — 7 HERGFT = —7 2mL HAE L I3 T = — 7 (%
HAR )

AN A= FEFET I v 7 =X A A Z v a—2 (AR XX
YTZ R—n (=v B h—H) *

P TINTF a—T BTV Fa—7 2mL A L FERERTFT =2 —7 2
mL H

A7y NHF v K

% 3 BERTT 2 —7 2mL I YTZ R—v (= v h—HH) % 0.6 (£0.1)

gHFELIELOZE LLEAEIVIRESR—FFa—7 & L THRE



® oo E

7 L— NUEEHE - TEIC PW40 O E HiEE T,

SELECT: RUNDEIE T, INEOUTZE R I,
PRG: ADD YES
ADD: KIT YES
NAME: & H732 A a1 1 (15,

END OF KIT:NO YES

MET: INTER: OMN OS

METHOD2%ZBLTA DT 5,

MAIN: PARAMETERS X "METHOD1%2ZBLTA NI 5,

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 g L VOLUME:800 g L
STRIP:7 8 9 OVERFLOW:1.5mm OVERFLOW:1.5mm
10 11 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 —h)—F— TR WNRT A= —DEREEIT I,
T T =TTy
FIE : 450nm

A& © 600~630nm




R 71k
FLA o R L
I E ORI AEDEAZ L a— T T I v 7 E—RADEL B
MBI 5,
O-1 MEBREEICEDE THRE D F— FHREE 1 25T 5,
D2 7 v/ b—XegLREY A AF 2a—7 ATV % — b HFHR
R 1 &2 800 LIRINT 2 (AZ N a—r a4 588137 SRR 2 &
FBVFTA AT 2 —TIHRITERIL, b A ZVa—raz, KZICKRE
TUx— MR 1 2T 5),
O-3 UL A 200+ 20mg FRELL . REV T A AT 2 —7 2B T,
D4 FEVTAAAFT 2a—TOBELZHD, FEVT AP =2ty b5,
RE VA P —OHERE L
(7 v 7 v —XEROHE]
Ty AN Ly T AE— R ; 6.5, KM ; 45
~NLFE =X g v H—: AE—F; 3,000rpm. FHE ;14
(A& a—HHOEHE]
77 AN LT AE— K 4.0, B 45 B
AN FE—Xv g v H—: A—F; 2,000rpm. B ;14
O-5 HEHEO L D% 20Wwv%HAAIE T2 (B THONZRIENRD b D56
IXFFEREZ1T ),

PR AE

@1 WEBREEICE TR 2 2 ERT 5,

@-2  20wN%EAI 250 L & 2m L OV 7V F 2 — 7128 L, iR 2
Z 300 LNz L, 37(=1)°CT 30~35 A > F =2X— b5,

@-3 A ¥ a— ORI 3 2ERT 5,

@-4 EFRSOSKTH, RARRE S 2 150u LNz, BT 5,

@-5 s EE L E V., 15,0006, 10 43 (25~30°C) iE L 5rEET 5,

©@-6 ELOEER, BEERSICRET D (ThrT—varthvA 7 rEex
v hEAWTF 2 — 7RI E > TV DIRIKRZ R E B D0, U HE S
%o EEFE T 2G5 ITLEARNAE LR VI I ICEET D),

©@-7T  ELTHECTE S B /T iR 50 1 L 212, 100°C T 5 4y N
BULEEZAT 5 (TR T = — 7 RRBEICAT3E L, Al BIRICIE D B 72V IR AR
NFEAET HAREMEDN & D - OB E 1T bR,

©@-8  MBVLERRE TR, FTOICHEEEL, BET 5,

@-9 HmH%, REFHRIE 100w L 22 HE L, LEERRIKE 5 (BWE
(20 U CHBE LI Z1T ),



@ i (ELISA) f#fF

@1 BARE A D CEE R IR 2 kU UK 2 IV 11 (57 BRGH
T %,

@2 MBI E LR TER A PR T 5 (45 HIKE T 500mLEEFK 25mL+7
B4k 475mL)),

©@-3 MHEFEABIAA 7o), BEa bar—Q T VRO ha—
N1 T =WV B FRFEN 100w LTOFEES 7L — FDOK T = LT v
TV TT D, BT T % BB B ORISR &
KBTI 50u L3 oMAsb, L —bhy— L Eo =%, RERITIRE
RBAL., 3TCT1HBIRISEIT D,

@4 G TH%, 7L— by =&tV FRFRFE SR T (800 L, 5
[[) Yeid 5, gk, N— = A VEO TR L — N EERE LT
fofeE . U VRICERERNE D RN DICT D (BRICBE LA
% H B BEV I OBFRIC X 0 [ERNCHEEE— RERET D),

@-5 HEIK 100u L 2%V = VIR L, L, |PRE (20
~30°C) 12T 30 ML ZETT 5,

@6 SUGE K 100 L &K T = M2z, $ICRIES T 5.

@7 ~v~A 77—k —F—%HNT, EE 450nm, El¥E 600~630nm
TREZAT I,

vl
o

w4 F L= kOERF)

3.2 3 4 8 B T & § 1Lk 12]
NG | 5-6 |5-14|5-22|5-30[5-38|5-46]S-54{5-62[5- T 5T 586
NC | 8-7 |3-15|5-23|8-31|5-30|5-47|5-585-63[5-71|S-TH5-8 7]
PG | 5-8 |[s—16|s-24] 5-32|5-40{S-48) 5-58|5-64{S-T2| 580 58
S-1 | 5-8 |5-17|5-25|5-33|5-41]5-49|5-57|5-65|5-115-81/5-8
5-2 [5-10[s-18[s-26(5-34]5-42|5-50{5-58|5-66(S-74{S—87
5-3 |5-11|5-19|5-27|5-35[5-43[5-51|5-505-67[S-75{S-83
54 |5-12[5-20/5-28|5-16|5-44|5-5H 5-60| 566|576 S-84 S5
5-5 |5-13[5-21]|5-20{s-37[5-45[5-53]S-61|5-695-T7[S-85S-0
51 ~593: 42T )

NG MM FO—)L
PSRt FO—)L

ZTOMmMoOomE




4.

5.

HIE Sk

O By hAFTEOEM

[FIRHCERRBR L7cfatE= o b — b 2 U = L OY)EIZ 0.150 2N T2 fi% . 71>
FETEET D,
Ty hATE=EET Y e — L OFEEE+0.150
T % O e

Fatka s b — /L OWSEEDFEHMN 0.1 LR

Btk b o — L O EEA 1.0 LLE
= hr— L R OBt a s b — A D ROGH EFEEEEICE A L TV D ZE D RS
N E  WENIEFICE SN &5, JE D IERFICE Iz HFrsi
=5 A, @FE FIEIE > TREROHEE T 5, 72720, Lt IR 7=7e
WIS ITERIEIC D & 2 FIREPEN 8D D T FEERBRZ1T,
il RO E T 15
RBUT-RIE DR E N b AT L, EOBEEBVE, Iy A 7 ERTEOS A
FEtEEHIE T D,
7212 L ARBRAI TR & E SRR IC DWW T, o588 20, 7 B
A K OV M L PR 24 W CTRERB ATV, I HIEL 375,
BEtE DB
WA OFER THEE LM E SN RIR B L O v M7 X0 D0 RO B (—
10%LAN) 2R LT BRIz DWW T, RE 2 E T 5,
FRBRIT 1V 7O TC2T 253 % 3. BT QB ED DT, DR
22 el — 031y M LA L OO E A R LT & X & E T2,

EEHE

O EAFIZHB W T STCOINRERNR TN IR D o To356 . BERLINR TSI
ITONTHBREMECBE DR & 72 5 - DIREEBICIIRE 215 Z &,

OB AR AN Z WIGE | BB ERF OV DS Fe 3 AT DT IR R
FOSERO HAILDLGE N D7 A L I8 S AT /51217 9

Ottt (ELISA) #EOBERFUGK DENB T3 TRWGEE, Ny s 7o v
RBEL BN N S DO T, EHITLZITH Z &,



E¥E7m—

TES | S | BrE/esr | SE/s | x| EBSRIE
FLAIFAS
EIEIETN HRERE BRARBRS>H & ClIR
BE 200+20mg KU A RESHF—F |ZFrITRIrNTERE
FRERSEZE 179
fEH
RESFHAX |REDR—FAMA | RE—F:65 [FESR—F €539 IE—X/T7ANT
BUSREE 1350 :800| BFRS:45F0 |Fa—7 Ly T ERALI-ISE
oL
HHRE
FUTULT [ ELARRE: RATAERVM | SHBGAR2 [T TV T =>HmME T3
250 4 L VERl | REFVERVYNNTHEEE
72
PKLE HEEE T 3N(x1)°C, [EwHnixs/ | AREES
hN:300 4 L 30-359) |7A 2R/ fEE
F3470vY
I:_ —_—
8 FABES  [15,000G,105) i iTae/ BRITFEEOMBMELT
AN 150 4 L/ | (25-30°C) [FEiEiD HoERT 2.
o B
AL A LR 100°C. 5%y |@8is ixam/
Ahn:50uL VA —5—1\R/
2478y y
E—4—
R BRIAFR R
100 ¢ L
TR H (ELISA)IZ1E
EEnAR | BRean g
HEE] DA Fx11
P RIAR HEREBR:
x20
TR it BT 100 L 37°C. 1B/ [v1/RERYE S AT T AIRICR
NC:100  L(279z /L) / KRAGEBED D TILICHRIEAR
PC:100 1 L1 T)L) Ema ks LESIZREDITS
+ AoFar—4
FBUZHA R 50 ¢ —
L
P 0.8mL x 5[@ TL—hki%es gg&mim&ur#%%
%
BRI |[BERAM 100 |ZRNEE B i ae/ ERICTREDITS
uL (20-30°C) [M¥Fa~n—%
RiELE RifELEi&ERmM: En s BIERIIZKAZRETS
100 ¢ L
R e BRI T TL—h)—5— EREOTL—MNIREY

ELTEETS




6. M ESOIEE D EoER

1)
2)
3)

4)

1)

2)

1)
2)
3)
4)

5)

6)

7)

8)

[—rEE]
ARANTIED SN HEROHEZESTFT 52 &,
kL UTHIERELIAMEEH LenZ &
A TR & HE SN RBRIEIC SN TIE, o ims (7= 2 ¥
7y ME) REARR AR A L O L AR A ST X 0 TR
5T &,
v OAE, CEOWERRE (BSE) OZWHICE L CUIXEOED 53
SIS ERTH Z &,

[ERE T D EE]
Ty WA, WPEDIERN D DT Y A R A O HEREIER & LT
BEF v By MNTITWD, BRI, =7 0 Y VAR AEIERN L O ICEHk
WIZHEET D2 &,
EEFIITLFEIPETE, ~ 27 VAT R, #ERSEEZEHAL
E¥4 252 &,

[ AR D ]

ik % 2~10°CITIRTE L= a3 24 BEREICLPICHE R 95 2 &, Fu Ll B
T 258 1 THAERGET 22 &,

EEEZBD, FHTIHMEE R T A AR T AREEZHND
Z &,

R Al R R OV B BRI I T O R AR DB YL e W R D ITIEE T 5 2 &,
Blpotomy NEFORELRETHER LN &,
BRIBORBEIER T2 IATF v TIXZOMEF L L OEENT 5
Ze,
FEUR— DRI IR R% . ENIRE (20~30C) TRET LHE
2 4 FELINIC, 4ACTRAFT DGAICIT T BUWNICHERT 5 2 &, 08
ARIE 2 13, PR 4°C~FENIEEQ0~30°C) TRIFT S H AT, 6 KL
IR 22 &,
REV A XTRRICBT D 20%MFLAI O BRI 20~60C THEMT 2 =
&, FastPrep #4256 138 FHEIRIC L VIRE EAT258086 572
O, BETHR— NHFRERIE 1 2 FE NS 10CUL FICWmA LEH T 55X
VER IR 2 R LIRS B R &8T5 2 &,

FastPrep # i3 258 1XF — A OEGEAE 32— MI1HEET 5, E
L, REVFTAZXNRFS TR EHE LTSS I3 %Z 10CLL FIcmAIL .
HEREVFARXEZTHZ L,



9) A¥ v MV I 20%MIALANT=EANRE(20~30C) TrE T 556
21 4 REEILARIS . A CIRAET 25610 1E 24 RELIRNICEERI 5 2 &,
10) fhHARIE A &y MIAFRBER L T OEMNT2 2 &, BRRTEOME
MRIE B &y M EROMEARIEE v MIFEHRNICENRE (20~30C) 12
RLTHhLEMRTLZ L,

1) PUFHES 7 L — b OVEEHIIR S bz BEESF Y | BOTEESL VWD 2
LEMERT DT &,

12) PG 7 L — MBS RITESCICRER EZ ST D 2 &,

18) HEIRZ /3R Lictzld, #E L TREEITS 2 &,

14) BUSE RS ER T 10 2 UINICR O ERIE 21T 5 2 &)

15) VelfHRIZ ACRIAIC LV @A T 25603 H 20T, TOHRGIEH LN
U 3TCTIRMSEI-BICHERTS Z &,

16) WHEIKIZ 1—T X% ) =L e X B ) —LDRAHETT, KOFITHETOMM%
BT TLEE, FLAFROTERERA LRI SIZ L, K, kil
A& LW ERIRMTER L CEBRIERICE > TS ZE 0,

[BdR > EorE]

1) EHAWIROYIN Xy MIEH LR &,
2) AMBLUINEIZRE 2RO b OIIMEH L2 &,
3) AR AL v M 12 [BIDL EEGERAR L7202 &y
4) ANV FIFMERBFFZTROH L, EALRNA M) v TSR L,
A2 AN THER L 2~10CICBRE T2 2 &,
5) RIFITH O UOMBEEL T oL, |RICETN, FHHLRWD OTH
RN EREICR LIRET 52 &,
6) MAMELZ 21T LA 3R R R RIRIR (G R RE 2%) TR&E MY . £
DIFWRIZ 120 53 P LIRS 2 2 &,
T) B KR OMER L 7288 BFHE O YR EHILL T O W OIRE LR 217 - 72
%, BIELTEFE,
F— b7 L—7E (134~138°C, 3&JE, 20 5L L)
3%SDS ¥ZIZ 100°C « 3 4Lk RiZik
3%SDS IRIZIZIE L, 44— 7 L—7 (121°C, 10 43LL 1)
R LM SR WAV IR (B 2R R IR EE 2%)12 120 43 LA iRk
Imol/L /KE&(k) b U & AVEWRIZ 60 43 LA EigiH
8) EM#“ DX v N ZFEFET 2 5EITIFBIFRIER M ONC M5 28 I [ A S 1) 6 |2 e
WHEET H Z L,
9) REBRITHRRERE TIT) 2 &, RIEAEHRENH T THERT256121%, i
D DG ERET D & O B DITIT kRS 2 &,

10



[1#%E EorE]
1) /NROFEOEI 2 NEZAITRETH L,
2) B H Y IMEZEI LM E OB BB D THREUTHI L,

11



(Bl —4)

[T+ —BSE] k%
1. P T D fE
(1) IR
BRI S U T (FEBMR) . B S EREF v FOARRK (Reagent A) TFOTF
17— K% 250 (52T 5,
(TR L7=7 a7 4 T —EBKEKIZ, =R (18~30C) T6REBRFATRETH D, )

RIAE Reagent ADBE TOF4F—€ KDEE
2 1ml 441
10 3ml 1241
18 5ml 201
26 Tml 28 1|
34 9ml 364l
42 11ml 4441
90 13ml 52 11
98 15ml 60 |
66 17ml 68 |
74 19ml 76 1|
82 21ml 8441
90 23ml 92 |

(2) BT ) AT F PR

RIEIT=ER (18~30C) ITRLThLEHT S

1) 7D (Obex) iz 35040 mg &1 L5,

2) BYRST-WMEE 774 0FT 4 v 7 Fa—TICAND,

3) IIA T4 T Fa—TIC AN TV EZRICRED A XT 5, (ZOH
RCHREVTA ALY 7 i, BiR (18~30°C) T 8K, 2~8C T 15 KFfE,
20 CT1HEMRFARETH D, RET D5, W - BARIZ3EIRY 55, )

4) REVHA—FEINTEH T ANGEEDZEERVEIICERLRNS 250l &Y
WY, 2 mIMYAF2—TEHEIIBT, (ZORRRTY 7L, iR (18~300)
T8 KFf., 2~8°CT1 5B, —20°CT 1 EMRFAIRETH D, )

5 ki1, (1) THRLETOTaF+—¥ KBk~ 250l Iz, L<EMT S, B
FIEMEEZE 2T 5720, 70T 4 F—PRIBERILZ. OOV TIANLEEHEDY
YINVETEFLURICTIERLLMA D, K EITEWIZIGETE 10 BINIZ T 9,

6) LSIEMLEZDL, TIERCLBR., A v Fa—F—XiFbt— 7oy rEI@Es,
37£2°C 101 PO A X2 X— 3V &(TH, 5) OV T NRMEA U Fax
—a VOROFMIZ2HUEBENTIEES ALY,

) ArFaX—2a TG 250R (Fa—7%KEICBWEIGEIZIE 10 538



M) |Z ReagentB % 250 ul i %, IWIHEERNEFEL 725 FTLLKIEMT D, (Reagent
BIXHI DY > TN GREDOY 7V E T, 5 SBLURIZTIEC A5, K EICE
W2 A1E 10 2 LLNIZAT 9, )

8) 20,000% g T 5 %M /X 15000% g T 7 oM=.0d 5,

9) WL TND, 5 AR EZEERT L, REEZTELLETWMVERS 2o, F
2—T7% E RS L TR_R= "= LIZ5MELS N, HOWET AL —Z—T5
L GIE R St

10) EVEEBEEL-%, 100 9LIRIC~ A 7 0 F 22— (2 Reagent C % 251 iz 5,
ZZTIEARALT v 7 ZATIRMLUTIZR B0,

1) TG, A v FaX—F—Fde— Ty 7S CEE, 1005 °C.5
+H1 PRIOA X aX—T 3 0 %{T79 2 L, ReagentC TMME A v Fa2X—T 53D
BDOEEEIX 2 L EBWNTIZESALY,

12) f vFaX—F—DhbvAf7aFa—T%ROMHL, AT v 7 ATLBEMT
5o (ZOERST, o7 E 2~8CT5 ., -20°CT 72 BRRFERRETH 5,
HRAELEHBAIE. WFRh 100£5°C, 51 SO A X 2_X—2 g U &2IT o721,
AT w7 ATEIBIT S, )

13) BSE fiti¥ ~ FOF/RBE(RE) 2 126ul Mz, BF1T 5, BE, HEHF Y b
~A 7L —h DT 2T NESTET S, (2. (2)2) 1ZH<, )

2. WAN I gay
(1) AEDFH

D) AT 23K, E b~ 7 a7 b— M AT DRI EEE D H L CEIR (18
~300C) IZRLTHL,

2) ESRE (R2) ZHEUKTIOMAINL, IBfIL Ckid® (R ) 3%, (BR
(18~30°C) T 24 W], 2~8C T2 HERFETRETH D, )

3) BitEarkrA—IL (R4) OERS Z v VLT HME L, AWK (R6) % 4ml
MMz 2, 15EHE Uizt eI, 845, (8E (18~30C) T2
W), 2~8C T4 KRR, WEIZHTELZ%. 20CT6 » HHRFAIRETH D, ) @
BT 258 XM %, EHll~A 7 8T 22— 7%/ L-200C TIRIFT %,

4) fEHERTCBREERE (RT) 2 VB C 10 i5AIR L, F0mICiEfin L CERRIEH
FW&HER?Y )42, 1RKOARNY »7IZH LT 1 ml OBERESIUAR (RT )
ML T2 D, (18~30°CC 8 KR fFFIBETH D, )

5) T/VIEETHOL L= F4rc, BEREE(RS) L REK(RI)Z 10: 1 DFEIEG TR
AL, EEREBHR(RS+RI) 35, GEEAHL (RI) (ZF W CTIEHFIZ Aoy OHT HH 2GR
BNDH, MRICERICE LIAfEEHR L%, 75, ) 1RO v 7
[Zx LT 1 ml OIER AR (R8+RY) NME L 725, (L (18~30C) THEXL.
6 HEREFTRE T H D, 7277 L, HHEFICEL 2ALTWAEAIT., HATE 20
DOTH L FHRLET, )



(2) BHETV A O

D) ~A427a7 Vb= Ty PLRERKIETARNY v 720 T, (EHLARVA
FU IR L, HE2 AN, Lonnh L 28K RERDGRE N EZHD 5,
2~8CT1 7 ARIFHRETH D, )

2) LT X o icEEarra—IL(RI), BiEakO—IL (R4) O BSE ¥ » |~ TH
MWLYo TIN e~ 70T L— DT 2 VIHET D, EEHO T L — b2
LTHRETIH/RIETL— L2, 1D~ A 7 a7 L— k8K ENZHT
THEHATLZHEEITMEZ L2, Ehthary hr—LzE<,

—A1,B1,C1,D1: f2Harka—JL(R3) 100 1
—E1, F1: BiEar0—)L(R4) 100 1
—G1, H1: T 100 1 1

3) U T T4V ATENY, =T ry 7 (BREFE L) OFINEE% T 37+:2C
TIBFIE DA o FaX—ME2ITH,

4) =V T T 4NV AEEFD L, T — hEEREE (18~22°C) THEFT 5, AEHO
~A 7T L= Uy Uy —TWHEHFTLGAIE. 1 V= bH72D 8001 DA —
— 7B —RECTIEOWHY A 7 VT 5, FEITHRET25EG1L. VoL EOWE
WERE L%, PERR 350 1 Z1EAN - BRET H1EE4A 3 ~ 6 [l (Beyg el i %
AR OHET L) B0 IRT, WEEE TR, R E Y =L O 652D B
Tedlz, R="—0 L TiREME T, ZORETE LU EEWTIIZR B2,

5) BREBREKRY )2 100l T, £ 7 = LHTET D,

6) =V T T 4NATHEN, 2~8CTE0E555DA 2 F 2 — %2479,

N =V T T ANEEIEIN L, T L— N ERIR (18~22C) THET 5, HEIO
A 7T L= Uy Uy —THEFTIHAIE. 1 V= bH7ED 800y 1 DA —
— 7B —RECEEOWEEHY A 7 VT 5, FEITHRET2HEG1L. VoL EOWE
WRABRE LTcth, ek 350 1 Z1EA - BRET D1/EH%L 5~10 [Bl (PRI E
ZRBRDOHET D) BIRT, WEE TR, TR E T = L OF 05 5EARIZERY
PR 72z, X—="—D ETRAZMNE T, ZORETE L EENTIZR S22,

8) FEF T (R8+RI) 1001 27 = LITHTEL, TAIETT L— F &5 S0
Ex L, BEANEET30x£5 4y, 18~2CTA v FaX—h&E(TH, f 2 FaX—v
3V DOER, 74 VAT LIRS R0,

9) RIGEIER(RI0)100, 1 2V = WIS ET D,

10) fEILEERN%E, 30 DLINIC~A 7 u 7L — b —&—CERE 450nm, BlEER

*1
620nm (ZK1FDH OD 2J|ET 5, MELITO £ TIE, HIEZ#ETHX 21275
Z &,

*1

BRIV CTIE, 600nm~700nm F CTORPAIZB W THIHTITHELE KT S 20,



3. H E

HEIL, ROEIChy bATHEEHAL, ThEFHT 5,
Ay bA 7 = (4o0EMay he—)LOEHREE + T 0.210 )

ODfE < hy hFATED—10% DL xEH

ODE = Ay A J{ED—10% DL E=ERE
FRICEVBRBRE LRS- EIE, M 77— 2RZFHHL, 1. (2) DIZ
BIFDRGET I EANTTY (FBREIT, JOMEENITI ZENEE LY, ) .

Eo, WERIL, BEz b — A RO e — L OWSEENLLT O &M A
M- L CWVWDZ EickviERT 5,

D BEHEaICFA—ILOEREENIRELELT < 0.150

Q@ BHEarrO—LOREEN2/RELELT = 1.000

BREICBUHEIIRO LB LT 5,
() 2R"O>LH, WFRh—FDODEMNAAY FATEULE, Xix

Ay bATED—10 %UKNOD OD EX 7= & =%, BELHET S,
(2) 2REBHY A TED—10 BRF\ECThHo7- & &1L, BBHELHET S,



(s 1 —5)

(F)X2 29— B

1. v FDOER
240 [E1fH, 2~8CH~TF
R
]\ —
2 RS, YA &5 N
&
%
gz | HOomogenization + 100 mL,1 7~ bV
1 | ' FH A XHE W HB v e
BT | ey (3 T
N «6mL 1A kv
2a| a2 ha—)b Control Reagent CR )
2b | =2 b — VYRR Control Buffer CB *8mL /17 hv
2¢ | 2 b —/VIRIR Control Solution CS - 25mL,1 7R bV
3 | {E bR Digestion Reagent DR -10mLAH /14K kv
da | HAAS L BEESfiRHR Stopping Buffer StB -40mL /1R kL
N, . «12mL H /3 4& bv
4 3 =] SER
b | {H LI IEK Stopping Reagent StR R A
B4 F RS PrP B . - - 1mL H 1R b
5 = - =]
ik Anti-PrP-Biotin aPrPB R A
~L o X —PHEHE | Anti-PrP Peroxidase «1mL H1&R L
6 aPrPPOD NPT
Bt PrP Bk (HRP) - TR R fE
N N . N
7 i,/,ﬂil/\ va A Incubation Buffer 1B 80 mL /17K b/
FEIETHR
RN . + 100 mL, 2 iR b
8 | YLy Washing Bufft WB e s e
Ve ik ashing Buffer (5 (545
o | sErig TMB.Substrate TMBSuS | 80mL 178 kL
Solution
10 | FEAFE IR TMB Stop Solution | TMBStS | +20mL, 1 7R kL
11 | {HEH 7 r—F Digestion Plate DiP + 96 ;N7 L— kX3
12 | BHHZL— K Detection Plate DeP *8NA MU wFX12
I
v (NNELEES G4 5 N2
%
13 | BEET 4 1L Sealing Film [ScE) . 15 4%




2. RAE - HRrDFAR A%
HILTRIE (22+5C) IR L ThBEHT A &,
PR O AN E 7 R IR 2V, SRS 2 T AR I e — T — I % —%
HWnws Z &,
4 PR3 ZEM
BB AT T A AHEIR FVIONREZFERIK200 mLTATI Lle  222£5°C CI12MFFRH]
ik (22£5C) | RT 5, e 5E3CTLFM
(I 1)
HEFE I br—L a2 hr—/L (R FL2a) I3 ha—/lle 22+5C TI2MEE]
(IR 2a) IR (R RL2b) 6 mLEIZ TR L|e  5+3°CTLARM
(2245°C) . FHEHIZ 72D FTELIRET (Do —H &2 HERGET D5HA.
72 L H154) 15, -20+5C Tl A

= =y B AT
(/AR 2b)

FOEFEHNSL, HHRHIZ22E
60

5CIZ

¥ v b OFEHBIR & Rk

o u— UIRR
(FAHE 2¢)

FEOFEFERHND, MHifFRHIZ22+
5,

5CIZd

% v b O HHIR & Ak

(A 6)

IRBFnd A,

TR A TE L R A RVIONEZEFFRIKI0 mLE N x Tle 22+5C TIL2EFR{]
(I 3) fig L (22+5°C) . BARMGIC/2 D EThle 5E3CTLHAM
72< & B HIRNT %, o NEIBIUOWMHT AEA
—20+5°C Tl H
THA A (- SRR MR 22+5CICEE, D7 L H30MIEFILle 22+5C Tl H
(i 4a) Tk 2 iR L, B S ORIEICT
Do
TR A R 3 A M VAbD N % HAAE IR SRR AR (TAk|e 22 £5°C T12MR5H]
(W& 4b) 4a) 12 mLEMN 2 CTHMEL (22+£5C) . |¢  5E3CTLAM
BHEMIC 72D F TEIRIT S,
TR B A T AR BUAR P VSONEEFERIKT mLE N x CTile  22£5°C CoRFH
PrPHLiAR itk L (22+£5C) . BHEMAIZ/RDETLle 5E3CTLARM
(Wi 5) <IR¥ES,
FHBLE DIV A —F R M L6DONEZEHRIKT mLE Nz TRle  22E5C T6REMH
PR BTPrPHLA fit L (22+5C) . BHMEMIC/25FEThle 5E3CTUERM

A U F 2= 3 v R
i’
(A7)

FOEEMND FEHANIC22E5CIZT 5,
OROH A A D AR,

& v b O FIHIR & Rk

BRI R T U A XFREER R 1) 97
mLIZHNZ, 2245 CTHERZRE v 7 Al 7
5 ECTHEIZIRTIT 5,

TR B AR FALSORNEAZKERIK 400 mLZEZMZ Tle  22+5C T120[H
(FAHE 8) FIRL (22+5C) . XL IEfT 5, e 5E3CTIHM

IR FTOFEFFEHND MEHAENC22E5CIZT D, |3 v b Ol FHEANR & [F4E
(Wi 9)

B IR ZTOFEFEFHND MEAFNC22E5CIZT 5, |5 v b O AR & [FRE
(T 10)

RE VT A XK 17—k (967%) 47 : o 22+5CT12M]
(FEik 11) FRRIAE A EHREE ORI 3) 3 mLZzifle 5E3CTIHEM




AR RS 17—k (96570) 4y : o 22+5C T2
(AR 12) AR BV A v H— PR PIPIPHLA e 53°C T24IRF[H

(Wi 6) 0.3 mL & FHRE AR AT 4R
FHTPIPHLIA (K 5) 0.3 mL%AE, A %
a_X— g CHRRER (AR 7) 25 mL
Wz, PR A EDORIRIZ 72 5 F T 7
< & B 15 MER NIRRT %,

3. BIEAE

AKXy FEFEHTAEEIT. SROHEDT-DIZ 1 FL— FH7- 0 8 MELL EORIE DS MEE
THDH, KSREZ, FIZEDDORWEAITITERIR (22£5C) &35,

1)

2)

3)

4)

5)

6)

7)
8)

9)

PR 7 BTV A XARE (AR 1) 0.9mL %, Ettar ha— L flF2—7 (8 K)
FOBEHT = =712 nNEnnitzd b, (FEVFA AHT L— AT 285451213,
X 1 DF2~12 DF 22— IZH1ET 5, )

Ay b — VR (R 2¢) 0.9 mL z2, Bftt= s be— U lFa—7 8AK) 1T
Do (REVFIA AT L= MMHT 253 K101 OF 2 —7125ET D, )
AAEREOFT (Obex) HBALL D 18060 mg DMk A T 5, BIEOHEERE (kD ~
A2—) #HWDHE, 18060 mg Z EEICHE /L E/ETRINTE 5,

b LTeikix, vty MW THRENTF 2 —7Ic A D, (FEVFTA AT
— N HTEEICE. K1 O3FIBLEOT 2—T7 2 AND, )

Pl A b —b (FEHR 2a) 100 4l ZftE=a s hue— L RO = v he—v T
a—TIENENDET D, (REVFTALIHTL— 2T 2568123, K1 031
~2DETODF 2a—TIZHhEL, v vy 7EHWTERT S, )

WY RARET T AV —2HNT, BiEEzREY T A X35, (KEVFIFAAHTL— 1%
AT LHEIE, REVFT AV —DT X7 X —%HWTHEE L, 30Hz T5DMAEY
FTARXT L, —ETEFT 2= LT, REVFIA AT L— % 180 EEEL L,
OVHREYDFA P —ICEEL T, 30 Hz THHMAREYF A X35, )

o LgeZ AV T, 1, 000g T 2 43 flE Lg%,

ar b — VK ORED T A X LTRSS 150 4l X 1 IR LTgiERY v a Lz
Do THEHZT L — b ~BT (FEVHA AHT L— FEEHT561CF, v v 7%
WAL THOHEAT L — MIBT) , ek, MEAZ L— b~B L725R 0 OMELANI
MRS D T2 DLW IRFT 5 2 & (-20£5C) o

BEEH 7 4V AZTHEA T L— a2, v~ 4 77— MY =—h—I2T, 14%2
SRS 5 (600£50 rpm) 5,

10) LA L—FrEe~A 7L —F A v FaX—F— (RLIMEEHSX) ITB L. 42

+2°CT 302 3k & 5 (T00£50 rpm) T 5,




11) BEM 7 4 VD20 U, 3 A IR R (A 4b) 100 ul 2457 = WIS/ L,
3EIFOETICERy T 4 7% To CRML, BEHAZ A VAT = Va2 D, v A
yuFl— v =—h—I2T, 302 HRHEE 5 (400£50 pm) F %,

12) BEA 7 AV AEHA L AT L— F BRI T L— FORLES Y 520w =
~HEEZREN A0 1L TOBT, 2B, LAY L — hRoREHE, HERBRES D %
TOM, MHIZTRIFT S (—20CE5CT1 7 A ETREFEHE) .

13) A7 L — F OB T =, B (iR 12) 200 pl Z557E L, e e b 1
POLETFICER YT 4 v 7T TRML, BEH 7 A VAT Y 2 VEHNET, ~A
saFL— by =—B—ICT, 6015 HHHRE 5 (400+50 pm) F 5,

14) ~ A 7 a7 L— MRS T BT L— bOK T =L X0 SIREWSIBRE LTt 7
BUGE RE. (FRE 8) 300 wl & HIWVT 3 [mIBEH 217 50

15) BIHA 7 L— b ORTO Y = WV EEIKR (A 9) 200 4l %5 L, BEE 7 4 L AIZT
Ve L EWNET, v A 77 b— MY = —H—I2T, 1052 5L 5 (400%50 rpm)
1%,

16) BE 7 4 L L2 L, HEEILIE (AR 10) 50 4l 245ET 5,

17) BEE LRI 10 55 LIRIIC, A 77— ) —F—I2T, ElE 450 nm, B E
620 nm (ZF T LWL ZNET S,

1 2 3 4 5 6 7 8 9 10 | 11 12
A | C+ | C- | SI | 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- | sS4 | S12|S20 | S28 | S36 | S44 | S52 | S60 | S68 | S76
E | C+ | C- | S5 | S13 ] S21 | 29 | S37 | S45 | S53 | 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 | S55 | S63 | S71 | S79
H | C+ | C- | S8 | S16 | S24 | S32 | S40 | S48 | S56 | S64 | S72 | S80

M&sE : C+= Btk hue—, C-= @2 ba—/L, S1~S80 = fRf{K1~80
1 7 — b ORERY Y3~
4. ¥IFEAHE

D BtkEay ha—L 8 SOWKE (OD) O REzEHT 5, Bl 1, 17 A~H)
(FRfEIXAFKH L SFRDOFEHEE L D, )
2) = hr— 8 >OWNE (OD) OHRELZHEMNT S, (2, 17 A~H)
(P RfEIXAFKH L SFRDOFEHEE LD, )
3) EMEOWSEE (OD) O fEzE T2 (RIK8 MiALLE) . (Bl 3~12, 1T A~H)
(BEMRIE DG A DR IAEIL, EFRO2ODEOEEEE & 5, )
4)  JE RS RA RE O RRGE
LIF oML 2T LIcha ., MERRITAEDTH D,
(4-a) BBiE=> b — L OWRYEE (OD) OH RN 1.2 ETHD Z L,



5)

6)

7)

8)

(4-b) Bitk=a o e — 8 2D H 5 HREND 20% L EORAEL 72D DD 2 5
EFTTHDHTZ &,

(4-c) tt=a v b — L OWEE (OD) OHFRAEN 0.2 LR THD Z &,

(4-d) Bt br—A 82D 5 b WK (OD) 230.2 A2 bDIE2DET
ThHrZ &,

FROSMENG T SR WIEEIE, HIERRITES L RO THRT 52 &,

By A TEOFE

71 MA 7, LT OFREREZFHE L THEET 5,
By NATZE=0.5XEHay b —/LOFRME+0. 25

A N A7 A RNEORRGE

(6-a) Wy "NATEEEREOTIE (FFE3) THEHL-HE) TRET 5,

(6-b) (6-a) DEEDS 1. 5~23. 0 OHFIPH THIUI T v b A 7 OEFEME & RIEFE RO A
PERHERR SN2 &1IT7e D,

FREOEEL T S WG EITEEZ & 2 D72, BT 52 L,

i AR OHE ST 1k

WS |

BEOWNE < v NF 7 (=33

BAROWE = Hy hA7E [S7Rks
HEFREROHEICEE L Tk, WEHFUSNDOENT — X ORFREEITO 2 &,

HREIC>NT

BIRDOWSEE N T v b A T ETH -5, LFOFIETHBREEIT

8-1) Y 7 iz oW T

HIEHZ L— N> T Dk ARBZ WD, ZoREHT, PRENE, S HICP
KNG EEIESETZHEDOTH D,

W ARS Yy hCERSNEAREY 2—F (IMELAD 1A LZRnw S &o_@f%/z~b
[ZiE. PRIZIIMS LT D VLR AME L LTV RN Z L7 B2 X W RIFIREIC X
WBLZZITIT W

FTo. IHERIER ’Efﬂ%ﬁkﬂ%@ﬁ&ﬁ ZOWTIE, FIEAL KL 0 OB TZ & Z A0 L ORMIC
RAHIOT ) A VEHOREMENARELH Y. Zh ;;w%&ﬁ%im<%%n@%
%o XoT, %m%m%@ﬁﬁﬁi BAEDORBERP OFERIZ L > TRIEMR1E S
NI TG BIORFERTHZ L,

8-2) HHMEDFIEIZ OV T

HIEHZ L= BtEar be— A KOG s b e — W3y = vinb 1270 (8

HRE) | BRSO TR 2 ERIED T2 2 D& FER 40 ul TOMRMH 7 L —
MZB L. 3. #fEHE, FIH13) IBEOBIEEZIT S,



T FREOL G, R O T2 ORI 2 5 DRI 8 SOME 2 ET 5, £ioh
> AT EOEIMEERRGEETS D 7201 “FRMERE R O > R R OB OS2 T 2
&O

Bl 1 Bt 1 iR oSRS
EEPERR IR DL FE B 2 D &L RMERHER SN TV D 6 BIRDOIE(LE AR ES 1o (v
VIVHE) A I—E LTHIET D,

Bl 2 : Bt 2 AR DSS
R RO MbEARE E FNEN 2D GH4 o) & BBERHEER SN TWD 5 AT
{bEHAES 1> (VT AVAE) 22 I—L LTHIET S,

8-3) FHRADHIRDONE
PR ORI, 2 BIE DR —ORGMEL o 72583 L HET 5,

5. T—RBIY Iz TIZDONT

TIVF ATV —VERAY 7 b7 (v BEFNZA = — L) Z2EHT 556

(=N

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

LT OFNEIZH » THIEZAT 9 GEMIIEE~==2 7 V2 R) |

TIVA AT V=2V T7 Ny =T HilLET 5,
MBS CRRIRTE RO BERZT 9,

BN E R TR 7TV — e~ 77 L— ) —X—lty b5,
=W = LR T — N EAST D,

¥ v h®DLotNo., 7L — I No., KUY 7 NANoZg ELEIHBEZ AT 5,
HIE ZBAted 5,

HER T, MEMEOEMEDORREED BBEIFHRIZ L VIThi s,

FRASRE RAVHED AEFHRIC I v IThh g,

HIERE R ZRIET D,

ARG R D LR — b 2Bk LRI 5,

6. MERIRA DIZD DAY T AT DN T

HERBAEDT-0I21T, AF v M TER S 16, T%RE D% — b (MELF) %8 (—20+5C)
WRE TN 2,

% -

ZORETR— N (HEELAD ITIEBEZ PK 23RN S 40TV 2 DS EBOG IS 1L E TR0,
Lo TRIEDREDHEITZIZ ., ZDIRETOY > TN OREMEZREFT 5 72 DI 3 3
RIFTHZ &, ok, BRESEMHET TR » AROZEMENMET-ZND,



1. %

[H5 k]

B 1—6)

I—wEJILBSERE *v k) B1FEAZE

v N ORER%

1) =v B L®BSE ## % > b AL

1-1) APAEAREE > b

No. 4 # N
O HIEKA 220mL X 1 A
TR FH A TR R
@ #WIHKB 2.2mL X1 A&
7nrAF—EK
@ #IC 2.2mL X1 A&
~A 7N, TR T aF A F—F
1-2) AALELAZRAM &~ K
No. £ Fr passy
@ A Avvrr—e [K1]
I fffepe 186 1
N7 4NVE—Fa—"7 186 1
® [ENHAF=2—7 (Prva=TEe—xAb) 186 fif
2) = v E7LeBSE M~ A
BHAREE >~ b
No. & R
® #HETL—+h 96 7 = )L X 2 f
AV A UEAEE ) 7 u—F R
D PRI 0.8mL X1 A
HRP iFikst 7V A EAEE / 7 v —F APk
® PR AR 24mLX1 A&
K U AR
@ BtEar bo— TG R X T A
Varvverr VT A VERE
© ptkar rr— 6mL X 1 A<
K U AR
@ FEWK 15mL X 2 A&
TMB &t L E ik
@ fEik 30mL X1 A
0.5mol/L. Fifiz
@  RAETEEIR 100mL X 1 A&

U > Bk

fHEdh 7L — k= —)L 8 K



_
DI+® CXI+H)+C)
@1 WitE OO 740 E—F2—7 GNHF2—7

M1. "A A~y r—0

[ 7 1]

ATALER FHZ4 1~ b : =i

ATALER RS »~ b : 2~8C

BRI » b : 2~8C

[ v MITEENRVEER X OEHM]

- MIRJE (2~87C)

« fHIEZSE (37C, 96 Vo /LS L — R EZ{RIETX A 0D)
cfHESS (56°C, 2mL F 2 — 7 H{RETX AL D)

- [HIRZS (100C, 2mL F=2—7 #RIETE D H D) £ITE R

< L EERE 2mL T = — 7 MEHFEETH Y 15,000xg OEHRSFEE/L S D)
o MR R
« 7L—h Y —X— (IEKE : 450nm 3 L O 580~650nm #llE T 5 D)
s L — b Uy —
A 7ubERy NBIXOTF v
- BRI GRS
o AP RUATR AR
s YEEIGHARA A A2 ) v A —B X OE—h—
B AR RS
< LK

2. BIALEEERAED 7 D Y
1) [EIRZRORE

ATLEEDAEZEZ BAG T D ANIC 2 B OEIREROEIRZ AL, REZZNEi 56°C L 100CIZF%
ET D,
2) FERIRA IR O

ORI A, QR BB LUOO@RE C 2 ITEEIEM L, 2o 2W\W2 & 2iERd 5,

AEK A ORI (BiAEE+1) mL &35, B3 A, 53K B B IO C 2RIZHEV 100:1:1 D
LERTRA L, BRIESREZRN TS, BRIESRIIHOEET D, BREATRIIARRR L,
B E K E, HDWVITETREN TEET S,



3.

#. ORI A, Q¥ B BLU@RIK C DIRASH

Bk | O A QA3 B @I C
2 3 mL 30 pL 30 pL
10 11 mL 110 pL 110 pL
15 16 mL 160 pL 160 pL
20 21 mL 210 pL 210 pL
25 26 mL 260 pL 260 pL
30 31 mL 310 pL 310 pL
35 36 mL 360 pL 360 pL
40 41 mL 410 pL 410 pL
45 46 mL 460 pL 460 pL
50 51 mL 510 pL 510 pL

AT RLER
1) FI 2 & o iERE 110+20mg AT 5,
DNAF< vy —CODN T A NE—F 22— Z2@RINHAF 2 —7 NIy L, BEL-M
kA AL, BB T oV E — T D £ T@ 1 iR % SIS LiATe,
3) 15,000xg, 30 FOfH] D Ly BRI EZAT 50
4) T4 NE—F a—T LIERR@O 1 +@ON)E B0 4 LEEHT 5, @R F = — 7 ICBERIES
W® 1mL # Nz 5,
wﬁ%ﬁb\%@H@%Eﬂ:iDé%ﬁﬁ*ﬁﬁéif%ﬁﬁéo
*FastPrep (Qbiogene) ZHH T 25615, 8 4 T 30 RE#ELLT 5,
VAT =X g v — (L) %fﬁﬁﬁ@“éiﬁ/\ %, 2,000rpm T 30 BT 5,
6) [HiRg: (56°C) T 10 G S5,
7) #EEREREf L, <12 100°C T 10 RS S5,
8) HIRE THHEIT D, KEIZLIDEHLAMRETH D,
9) mAEIE, IRAL GUREIXFV—Tba) MEAREE Y NIV RET YV A EAEOH
HME1T 9,

4. BHEBIED = O Y

1) [HIRER DR E
W OVEZ % BdG 3 A RN EIRZR OB 2 AL, HE%Z 3TCIZRET D,
2) /5]5(%{152@HH§<
ORMEPERIRIL, 40 FORETH S, FEHAINIFIRICRE LHoICiEIRf T2, RAETETE
25 mL (2% L CTRERUK A 976mL I 2R3 %, ek s 75, REEZT25613m
WL, 2 BEUNIZERT %,
3) A AR ER B IR o>
ﬁﬁ@m#m@i 1HAEYS720 100 L HLETH S,
i R (B LTS h U AR R 2 V0 ¢, OESPUARA R (FE) O
%#m%&%3aﬁﬁﬁb\%ﬁﬁ%#mﬂkféoﬁﬁ@ﬁ#WMi%@%fﬁéo
Z DOEAEIL. ﬁﬁﬁ$#Wﬁ%M®Eﬁ@%@ﬁ_ﬁéo
DFEERPUATRIR DF% 01X, B BEEMOBR CTHRTT 5., BYIRNICHESFATX 5,
kBl 1ARY v (87 /L) DY
%ﬁﬁ%%ﬁmmL%ﬁb\%ﬁﬁ%%%ﬁﬁ%smuLmz;<@ﬁ%\
100 L >3 5,
4) FER
OREEWRIL, 1 BERYS729 100y L LETH D,
B ER BB IRy 2Nk L= &%, BICHE L AERARBRE CESEE L, 220
HIEFEIZ 100 L T2 T2, —ERREICER L EERITICICES nWl &, Ny o7



T RO ERDORKE RS,
OEEROFE 1L, L BEFFOWR CRITET 5, AHIBNICHEFHTE 5,

5) Btk ko — L DR
Otz v b — L DA T IOV RUK %2 3mL N2 TRl m R+ 5, iR U722 B
HALZ2WEDIE, 1 20AUNIIWRE CTE 5, TN ERGFT H25E1E. /oo LTtk
T 5, BAERMEOMEY K LIRS 5 2 &,

5. MHHER(ESIE

ARE I AN HEEICRE U, BalEF 0 ICERENR LA LD R WEEHEND D 2 &, BRIROH

EEFRFICE M he— v EEfEay he— Lz l1llET 5,

D) OHETL— D2 7 = Lic@OfEtEa > hr—L & 100 4 L9257 ET 5,

2) ARLEARIE L OBEa Y b e — L E2FR T L— MZZREN 100 u L 201ET 5,

3) AT L — My —/L%& LT 3TCOIEIEZET T 60 s S5,

4) 300 u L L EOVEER CHeilEE 4 BIAT 5, (HESEERGE @ 1 [BIOPHIC D X Pk 700ul
DA —3—7 o —Pi)
4 FIOPEEH ., FRIRE ERICH RS, ROBEE TIZ 5 ML EZE T 720,

5) AT A & 7 = VI 100 u L0073 5,

6) PUA 7 L — My —/L% LT 4~8CT 30 s &5,

7) 800 u L L EOFEEHE TR #EE 6 BT 5, (HESEERE : 1 [OPWHIZ O X PFiFiR 700ul
D F—r3—7 1 — i)
6 MIDYEEH ., FRIRAE SERICHY R, ROBEE TIZ 5 MEL 22T 720,

8) T _RTDOY = /LICOREIKRAZ 100 L o7k L, BT, % T 30 DG S5, B
oy ha— Oy WER2 ICHEBICELT 5,

9) T_XTO Y = ) VZ@EIEKRE 100 L $o01ET 5, BtEar ba—no v o uixEFan s
BB T 5,

10) 7' L — MNEm O L ZHoKE AR S Y | WmICKIanen2 & 2R L7k, 30 47BN
IR s Bty fe—L s @it ay b — L OFNENICHON T, EE 450nm B L
Bl 580~650nm DWLEE Z I ET 5,

2. =v B 7 LeBSE i v MERESE

DikdkA i
— @rtIEB (4] | ERER. A s
— @3EC(E@) @74 A 7y ip—"
J + ®uINHF 2~
B | D
[RREOERE) ] |
aEL L AR
BRI | 56°C.10%r
#ALEE | 100°C, 104
ookl J FEiim

— @Bt tu—L
N— @kt o

mEHERE | 37C. 607
L ok (B R RL TS Tots
| —— (@+@) AR BT (5 ¢
mERmERE | 4~8C. 304F
U RE S AT e
| — ORHEWR
RERIC | iDL, 3057
L @Ik
{ MR e 7 i




6. HIEHE
1) HI7E R DS
Ptk o v b e — L O SEE OSEHEER KOG = > b a— L OB LLT O 5 % il
LTS Z EEMERT D, LFOSRMEENTZ L TR WS TR EREICHERN S 5 1]
BEMEDS D D, SATLEREEA KT Lok E VT, 5. BHEEN SV LFEKT 5,
[fEtk=a s b e— L OWEEOFEHE] = 0.20
Btz he— v O] - [fatka s e — oW EOEE] = 1.20
2) 71y MATZ ORI
Ptk oo b a— L OWIEEOSEEIZ 0.30 & L7-EdEA D v AT ET 5,
(B hA7E] = [BtEay s e —LolyeEO LR E] + 0.30
3) A FDHE ik
B LR RO ER » A 7 EUL EOBA . By A T EREOSA & e
EHIET D,
Btk - RO e El = [y b4 7 1E]
Ptk IR omeE] < [y b4 71E]
4) HIE LOEE
4-1) B bAZEE Y DT DITENEIEE (—10%LIN) 2R LI OB & fE
SNT-MERITERAE L FET 5,
4-2) FIRRATIE, 3. ATALERERVEMN O Ehid 25, JCITERE L 7250 O 0> 5 IERE 110+=20mg
EERET 5,
4-3) FREIZ 1 RIFICOZ 2 U = L&A L TRERT 5,
4-4) FREBEICBWTARLS ES 1 DO = AR v b A 7EEL EOEZ R LI5S 138
EHET D,
4-5) ABUF THRE & HIE SN TZMRIT, OB 2R R B L O
FA L FROM AT 2 O THEREZITV., REHE &7 5,
4-6) HEBMABEDT= O DY FIVEAMIZEE L TiE, BTLERREZ K T LMk B EREE)
HlAlET 5,

(7F) BUERE L TO D AAREER T OMAF v b (7 v FE5 13A-026, WiE 20134 1 1 16 H
DHDKOLNUROEIED & D) (ZOWTIE, WERTOHIEIC X VA ZERT 5,



(i 2)

HMEREFICE T 2EEEMIKBE (TSE) BREREXREESE

—

. TR T R

(1) EEfZeaiid, (2) (2T 2 B2 THEFREOREMKREEZ [T S EMRRE
BB & LTHRET D,

(2) EEEM,

7 B ATROBRMET 5 T S EMRMA AR D HINHHE % 8 UL R 22 25 A8 F]
L EORNZETHERDLENEREL VDI L,

A ABEEMEFIORSN TV D LERBBRENEHINTND I L,

U 2B A mEEEMESTFT S 2 L,

T BRI D SRR R B DR A OMER A S5 Z &

2. MERA DI
(1) v=xZr7ay MEZOWTE, B2 — 10 MMeEAbFimE (Vo AX 7 n
v NE) EMEE) ICKVREEZFERT D & L I, AEMNRSEECIT O MBMmAX 1 I
FRY I+ 52 &,
BB, THBRRAERERNG DN WIS ENEYER TR R IR LR A A
FEhid oI L,
R Z AT 25 E1%, MERRAE DT OMIRZ BT 2 FIEICHE U T, S4B
# (BELISA VL, U AZ 7 ay ME) MEbE LTl LI RIFR IR I O A LB
BETHEA LY T DFED ICHONT HEHAIREETEM T2 2 &y
(2) SRR L AR K OSHAR ARA IC DWW T, BREFIRZE THIR 2 — 2 @ Tk
PR R I IC X VREEZEET D & &b, YO, ESRYUENFZEAITS MR
REf Ui 2 FEhid 5 2 &
7ok, BIRERTALIX, BITR 2 — 2 O R L IR AE LM EEOK 1 IR S
ZEI0 H LELA (A%) ~C (C%) DR ZE0TXTOMAME L, EEihkL~) %
fii 72 L7z 50 ml REHI AL THRIRIC TEMNT 5 2 &,

3. fEEZW

1) TEBMA EIEHBIIL, MERREDT — ¥ # BT BIR CHRZ 2L CEMNT D b, 2
B, BEFIRGICI W CHEBMA % T 258 0T, ST RS ) B D7 —
2 % BT PR CERZ SR TEMNT 5 2 &,

2) EEHZ AT, MBREDOT — % & [HERRIME OME TR 2 HMEE#%) ORI
Rl L. MEEZW 2 EMT 5.,

3) MBS U, HEREA (ROEEAR) OSMIC L2 HMEOBMEZZIT 5 &,

4) MEEBMORBRICONTIE, BERZERN bR MBS H Tl 5.,



(a2 — 1)

REACFEMRE (VTX42270y MNE) EREER

- BRUKENFE : XCell SureLock Mini—Cell TR K EFE —X, (Invitrogen, EI0001)
s TuyTF 4 TR I =T A7 ay b (Bio-Rad, 170-3930)
F770%, Xeelll™ 7w hEY a2—/b (Invitrogen, E10002)
s NU—=HTF T A XU —s3y 7 200 (Bio-Rad, 165-5052)
PowerEase 500 power Supply (Invitrogen E, 18600) 72 &
ATV —F—FIKEEG AT L n—F— (7 R T v 7, EBA-200) |
KVEG (N A2 F 7 b, BC-740) 72 &
AE WA - ) 750 W BREELL Eo b, & L<IET —AZ =R L v HE O H
hnsesinsd o (] : Bramson £f  Digital sonifier S450D)
N TFE—RT g v —  BHERO A UV EL,
CfEER (T —F— R REE T ey e —X) 3T ETHEATERLD (Fry st
— 2%, AR ENEE L)
< BT REF  /NEHEBEAL 10 mg MENLLTFO L O
- PR S AR O © 15,000rpm PL EOEERHCEBI CTE 5 6 D

+ Collagenase (ifns>#cH) Fyt 100 mg, No. 038-10531
 Pefablock Roche 500 mg, No. 1585916
« Proteinase K, PCR '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 (GAHEFRRHHR) Fott 500 g, 217-00615

+ 2-Butanol ot 500 ml, 020-11215

+ Tween 20 Fit 500 ml, 16711515

+ Skim milk COOP, Hiin, FHHI, Difco 72 &

- R VM i (FBS) A= — R

« Phosphate buffered saline (PBS) JRH/ =11 56064-10L

- K A (DDW), IV QUK. F7IXFEFEDMAK
- PVDF J& Immobilon-PVDF (Millipore) No. IPVH00010

*7-131 > b PVDF (Invitrogen) No. LC2005
« Filter paper Bio—Rad 7.5x10cm,No.170-3932



ADVANTEC 60 x 60 cm, No. 514A

X HE7 4 (RX-U) RN OIIN N8, No. 03D051

« ECL 9x24v7 ny74v7" kel GE ~NVATF T R FH A TR No. RPN2209
- Anti-rabbit 1gG HRP 1% GE ~VAF T NA FH A T A Iml, NA 9340
« Anti-mouse IgG HRP 1=k GE ~VATZ T XA FH A T R Iml, NA 9310
O~V & 2ml Fa—7T T AR No. 72.693S

(v TFE—Xva v I—HDOF 2—7TiEew)

| 3. REo@m |

« TN buffer : 100 mM NaCl, 50 mM Tris—HClI (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,,
531 L T-20°C A7

» Pefablock : 0.1 M in DDW, 431k L T-20°C{R:AF

« Collagenase : 20 mg/mlin DDW, 437E L T-20°CIR1E

«DNasel : 10 mg/ml O T 50% glycerol, 10 mM Tris—HCI (pH 7.5),

10 mM MgCl, IZ#fiF L CT-20°CIZRE

- 10% Skim milk : DDW (2 CHHHLT 5, 47 SOCFREEICINR L TS5 Z &, MM
DIRAZEES, 4°CIZT1 0 HIENZ ERAFR] (ZOHIRNTH - Th, $EFEam A N7
EMEL T BERART),

- PBST : PBS 3 KRURH)ZBIESTLHAFERT 2 HIEICT DDW ICTHEM L., 24T 10%
Tween 20 (DDW (T THHHY) % 1/100 KEMRZ 5,

-7 yFX UM 0 x2 PBST (= 2 f5RE) AR L, x2 PBS & 10% skim milk % 55 &
BAT D, SOICHRMKIRIE 5%/ 5 KX HICFBS %% (44B1 X PVDF /N 7 7
TZU Y RRELRHENRHHDT, 70 yX U IR EZRZS 5729 FBS AT
W5), PVDF %R 6825 DIyl & a HkR I 5,

+ Sample buffer (x1) : 62.5 mM Tris—HCI (pH 6.8), 5% glycerol, 3 mM EDTA,
5% SDS, 4 M Urea, 4% S —mercapthoethanol, 0.04% bromo phenol blue,
i oD EII=RAF T RE, REIMORIFIZ4°C (Urea, SDS 23T 42 23&
FIREIZ 50CREEE ([TIMBIERT) A E L

1 M Tris=HCI (pH 6.8) 1.25 ml
Glycerol 1 ml
0.5 M EDTA (pH 8.0) 120 ul
B —Mercapthoethanol 800 u1l

1% bromo phenol blue 800 1



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,
A oD EITERRAEATRE, RIIFORFIZ4C (Urea, SDS 23T T 2 23
FIREIZ 50CREEE (MBI R RT) A 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 o1
SDS 2g
Urea 9.6 ¢
Up to 20ml

| 4. AFIOHEN |

a) YT E—R g3 v —(ZHEH)E RV 5E
1) AZna—r (NoMC-01212PP) Z#HH D 2ml O-ring & F 2 — 712 A D,
2) 200 mg DA E F =2 —T I AN D,
3) TN buffer Z 800 ul Mz %,
4) = NTFE—XT 3 v H—"T 2000rpm, 30 FHiE%Z T 5,

5) ZiE 20%(W/ WBNFLAIE L, O-V v /& F 2 —TIR_FT 5, b) BE IR
AW s5E
1) 200 mg DRHREEZ/NT 7 4 VA ETHEIL, 2ml F 2 —712B7,
2) TN buffer % 800 1Mz %,
3) 1 TR AR R TR ) — R FLAIRIC 7 D TRE AT S,
4) ThE 20% (W/W) IEFLAIE L, O-V v & F 2 —TIRFT %,

c) T 77 —ikA N~F ¥ —HKREVF AV — (Stomacher) =H\DHLGE
1) 500+40mg DMK Z BT T A F— v ZIZ AN D,
2) = 77—y Fid#K 1 (Enfer Buffer 1 (Bovine)) % 7.5ml A#L5,
3) Abh=F ¥ —HETIF AP —IZTAL— N High T2 4S5,
4) ZhE 6.25% (W/W) IMFLAIE L, 1ml /Ny RIS



[ 5. RN

1) O-V > Z7ftE 2ml F2—7 D 20% (W/W) BEFLAI 250 pl (2 Detergent buffer
250 ul &Mz Vortex (MENHIVUZHEETWAIZ AT 2) -5 Y,

2) 12.5 p1® 20 mg/ml collagenase % 1z Vortex 35,

3) 3T CT 30 wiEItT D (WMT U+ —F—"ZAPTITI),

4) 20 pul® 1 mg/ml PK #INZ Vortex 35,

5) 37°CT 30 LT 2 (BT D4 —F = "ZAH TV, BT 1 ~2
Vortex 9°%),

6) 10 ul® 0.1 M Pefablock Z /1% Vortex 35,

7) 2 p1@ 10 mg/ml DNase &2 Vortex L, =T 50 MMET 2,

8) 250 w1 ® Butanol-Methanol solution %/l 2. Vortex 9 5,

9) 15,000 rpm, 10 43, 20CiE LT 5,

10) EiE % BRE Jhm A < il S 52,

11) 100 p10 1x Sample buffer Z M2 T, 100°C, 5 /AR A LT 2,

VLB

NEIFIT VRS 1T, BT RO AT 5,

a) BSE purification kit(Bio-Rad #t) THE& L 7= 20% brain homogenate M FFH

1) 20%brain homogenate 250 | 1Z detergent buffer 250 p 1 Z A% . Vortex & TX

2)
3)
4)
5)
6)
7)
8)
9)
10)
11)

BB AT H D,

12.5 w1 ® 20 mg/ml collagenase Z Ml 2 Vortex 9 5,
37°CT 30 mHTHIES D,

20 ul® 1 mg/mlPK #Nx Vortex 45,

37°CC 30 ZfRliHEd %,

10 w1 @ Pefablock Z /12 Vortex 35,

250 u 1@ Butanol-Methanol solution Z Ml % 5,

Vortex 7%,

15,000 rpm, 10 43, 20°CiELd %,

R EbRE . A GRS T,

100 p1 @ 1x sample buffer Z 12 C . 100°C, 534K A VT 5,
EEP IS WG EIE, BEBLHEZITOERT 5,

(3 1) Detergent buffer /N 25 u1 (56%) @ 2-Butanol & /N x2 CTHEZIALE L |

LUF ORI ZAT O LIEFRT Y F o & 27 B OHURBOSME D IR
Ry R TEOHEPMEES L, YERZ Ty hOEERY BREhn
272 %,

(7E2) 0 BI5IE Butanol 2 & Te/oth, AEIAMEL LTRSS, 7V A AE



b) TVIF7—FHZACIFY—HREDSFHFAY—THER L= 6.25% brain homogenate D5 H

1)

{LD7= 12 1/10 0D 10 NaOH 22 T 2Ll E@E L= b 4 5,

BFLAN. 1ml 4% 15,000 rpm. 10 4y, 20°CiE.Laf%. P& 800ml (50mg HHfk

) A2BO 2ml F 2 — 7T,

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

20 1 @ 20mg/ml collagenase Ml 2. Vortex 95,

37°C T 30 mTHIES D,

20 11 @ 19.2mg/ml proteinase K Z N x Vortex 95,

37°CC 30 wTHIES D,

16 u1® 0.1M Pefablock %z Vortex 35,

3.4 1 10mg/ml DNase %l 2 Vortex L. =IELT50MET 5,

400 1 1 @ 2-Butanol &z Vortex 95,

15,000 rpm, 10 4y, 20°CiELrd 5,

FExERE, VoI NTFa—TE2_X=R—=Z A O T ST T 5 4

FEfGE L, IRz s 5,

11)

100 21 ® 1 x sample buffer ZA1% T 100°C. 54MARA LT 5, LD ET

(< WEEEIE, BEBLIE AT O,

c) 7L 54 BSE TIERILT- 20w/v% BNELEIKYD Y T)ILRAS

BRI AT RAE (VoA Z 7 my MNE) FEEEICERT 5,

1) 20w/vIMELFNZ 250 w1 BV . Bl 2ml F = —7 B9,

2) Detergent buffer 250 u1 (7 L 7 A %' B S E U O FLmiEYERINE C LA FTRE) 20

Z Vortex &V K <HHET 5 (WENHITBEFRAEZ N 5),

3)
4)
5)
6)

12.5 11 @ 20mg/ml collagenase & 1z Vortex & AW \EHET 5,
3TCT30 ML T D (BT U+ —F—"ZAPTITR ),
20 121 ® 1mg/ml proteinase K Z /1 2. Vortex % FWME#HT 5,

37°C T 30 Wit T 5 (WM 4 —Z— XTIV, L2 1~2 & Vortex

EHWHE#T5),

7)
8)
9)
10)
11)
12)

10 110 0.1M Pefablock Z % Vortex & IV EFET %,
211 ™D 10mg/ml DNase | Z 1.z Vortex &= W R L, =R T 5 moRIE T 5,
250 12 1 @ Butanol-Methanol solution % Ml 2. Vortex Z W 5,
15,000 rpm, 10 43, 20°CiE L9 %,
FEERELB T RIS E 5,

100 1 1 @ 1x Sampling buffer Z 4% T, 100°C, 5 45MA A /L35 (Sampling buffer ¥



IEEHRITAT D20,
13) RA V& Vortex Z VAT 5 EBDMET IC S WEEITET B Z1T 9),

ERLEAEICAE % buffer B M ORI TA=EAR IR M SE M 26« SR AL PR A
(VxR 7wy ME) FEREE OIS Z L,

Ad)IFUARD)—2 JTHERLT= 16.7%8KELHFI (brain homogenate)h s> DY 7 )L L

AT A (VA2 T ny ME) EEEEICERLT 5,

1) 16.7% 7L % 300 1 1 (50mgHAk~E &) D . B 2ml F a2 — 71287,
2) 12.5u1® 20mg/ml Collagenase Z M1z Vortex & H W BT 5,
3) 3TCT30mHHEILT D (MT V4 —F—"ZAHTITH),
4) 1010 0.1M Pefablock %/l 2. Vortex % V@I 5,
5) 2ul® 10mg/ml DNase I Z 1% Vortex Z A WBHE L | iR T5 4MMET 5,
6) 250 1 @ Butanol-Methanol solution & /1 2. Vortex & W #EET 5,
7) 15,000 rpm, 10 43, 20°CiE[x 3 %,
8) LiEAFRELEAR GRS E S,
9) 1001 ® 1x Sampling buffer Z /1 2T, 100°C, 5 /AR A VT 5,
10) RA 1% Vortex & VBT 2 QLB EITIZ < WIGA 1T 5 AL 21T IR
%)

e) TZyETILB S E ITHRBLI=1 1 %ALY DY TS

1) WFEAZ 50 1 HY , BlD 2ml F2—7ICB T,

2) sample buffer (2x)Z 50u 1l MAEXyT 4 71280 XBHT 5,
3) 100°C. 5 MOBSLIE AT 5,

4) WA V1& Vortex Z FIWE#HT 5,

XAFARICERAL-BEEOREIZDOINT
CAYRL By b Fy T Fa— T ERERBERRIC AN T, 135C, 30 54
— 7 L—T WSS, F O, AT 150ml FE DK E AL, B LRV L,
s AL FERRIC A — b7 V=TT L0 BRI D,



6

. SDS-PAGE |

« Invitrogen ff. (IH Novex #1:) @7 L% ¥ A MLV AT 5,

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

cna—F 4T Fy T (7 3y SRPT-1381 72 &) ZMH L T20 nl (10 mg 4k
E), 5 oul (2.5 mg MRS E) % load 75,

» Buffer: NuPAGE MOPS SDS Running buffer (Invitrogen No. NP0001), F&{flcD /N =7 7 —
IZ1%. 200ml D% > 7 7 —{ZxF LT 500 1 @ Antioxidant (Invitrogen No. NP0005) % Il .
Do

- 200V EFEE THKEIT 5,

BEREMEABEaY FR—LIZONT

Btk = > b e —/1 (MoPrP*, 100mg/ml #1##% 4 &) % Sample buffer T 10 f5HIZAR L 72
DZEJFIR (4° 100 wg/10 ul MFkE =) &35, FIKAO)Z (FIKZ— B 100°C2min JNEL
T %, JFHEIE 50 1 l/tube FREEICAYTE L C20CITIRIFT B, S 512, 47125 ng/10 ul),
47%6.25 ng/10 ul. 47°(1.6 weg/10 pl). 47%0.4 pg/10 p))O 4 PEEEARS 2 ERL L
BB L T20CITRITET D, TER L 7= A R8N0 S 50°C DR CIafEd 5,
L00°CTHMB L 22 &, 4 ~4 Dz hue—LE 10 pl/lane v — K45 (L—
YOERRIZ L > TT4P~4" TH RV ), ZThBBE=a s b e — L@ iR30E WB D&
FEERICLECTH H DT, BT TN EE—D7 ) ECESKIUKEIT 5, 47° £ T PrPe i3
B S TWUE, O RIZFETRETH 5,

Btk = o b m— VX ERLEGYE TR TS 0 RS D,

yTRZrTay b (WB)

Ty T4 TR T R, S =T AT 2y M EIL(170-3930)
c RTURT =Ry T 7 —

NuPAGE transfer buffer(Invitrogen No.NP0006) 50 ml
Antioxidant (Invitrogen No. NP0005) 1 ml
AZ ) —)b 200 ml final 20%
20% SDS 0.5 ml final 0.01%
UptolL

« PVDF [ (Immobilon-PVDF) % 7.5x9cm |28V | A &% 7 — i 1 R LB S w5,
FD%% . DDW TV, RTF LA 77 —Ry 77— 2B LTHBL,
CEBERIKNE T LTI NVE N T VAT 77—y 77— T,



s hFUARAT =Ry 77 —TIESL LTZIEH 2 Kt (Bio—Rad @ filter paper #3554
X 18) O LICPVDF EZE L, 20 RIZ7 v zE<, ZORS L& PVDF RO RIZR
WWBALRWESERET D, FNAVD RN T VAT 7=y 77 —TiHEDL LTIEMK (2
K) %#&ERD,

« FRLOIEH-PVDF-F V=DV Ry 4 v F 1 T vuyT 4 78y RTIRER, 7
0y T THEEICE y M5, BEEEIEERD D GRS &L BB 5 O T L o [kl
\ZPVDF EXEET 2 L5y M52 &,

- I=hFF A7y bk (Bio-Rad, 170-3930) Z WV HHBEITIE, a)~c) DEETT
0T 4T EITY, a) X b) BDHEREIND, BEETLIHEEIL O TIXAIREE Ny
2779y RREL RN H 5,

a) 30V EFEE 6 BFf] ~ 15 i
b) 60V E T 2 FffH]
) 80V EFEE 1 IRffH]
Xcell ™ 7' &Y 2 —/L (Invitrogen, E10002) % fW 54121, 25V EEE 1
Refl ~ 13 0 D&M TT7 ey T 4 7 %17,

| 8. SELEREHRH

44B1 Z FIZ, BI03 &t 952 EMEFE LW,

[1] 44B1 &/ 7 v —F Gk &I 254 53 &

1) 71w 7K : 5% skim milk, 5% FBS in PBST, Skim milk [Z ¢RI (S80CFLE)
T5Z &, 44BLIXPVDE KDy 7 75 00 RREL R 513 HHDT, 71 vk
YINREET HIHOIZFBS MR TWn5, 2) PVDF A TS EOT 1y ¥ ZHKIC
BL., A7 L vra—7— (Advantec, No. EBA-200) F7/=I3/KFEEGM T, |IEIC
T1HEEA ¥ 2= 175,

3) —WPUA : 1% skim milk, 1% FBS in PBST (=_Ef22) CTREMAOT v v X2 7%
PBST T5 AN L CTHET D) T RIUEKE AT 5. 0.1-0.2 u g/ml AMEHRE D
HZTh D,

4) 71y X 7% O PVDF B —RURIRE N A, AT Lrm—7 —F 73K EEE
B ET 1A Va2 X— T 5,

5) PBST T 20 /[ty UK ClREl) 725, 4 M55 B PBST & 45#t
T2,

6) —RPii(Amersham NA9310) : 1% skim milk, 1% FBS in PBST T 1 : 2,500 {27 K45,

7) PVDF EIC ZkPUERIGZ M A, AT L rn—T—% 723K EERK T 45 45,

8) PBST T 20 Zpfflfeis OKFEREM CRENEE) 75, 4 /M55 [ PBST & 45#t
T2,



9) ECLY =& 7nuyT 40 ZiEIE RIS S,
10) X7 vz 2@ L, BigT 5,
11) BB L TWDHHIC, RO X7 4V LExFTENSHED,
12) 30 DHICHUET D (23 KN30 DB X7 4 v D EAERT D) 9,
13) ZOHMBITIG L TA—"—F A N TELSE D,
BRI - A L R—)L
= IRHE @ 3 %l
EHEW : A—N—EET 1 v A
(AEBEHZ VA58, RIS U8 - EFRE#EHT5)

[2] BI03 7 7 4 =7 4 —ERAR Y 7 n—F A PikE AT 58545 &9
([1) 44B1 DAL 1), 3),6) BHeD, )
1) 78 v &7 1 5%skim milk in PBST (0.1% Tween 20), Skim milk (T2 3 I1iEEME (80°C
REE) 72562 &,
2) A7 L rnr—7— (Advantec, No. EBA-200) _|C 1 B,
3) —WPUAK : 1% skim milk in PBST TAR, lug/ml 2ME AR D A%,
4) A7 Lrrua—7—FET1 K,
5) PBST T 20 3[#¥E# 3 %, 5[E PBST &&H#21T 9,
6) ZIkPifA(Amersham NA9340) : 1% skim milk in PBST T 1 : 2,500 7R,
7) A7l rra—I— ET454%,
8) PBST T 20 43[El¥eif9 %, 5[0 PBST R#A4T 9,
9) ECLY=2&Z 7y 4o 7R ETHILEE D,
10) X#R7 42 200MgE L, BT 5,
11) BB LTWAMIC, kD X7 4 NV LEBIEED,
12) 30 3 &RICBURT D (253 LTV 30 3FBHD X MR T 4 VB EAFRLT D) 5,
13) ZOHMBIG L TAH—="—F A FTELSED,
BUGHE : ~A L R—)b
= IRE 0 3 YR
BB : A—R—FET v IR

(1 3) 44B1 HURIL, ESZEYYETERTE D HEATT 5, BIEO = » FE, 02011, 6.5mg/ml,
(E4) ERBETPVDF ROy 7 7700 RREL | FiEDKEE (p18 BM) »iEbh
WG AICIIUL T O HE TS ETHZ LN TE D,
O7 v v X2 VYRR & OBUR BN % 2024 5% skim milk in 50mM Tris=HC1 (0.1%
Tween 20), 1% skim milk in 50mM Tris—-HCI (0.1% Tween 20) (ZZ % 5,
QPUAR TR DIEDOBER: % 0.1% Tween 20 inPBS  (50ml) T 543X 6 [A{772 5,
@A v b D FER (7L ] 7y hEY 22—/ E19051), #55H]
PR (m2—_—Y N T A7 7—/3y 77— : NP0006,NP0006-1) & O PVDF



i (LC2005) Z 20V 1 FREREHR G 5,
(1E5) 30 HEOBIHERITIH ETHLRTHY

2 5 AR OO 5> B B 2 I

(FE6) B103 Hifkit., B+ L B AN R LT D, HIEDO T » ML, SB21103,

1mg/ml,



2% . il

[F11] 1A B BEFRR (2 RERH)
2 H H: PAGE (1.5 F¢fl]) — WB (2 Ffl]) — #i (4 Befi)
[F12] 1 8B FEEER 2 Bf)— PAGE (1.5 Bifi]) —WB (kK 12 FifH)
2 B H: R (4 R
[#13] 1 BB FUEHERRL (2 BEfE)) —PAGE (1.5 i) — WB (2 BFf) —ka (4 BRi)

9. BEY

hE

1) ENLEGEF T DR SNtk hr— A R OR 7 Y — = Z & CRatk
EHERLIZY Tz T, 1 7 AIC 1 EILL OB THRIFE R 2 Riid 5 2 &,
2) plgdmI HOMEEE R 2 Ei T 5 Z &,



B2 —2)

REMBEFNIREREEE

(1. 574 Tuy s ol |

< >
FARARALF L= b (FRY— N, ERBL WOHUITL—F, Erty b,
AZAF UL ARNLA, BEEZDALETTAF v hty LB, 71— RECE,
FAX AV, INNaOH, FHERLHEEHZA

<fEE>
1) A<V CUEEMBOYIY HLITEZEF vy ER Yy NT, BUEORETITS (R27 U
— = U TR ORI HERL)
2) MIAROREPEZ IN NaOH THRE | AkRR&x %255,
3) FA~ U CEEMBEOYI HLEITD,

TR —FEWE, TITRATF v I OERRD ETT 4 AROT L— R TV H, »
AREFROE Y H UM DOIE S X 3mm DN E$ 5, AR EEEZo BE 2, 53
EEgO L, I AFv sty MTANLD,

15~20 %A/~ U ARIZT 60° C ik 1 RefiiiREEE 2 (EME 280 35612
X 2~3 IFIRREE N E LY, B HICAB AT O 56 1T AR B 1 IRF[E 30 7R E T
37° C CHEHET 5,

4) FFERALER A SR 1 RETT O,

TITAF v 7 Fy MIANTZEEF MR L, B 98% FMikIZ VW iv, IR
TEIR 1 ReHBIET 5, WAKEE 30 9175 UMK T)

5) EAXABEHEIC LY ARFRO 72 ha— L H 5 WIFREILICE D LBEEEZIT S,
6) NI 7 4 EUMHITEROBKSG T, SHOEN FE2EHT 5,

<PBALEE >
1) A~V NIHEAOBERY v 7128 ThH, %HE. BEEIT 5,
2) By LIcfio7ee By b, L= RIFAT LA ML AICEZ, IN NaOH T=
2 FERT (B2 WIEHEHADOEICAIL, B TAH— N L—T0HEIT ), EDH,
KT b, 7 L— RIIBEET D,
3) FeMIE INNaOH T b LizF A X AV ENSE T, Eil 2 Rk, KT 5,
4) B T AR X B E IR L CTRAFT 5, AEIZ R Te b A — b7 L—7 /8% (DL
TaEZR) | BET D,



2. #4)

< M >
RyFo—1F, I78v b—»L4, KW, X770 SHELZ, INEL, B NECE,
AT RHFTFTA (Fra— AT A FK), INNaOH, FL%ZF/L.

<fEX>
1) B vV RHE~R7 | AU EERT D, LERICET VFhy e —T%
i,
2) XUFU—hERE, I/v b—LsEEE BT L5, FHONT T 0 SERED
KB EBE, UIFE2vT7ra— b AT74 Rizodsd,
3) AT g 2 EHEARE T, AT ERWELD, % T, BEEIDH D2 WIEA— b
7 L—THIRET
4) FA 7HENVE =T 135C 60 oA — b7 L—T W% KPE, WEEIT O,
5) 7L — i, IN NaOH THEFRHET (H2LWITHEHOMmICAN, B TAH— M7 b
—7REELT ),
6) WHEUIYI AL 45°C TR S H D,

<t ALEE >
T _COYIFTE Z AR OFF R TR OERLS,

| 3. HEQeta HEADOBAT 71 - RNy N RFNZHET D)

1) BT 7 qv, =8 =) KBEEITH,
2) N AT hER VY YA ERIE 2 5RTT
3) MHELTI0OHEaHLEITH,

4) =V RIE 35T,

5) S8l - BK - BRETT .

6) HATD,

(4. RpEmBiLE |

RS>
TrEVar+¥y b (DAKO, =7 AB IO H M),
VUTIVAT A DABIEK (B AR T 7 A, 3%iEER{LAKFEK,
—WRPUR, ~~ h* U, PBS




PB(#:J% 1 0.1M PB)DIEY J5

Na,HPO, 12H,0 28.7 g
NaH,PO, 2H,0 3.3¢g
D.W. (ZZEE/K) 1.0L

PBS(0.01MPBS)DAE Y J57

PB 100 ml
D.W.(Z&EEK) 900 ml
NaCl 85¢g
<fEE>
1) ko740, =& )=, KEWEITS,
2) HHOA— M7 L—TIZ AT U L ANy MIFEEKE ANTIRET 121°C 20 s34 EE

T 5, MENTFTR-7HMHLTPBS LTI,

3) AR~V F T F—V 0B (3%i@I b /kFEAK, EE55) 2179

4) 7uyxr s (10%EH Y XImE—PBS, =ik )%ﬂvo(é%ﬂ%
5) —WPE (k) ZoE, W3 0~4 0SS H 5,

6) PBS Wifa1T 9,

7 ) Envisiontig T=IR. 3 0 4y infé. PBS ey %179

8) DAB HEASILEAT D,

9) KEAKTHHEKR, ~4FP—~~ XU U T=EES OUKEIHED,
10) 2 EH T LIL, Bk, & HFAT D,

<FRALEH >
W77 0 HF L, mH ) — VRO KT 2 OFHAZRICEEIE LEERIT 5,
EAOY Ny ROt 2131 3 5°CT 1 RERLE# KRV 5,
AT FF VY RO F VDY ORI ERET S,

5. WETHE |

1) ESTRGYEMSET SN A SNt a v ba— L ONA T ) —= o T Crarlk
EHER L=V 7 HWT, 1 # A 1 RILLEOBEE CHEREEE 2 £+ 25 2 &,
2) BIEEHT HAMTREEE R EfT 52 L,



1. X977y 70EROXAR (1)
BV HLAGEE - a¥ET (FMRL)

BV H L% 20%F0~ ) A TIREGRE 60°C 604 FFEE

O
98% X WA IZ CTHREIRIE 6047
0
FKBE 3047
O
TR TR 7Ky DFRE
0

80%Al  15%
90%Al 154
100%Al 1543
100%Al : Acetone

(1:1) 155y
Acetone 1547
Xylene 1553
Xylene 1553
Xylene 154y
Paraffin 1547
Paraffin 1543
Paraffin 1543
A1

FrEERERY - 2FRE45%y

(7272 L BEARITMIARE D ZZRRA TE T 0,)



1. X574 7Tuvy70KE (2)
. BEVEHEEBRIT L ALK « FBRL - XT 7 4 VIRIBERE

MRS« 7 T % PHCE Bh1E e c

B E IR H

80% 7 /L — )L 105y
90% 7L —)L 1047
95% 7 La—)L 1047
99% 7/ a—)b 2047
100%7 /L z2— L 1 2047
100%7 /L =2— L 10 3047
100% 7 v ==— v 1 3097
SV AV | 204y
SR | 2047
oL 1 20757
T T 4001 1043
N7 4 11 104y
N7 740 1 105>
NI T4 IV 2077

# 413057

INF o2 — LB FEIZONIRAEIZT 5,



4. BRSSO XfE
: FESRRRA D 72 8 DRI F s Yu e i: D FIE

BT 74 1053
0
7K 557
O
F— 7 L—T 121°C, 204y
(FEREKIZIRIE) (FTELIRFRET 1. BIRERED)
0
3% IR L KA T 557
g
PBS{E 5%y X 2~ 3 [A]
0
—RPUE D B EIR30~40%y
g
PBS{E 553 X 3 [d]
0
TIRPURD i R3304y
g
PBS{E 553 X 3 [d]
0
DABIZ kX %4 7~10%%
g
DK BE 553
0
~< MR Y, 30
g
ke (EE5) 553
0
ik - A 105y
o PR D FIRIIPBS TIT 9

2HT 4 TNE 7YX (= R) EFIME (X1000)
R ENVISTON+R U~ — 28 3E (DAKO)



AME - HE—E
(MR - —RBEICEAL T, RAFEGKTHNE A —H—FREHELY)

O S A—T1—% Bl H7

1 N3 oall U RN ot 197-02125 500 g
2 R~ U 2 (37.5%) it 061-00411 3L
3 F2(99%) pithe 066-00466 500 ml
4 RTT 4 Fit 164-13345 500 g
5 7L a—)L N4 41,
6 DAKO PEN X a 1R
7 N A~ FFx Y v NN 2002 500 ml
8 A=~ XY NN 3001 500 ml
9 TFY VNN 500 ml
10 | B103 &5 WE44B1 Hi7 VU A | B+ L B4 (44B1

AN =

FicAf )

11 | =rEVar+dy MxURL | X= 110 ml

LWL )
12 | TNATAUDABFRy b |EART 7 A 415172 1tk
13 | R b /KEK Fit 081-04215 500 ml
14 | Y FIEFME A — T — R
15 | mHEHAFV L NN 15 Kg
6 |~y bhoAv7 KIBFEE 30cc

(EFAFAD)

17 | VrEETKEFT MU T A(CK| Fk 199-02825 500 g

)
18 VUBKRFEZFT R UL -1 2 | FDE 196-02835 500 g

7K
19 |HF Y A Tt 191-01665 500 g




A EL - B A—T1—4 B HZ
1 | A AR F—h Ty kv 40 x 57 cm 50 K
2 |WYHLAEZN (TL—| 79— No. 130 50 LAY

)

3 | FIAF v kY b TAYY2—T9) rahty h 1,000 f#
4 | FAEFNL JLIT J-120 24 )
5 | RIS FIVI 2118-0032 1]
6 |vFra—rAIFAF AbhT 1106 100 #z
T |\ HAR—=HT R NN 24 x 36 1,000 #¢
8 | I/m bh—uFzH 7 - A35 50 K
9 | BNy b(20 BOH) ~VF 3 1E
10 | Yeta s = (20 BoH) ~VF3 B-20 1
11 | A7 L ANy K 0.6 1% 1E]
12 | Mm% O AFENA F 20 M &
13 | 77 v 7 AP i=~—=X DPG-350 4100 #0)
14 | >—7 Fftx~=27 A7 A FBM-281 50 ¥z
15 | Ao AR AN MGM-14 30 Kz
6 | 7vFhy hra—7 HWN LA132 10 ¥
17 | BE¥y xRy b Laboconco LAD-1300XA
18 | A4 KUty v— +#E7 4= R SW-4
19 | A—hrZL—7 135C I— KS-323
20 | ~ANT 4N E—fFET—F | AV HL Aura-700
21 | ~AT g F &R | T Iy FC-111-A13
22 | BHE)CIHEER $177740797 ETV-150CV
23 | NT T 4 URIREE ¥17774779) PS-53
24 | Inas $17774079) SMB-1




(#8) 1 PrP A S &K REBYI A ORTREERIC DN T

fﬁf PL PrP X7 F RUHXHiRkE~D 2F /7 0 —F)LHUEN BSE fERMRAE IR TRETH

%, BIEIZITZBIO3 (Hda k) & T4 (RYHF) 230, $& 121X 44B1 & 43C5 (& biIcHER) 0
b5, Pk LU OFHLELE & ORGSO EPERICHELY 525 2 L3 HA Lz, BURCIIA-”
KPTOA— 7 L—T%IZ, HURIT B103 & Fi2, 44B1 20EETHDONRLEE LV,

1. IR RO
i R 1% O FARAR U A O BTLERIL PrPC 288 L, PrP okt 2 st 2 Em o 5 (FUEMEo R
B LPUREH) BEYTiThiu, BSE RAEIZITMAMRME TH 5, LLT O 2 FEE ORI 515
ﬁ)*ﬁuféﬂfgﬁ_o
1) Z&ZEKHFTI121°C, 20 %
2) 1mM HEREKIAH T 121°C, 20 43
WIETa A T4 F—BRENENM L TIThe A, BUEOREEEE UL TIIARETH D,
FE 2 HFEFOTRL 400 ml OFBFME T LAY M, GIF A2V RE S S5 AN
TR FLESFTA— b7 L—T0E LT,

2. POk

a) B103 UHFHUE : PrP # /37 N KD 103-121 X7 F Fafifis UTER, 4.6 mg/ml

b) T4 7HFHUE : PrP & v /37 CRD 221-239 X7 F F&HUR & LTERL 0.6 mg/ml
* ERE 2D U FHUARIL affinity purified antibody TH 5,

c) 4Bl ~ W AE ) 7 ma—F VHUK : 155-231 % 385%. 4 mg/ml

d) 43C5 <7 AE /) 7 a—F LHE : 161-169 % 78k, 4.6 mg/ml

3. Uik & aiLEtis

Pk LU 1) DDW 121°C, 20 4 2) ImM HCI 121°C, 20 4y
FRAE L Pos Neg Pos Neg

B103 x500 +/- -/= 3+</+N | =/+D

T4 x1000 24/~ | /- 3+>/- —/+-

44B1 x500 +/- -/- 2+</- -/-

43C5 x2000 2+/+D | =/+ 3+/2+D | =/3+D

Pos: [MExtE (AbiEE 2 618 ) . Neg: FErExtiR (DLRIFERRERA A 7= D) B026)
/= TV (RREE)  / FERFEBOL (FREE)
AEER L72PiRiTE L v el o CHREE X 1 mg/ml

4. I A

1) B103 Hii&i monospecific polyclonal ik TH V. HELL LOFURREEEZB#HT L E200
%o DOZKMTITEE, MER PP 2T 5 2 R TE D, 7272 LEUGHEITRORH W, &
TR O T8 < FERF IS TRBD BV D, D5 T CTlE, BEICIERRYEARER RO b b,
DG T TOYAN RS BWBIERFRSD 6 5 O TR TIX D3 &y,

2) TAPURIEL 2FH T CTRO BWIERD GO D, BE 3SHNIERRY A R BRI, 2
DO IR EGVEROS T B103, 43C5 THEL R L TH 7228, 4Bl TIIIERET RIZHA S0
STz, BB T4 TR T D ENFE - TR,

3) 4Bl 1T EDOFEMTHHEM CTEIEFFRIEN OB WVRFEN H B0, EHTFLOREE (V7
JLDOFRE) BEGVN, PUAGREIIMIE 43C5 DA% 44B1 LD @y,

4) 43C5 [TV THOFIEIZBWTH A Y — 7 BEEOMRMIC O E AMEICE AT 2 IERF RS

bILD,
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