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"R

T v A = — AN LR —fREOMIME CHLAU 2B, E A TV —2 700
vitro (2351 ) D Qe Ak R R & S HE L7z

R EAAIIAOKFIERE MBI R ORER, W ThoORRIZBWTY 50 % LA Eo M
MIHEIERO ool o T, REKEFARIIVTAOLERHFIZENTH
500 ygml EREFAEE L, TDI12, VAOBBHFERE L. TOME, S9mix EHET
BLOEFETOWTAORAEIZEWTY, LEFEEET EIENEF 2 >Mlao
BISHE L S % RGCTh 7.

HLEEALERYE O 24 BEALEE O MBREREIDEIABR ORE R, WTROREIIBWTE 50 %
PAE O BETEINHENIIERD I 7. - T, REAERERERIT S00 pg/ml 2 5EH
BEL, TO12, VAOREBZRELZ. ZORR, WTFRLOHAEIRNTH, e
A RE IR E 2R OMRO HBEE L S %R Th 7.

LR LY, ARBREUHETICRBHAES AL M7 U —2 7@ CHLAU MIRIZX§ 5
Rk REFREIIEME LR L.
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ok B X O F I
1. RBE®WHE
11 B mE
D EBME
PHBEEINEE T AL Y- 7(CAS BE
1328-53-6, v FEH M 99.1 %) i, BEARFE TERICRFLE. #
BWEIITRORERBLUORFEEETS, K, PAFAALFFL FBLUT®
FALTBEORERETHD.
s\

4 F& @ 1127.15
R - K55 0.1 %
2) BB E R IR DR R
BEBFORER, AXERDEIIERRER CITAR) L5 mg/ml, 7 R
i1 50 mg/ml TENEFNTRETH 7. 1 %I ERF T AF )L —RF K oA
KEHRIZIL S mg/ml TH—IZBE L ehols. DA FILZRF 2 F (LT DMSO)
IZi% 100 mg/ml TIREH—IZBBE L, U LOBRE CIIEY AR LR, Th
LOFERND, AEBRMEOFEHIZITIDMSO # v, 2L, BRYERBROR
EE R L 100 mg/ml (BEHP CORMKHAE : 500 ug/ml) & L7z,
WEME % DMSO TETEREICHRBE L. ZA2R BB cHIRL, FiElE
DEBWERER TR L7
1.2 RV EmE
DMSO (B bF4H, © v hES : 91281784, HFLAL : 99.7 %)

- - - T 19 ¥ "0
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1.3 5t B Y E
1) Bttt B e
7A bewAfC
(B4 F MMC , HAn3els LM, o v FES  226AHE, &8 108 %)
~ArY o (al ELr
(BUF BP, HE{LA T, = v FES GG, & 95.6 %)
2) Bt BB DR
MMC %, & (WKRERETY, oo FMES : K8GI6[ErFMAIE:], K8I73(0#
BEALERIE]) I HIRRESAE U7 (BIFRRTALEEE: © 1 up/ml, EELHEE 03 pug/ml) . BP
i3, DMSO (BAH{bLZM, w v h&55 - 91251784) 17 4 mg/ml CHARL, HARFE T
HRRERAT LTz,

2. Hika

MEF ¥ A =— XL AL —Ri B SEHEREE CHLAU 24/ L7z, MR K B ARIEER
£V 19964 11 A 6 BIZEAL, MEBEREIZS Lk 10 %DEE T DMSO Z i
L7zbD% 1 mI/RH LT, REERT CHERT UL, BRI, Zhafgl
TEEL, ZOROBREDS SKRUAOLOEER L. MIBOBERIZE, 77 R2F
w7 L— b (6 cm 721X 10 cm ; Becton Dickinson and Company) % FV>y, &
Bl 7 AR BN (REEV R 5 %, {REE37°C, MR, NAPCO 4, 7300 %) T
B& L.

3. BLHh
3.1 MEM
A — 7V MEM B T= v 24 ) O (AARZE) 983 g % HEK 880ml I fiF
L, A—=Fr7L—78E (121°C, 1508 %, ICBRELELZ292%L- 71
T UKRERHEE 10 %iREEKFE T R U U AKEBREF AL 88 ml, 11.2mlEMLT.
T OERRELLT MEM &9 5.
3.2 HER K
MEM 900 ml {2, FEffL (56 °C, 30 pFMEMARE) L7741k (GIBCO BRL, &

v FES 1 1009120) 4 100 ml HANL 7.



8L674

4. S9 mix
4.1 89
T2 EH—v (1 HH 30 mghkg, 2 B BLUE 60 mg/kg % 1 H | 63 BRI
WHEE) L5 6-_2Y TR (3 BBIZ 80 mykg & 1 BIFERENRKS) CEEZREE
L7 SD RBEEZ » MFHEK S (Fva—< M, oy hES  RAA-395, 1998 4E
12H 11 B&E ) 2BA L. BAL SO IIERKE C-80°C AT CIRFEFELT.

4.2 89 mix
S9 mix 1 ml & 7= ¥ AT O CHERHRE L, ERRE OKPICREFELZ.

S9 0.3 ml
D- N a—2 -6 Y B 5 4 mol
B -NADP * 4 u mol
HEPES (pH 7.2) 4 u mol
b= 7% 0 AR 5 4 mol
BAkH Y o A 33 u mol
Rk %RE

5. ABFE

5.1 FERFEAAEE

1) bR s R ) R
(DRABRYERE

MBI ABRIZENL D, S9 mix FEXFT (CATF— S99 mix) BLOHET (LT
+ S9 mix) T, 5, 50, 500 ug/ml O3 HETCTHHABRLER L. ZORBRTH, 1
REHY 1O L— b vy, MIEOREZ BRI~ v TR L.

EORER, RBfER L & Lol EFERIITROBY Tho7.

ALFRRE & (ug/ml) 5 50 500
— 89 mix 100% | 100% { 100 %
+ S9 mix 100% | 100% | 100 %

U EDOHERENG, MEEEnH=RL, TRoMAEa2RELL.
— $9 mix : 31.3, 62.5, 125, 250, 500 pg/ml
+ S9 mix 1 31.3, 62.5, 125, 250, 500 ug/ml
(2) Mg s
4 X 10 “E/ml IFHE L - S EBIE E 6 cm V- MIZ s ml P ORE X, 3 HREERE

10
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L.
EREARELLE, TROMEAOMRAEREY | HEH7ZV 207 L— Mo
% 6 B A B L7z, 6 B4, MEM THIBEEE % 1 BIgkE L, FHLWEHEE

5ml T&E 5T 18 FefEsEE L7z,

BRI E R B IR S9 mix Bk
F 7o pE xR
— S9 mix 0.015 ml _— 3.0 ml
+ S9 mix 0.015 ml 0.5 ml 2.5 ml

(3) HUARHETE R ORI E

MK E % Ca”, Mg"7 U—o Y gk (LT PBS(G), #N-XyaPBS =y
ZA ), BARBERER) THEL, 025% MU 7L 0B, BREE M THBEH
BEL, mBREHES CHRRLEEL .

(4) 50 Y% MIEFEINH A EO R

BAFBEMHIZONT, BMXBBIAE 100 % & L CATFIBRA 1B L7z,
2) e (R R EHER

(DHBMERE

AR IR ORI 1, 21077 T8, WTRORRIZEBWVTH 50 %L
LokRaBREmEIREO LRk ho .

ORIV, — S9mix, + S9 mix T500 pg/ml FEHEESHAEBEL, TD 12, 114D
HEZRE L.

XTI CH D MMC, BP OHEIIENEh, ROAKREFEESONLN TV
0.1, 20 pg/mi & L7z,

(2) Hp AL PR

5.0, D, QmEERFERRICAIELE.

BBIERTFRIZ DUV T, FER ook O HIAR ALFRIE C R IS HIRE A 2038 L 7.

MMC &% BP &k S9 mix 22 3

— S9 mix 0.3 m! R e 2.7 ml

+ 89 mix e 0.015 mli 0.5 ml 2.5 ml

11
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(3) AR
AVERIR T ) 2 BERARTICBAS B 0.1 pp/ml &5 L 9ot REET L Mo
mz, SR EERL. LA THR, MiaRms PBSC THE L, 0.25%
D7 BRI O A FIBE U729, B O ICEIR L, OB (1000 rpm, S 45
; UTRER) IckvifaztEdiz. EFEZBREL, SHLE 0075 MBI Y 7 A
R 4 ml 2N TEKRLE 37°C, 1557) #1To7. &L, BHLIZAZ ) — -
FEEE (3:1) IREWK 0.5 ml Z N X HBfR % - EE L7etk, #=O0BL, LEERRELE.
oz, FEEK4m 2Nz, BEARO#BEL 2 ~3EEY R L. 0%, PEOE
FEHCHREZBEIYE, BO LEFRSVOLIEBW AT FHZ R 2 EFHE T
LT L. Th% 3 %X AV T20 ot L, Kk, &8%, BALTHE
BIEARL L. ol BAIE, &7V —MIoXx 2 #ERLE.
(4) MR HETE R DR E
AR & RIRSHIC 01T DR R ORE 2 FHE Uiz, EAERRRZ MY 7o m
B CHBE LMl — AR L, mEREHER TR ST LE.
CF A =
O T s
EAERE, RROBCHIOT-OTHRERLITo72. TORERE, 2TO7L— M
BOT1HbHAEY 50 BUEOZRPHMPANRHF LI/, 2TOT L— hOER
RBEOMGLE U, £, BHERES LUBESRIZoWTI, WEREHEROAFE
PEEIChDH T L EHER L.
OBERFEB LUHHRE
AT ~Txa— L, 7L—h1#8izo% 1008, 1 & 200 E0oR b
% ESRETHE L. SRR, REEN KIS >R s s L.
BEREL, UTONBE K-> THE L. 7L, BERENR, R
A3 25 & 2 ATV HIlZIZERA L7,
Qe KRN (ctb & BET)
R oI (cte &HET)
il (csb & BE)
Do fh AR A (ZEEE, B AL S ose LBET)
Wi b (frg LBET)
¥y v 7L, RESERICRLRDIFRATS DRSPS RESEDIEL D b s L
7. fhOBRELRRILCREL, BERBICIEDRSo

12
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B R (L, RPN 2 3 T o SR A 2% T
(6) BREBRIE R DY) iE S

&R FE 2 1 EU LMl REERTEMELE L, ¥+ v 70hd b Mlax %
VWWTEERE L7z,

HWHEDEOREERZFEFFEEOHEL, SUBEFIZEWT, BERFEHRE LU
MR FAROHBBE NI 5 %ARBEIRIE (-) , WFhr—FEIdmih»3 5 %
BLE 10 %Rz BeBtE (1) , WFhh—FEME 10 % L2 B (+) &

L7,

S2REROELD

B SR E RS LUOBRBRT 2 6 oMiao BRELR 5 NICEHB L BEFhot
A (%) #RFUC. REOAEEEREITEENCHRELIOR L. £/, MHiasy
ISR L O REEREFRBIZE I 5 BEEERIC WL TIF L.

3 R R

ERRAEEORE, PEAMIERT I ZEMEE L F oMo BRERE Y, T
NOMBEMHIZB TS S %RBTHotz. ZD7®, EFLEEIC L 5B % EH
L7z,

FHIE LT, SERRMIEBEICHE L TiTo /. R RICE A S - BEIC v Tix
LITFIZR#d 5.

(1) REBRWE R &
BEHTALER L OB PRI REBR - FeSr D, 24 BEEJAAR T TR 2 i L 7.

ZOfeAR, BYEE &g U MRAEFRITROBY Tholk.

ALHERE & (ug/ml) 5 50 500

24 FRfE1ALEE 100 % 100 % 100 %

LUIbEDORE R G, MREAEmE AR, TReoMBEiRE L.

24 WEREALER - 313, 62.5, 125, 250, 500 pg/ml
KRR ORS RT3 o T8, WO EICBWTE 50 %LLE
DOHPBHEFEMHIIRD LR oz, ZO/RKER LY, YR ERBRIT 500 pg/ml %
EL, FO1R, V4 OREERE L.

ik
R RERR OB R MMC OB ER, RekBEFRESMON TS

13
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0.03 ug/ml & L7~.
(2) Mg

8L674

4 X 10 °Em IR USRI Z 6 om 7L — M Sml £©o8 %, 3 AREIRE

L.

BREEZBRELLE, TRROMMOMBARKEZ 7L — NI, #iEE 24 B

AL LT
WY BB 2% 3113
F o IIREME R
24 B 0.025 ml 5.0 mi

Qe REFBOBERBIC OV, TRROMROHIINIER TR N % 03

L.

MMC iR

2 311

24 FELER

¢.5 ml

4.5 ml

P
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fe o R

FERABIER, 2B LUB 1~ TITRT.

R R AR A DS L ONEREFRIE O W T OB ST T, RfakiiE s
T 3B R E 2 Fr- oM D MBS 5 %R T » 7.

0k, FERHEGE LR L UESLEEOREKRFRBRO S COERME QIR
BT, MRS TN, BPRIE IR U R E B L OSSR R m kI it
B LB E SRR bhvin., 7z, EREEOE T OHBYE QBRI T,
BRI O RREICE A L T

=z 2 B X 0K &G

p=1Y]

ESA T )= T ORGBEREFRM LRI H720, IIFEEMRE AV
D Yo i RE R & i L7z

T ORER, ERELEER L UNERLBEOWVTNOLABEFIZBN TS, Rk
BRE LR OMROHBERBAEITL S %RiwTH -7,

—77, BRI X OB R T REEIER T 2 H 1 2 MiE O BB EE T T
WY OMERL, ARBOSBHTEICHKILL TV D Z LRI,

WoT, BV AL b Y—2 7O CHLAU M3 Qv E A REF RIS &
LT |

BB, AEBEMEICOVTE, EREREERLEREEATHS .

F7, BEUEADOREAEREFREICET HHRIIRMAER 1IcFE LT,

% & X Wk
1) BARBETRSS - HILEWRBR OIS . “FEHEI LA REKRTT F5 27
&L, WA, 1988

2) NPIRI Raw Materials Data Handbook Vol.4 - Pigments( 1983)

15



A = X .

. A o & i

91

MR 1 RAERERBOME GERMLEE)
EBRHRAOEHR  EIAT—T
AR 59 min ERPEORE ettt R MBI CHRBIR %) Fyy7 NG R I B A K R A %6)
(ug/mD)  |BBmErag] AL ETN| REIEZR| REAEYE | REKXAR | EAL [RESHEREC) ohiRM]| o) (BRI s PN R RN (%
100 1 0 0 0 0 1 0 90 100] 0 0 o
6 — 18 - ﬁ%ﬁﬁ 100 1 0 1 0 0 2 0 110 100 0 [ o
200 2¢ 1.0) oC 00) 1(o0s8) o 00 o0( 00) 3( 15} 0 100 2000 _0( 0.0) 0(_ 00) 0( 0.0)
100f 0 0 0 0 0 0 0 96 1000 2 0 2
6— 18 - 126 F,P 100 0 0 0 0 0 0 0 107 1000 0 0 0
2000 o0 00) 0C 00 of( 00) 0C 0.0l ©0C( 0.0} 0{ 0.0) 0 101 2000 2 ( 1.0) 0( 0.0) 2( 1.0)
100] 0 & 0 g 0 0 0 114 1000 o0 0 0
6— 18 — 250 F,P 100 1 0 P 0 0 2 1 133 100 0 0 0
200 1 o5) oCoo) 1¢ o050 o0Co00) o0( 00) 2( 10) 1 123 200} 0 0.0) 0{ 0.0) 0(_ 00)
100 1 0 0 0 0 1 0 108 100 1 ¢ 1
6— 18 - 500 F,P w00l o 0 1 0 0 1 0 111 100 1 0 1
200 1{ 0.5) 0( 0.0) 1( 05) 0( 00)] o0¢( 00) 2( 10) 0 110 200 2( 1.0) 0( 0.0) 2( 1.0)
R 100} 23 30 1 0 ¢ 49 0 a0 1000 0 0 0
68— 18 - (MMC 0.1) 100 17 19 0 0 0 33 0 84 100 0 0 0
200] 40 ( 20.0 )] 49 ( 24.5) 1( 05) 0( 0.0} 0( 0.0) 82 ( 41.0) 0 87 2000  0( 0.0) 0( 00) 0( 00)
100 0 a 1 a 0 1 0 89 100 0 0 0
6— 18 + ?Dfﬁ?om) 100} 0 ¢ 0 ¢ 0 0 0 111 100 0 0 0
200 0( 0.0) 0{ 0.0) 1( 05) 0( 00) o0( 00) 1(_056) 0 100 2000 0 ( 0.0) 0( 00) 0{ 0.0}
100 © 0 0 0 0 0 0 108 100 1 0 1
6— 18 + 125 F,P 100, o0 0 1 0 0 1 1 87 100 0 0 0
2000  o0¢ 00) 0( 00) 1Co05) o(o00) 0(00) 1( _05) 1 97 200 1( 0.5) 0{ 0.0) 1( 05)
100 0 0 0 0 0 0 0 81 100 o0 ¢ 0
6— 18 + 250 F,P 100l o 0 1 0 0 1 0 44 1000 o0 0 0
2000 oCo00) o0o(Co00) 1(o5) oC oo} 0¢00) 1( 05} 0 62 2000 0 ( 0.0) 0( 00) 0( _0.0)
1000 0 0 0 0 ] 0 0 55 100l 0 0 0
6— 18 + 500 F,P 100} 0 0 [ 0 0 0 0 66 100 1 0 1
200 0( 0.0) 0¢ 0.0) ©0( 00) 0( 00} o( 0.0) 0( 0.0) 0 61 200 1{ 05) 0( 040) 1( 05)
R 100 17 78 0 0 0 79 0 65 1000 ¢ 0 0
6 — 18 + (BP 20) 100] 27 71 0 0 0 79 1 86 100 0 0 0
200] 44 ( 22.0) 155 ( 77.5) 0( 00) 0( 00)] of( 00) 158 ( 79.0) t 75 200 0( 00) 0( 0.0) 0{ 0.0)

F - MARAFERE T BRIC
P AR ALERAE T BRI
MMC: = A b A3 C

, BREEmIEROERDRRBHLN.
, BREPCLBLEERDEARBD bR,
BP:~ A/ [alvl

DNSO : ¥ X f‘)_lbleﬁh:\'-i/ F

vLOT8



Ll

Blig 2

Lok BERBROMSR (ERLEE)

BFERHEOLH AT
HRHEOR & et RN R K MR (BRI %) v |raua e P Y SRR 3K (04 BLEEE %)

R (wrmd  |(Emimas me G| Reskes| Resun | Rekzh | WAL (RRTERK) onms| oo  |Mmems| EEE | BAEN | RRFERE)

100 ] 0 0 0 0 0 0 98 100 0 0 0

Rt ot PR

24 -0 (DMSO ) 100 2 0 0 0 0 2 4 101 100 0 ¢ g
200 2( 10) 0{ 00) o( 00) 0( 00) 0( 0.0) 2( 103 0 100 200 0( 0.0 0( 0.0) 0( 00)

100 0 0 0 8 0 0 0 78 100 ¢ 0 g

24 -0 125 G,F,P 100 g 1 g \ 0 1 0 110 100 g Y] 0
200 0 0.0) 1( 05) 0( 00) 0( 00) 0( 0.0) 1( 05) 0 94 200 0¢ 00 0{ 0.0) 0{ 00)

100 0 0 0 0 0 0 0 99 100 0 ] 9

24—-0 250 G,F,P 160 1 0 o 0 0 1 ¢ 30 100 1 0 1
200 1 05) 0( 00) 0( 003 0( 00) 0( 00) 1 05) 0 94 200 1{ 05) 0¢ 00) 1{ 05)

100 0 0 0 0 0 0 0 990 100 0 0 Q

24~ 0 50 G,F,P 100 0 0 0 0 0 0 0 85 100 1 0 1
20¢ 0L 0.0) 0( 0.0) 0({ 00) 0( 00) 0( 0.0) 0({ 00) 0 30 200 1( 051} 0¢ 08) 1(_05)

100 20 i3 0 0 0 3l 3 67 100 g 0 0

e L

24 -0 (MMC 0.03} 100] 22 i7 4 4 0 34 2 69 100 ¢ 0 0

2001 42 (2103 30( 15.0) 0( 00) 0( 00) 0( 0.0) 65 ( 32.5) 5 68 200 0¢ 00 0¢ 00) ol _00)

G . AERRALIRRE TBYIC, IEREIGETHEL TV
F @ AR AL TBEID, BMRERTMIEROBRDE I EDOLA.
P MIAALERAE T RS, SRR ILEBRLEBREEAROLT.
MMC: <A h=AC

DMSO : VA F L ZINEKFVFR

YL918



(R) BT E

(R) HBETYE

150

100

(52
o

100

50

1

VA W) — 7 DR
(R AP - S9 mixIELET)

8L674

/

500

—O— i RN IR
—e— I {h B B OAER
100 200 300 400
RE (pg/ml)
B2 7270 —270MBENE
(BRI PEEE - S9 nixEfFT)
—O— H R PPN SRR
—a— u (5 (K R HTARR
-3
100 200 300 400 500

EE (ug/ml)
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(R) #hBBFE

150

100

50

M3 VRN —TOMKBBEN

(ERCAAFR Y - 24BF ] S0E1)

8L674

—71
—O— HU B R B ) BABR
—o— Q{5 (ke B AR
—— -
—e
100 200 300 400 500

#HEE (ueg/ml)
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(X)) 98 0 BF B 38 o e o 3

(R) BB \BED YN ET B

Bla © 7 A FT YU —TOREER M HBEEE

81.674

(B FER PR )
20.0
| —o—- 59 mix
150 + ~o— +59 mix
10.0 |
50 L

o_oll :: 1 1 e ——

L *4

(1] 100 200 300 400 500
BE (zg/ml)
5 AT Y)—TORMRERREBIAE
(el EE)
20.0
—=—O=— —S9 mix
—0— +S9 mix
15.0 }
10.0 }
50 |
0
0.0 M j
0 100 200 300 400 500
RE (ug/ml)
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R) BHRBEFH A EHR

R) BEBETEFEITH

K6 v 722 kT Y7005 %R E A
G fe LB 1K)
20.0
T —0— 24§ R A0 B
15.0 | ,
10.0 }
5.0 }
0.0 — 1 O ey —d
100 200 300 400 500
BE (peg/ml)
M7 VAT —7O¥EMRERABREHRBRE
(LR T)
20.0
L ~0— 24RF R A0 B
15.0 |
10.0 |
50 }
0.0 O— ' ey A I g
0 100 200 300 400 500

BIE (ug/ml)
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