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AR N A : (ST 1= K I = o - A (= I N SN

310 FRIDIENTELUL > EHBROEERICEEZRIZTERLDOD
SEERURABRHEEZICEODEM -2 &

ARBPIZBWNTTYRTDHZENTERP S ERBROGBHEEICHELZ LITTRVO S
LHEREE LT, WRYMEREEOMHHE - M HE MPR-214FS IR E € = 4% — ] Thermo
Recorder TR-7TIW IZEBWTHLERT — ¥ O FIFARRENIAE LZ72H, 20194 12 A
2HO05:00~12H 17H 07:50DBOIBET —F2BRRELEZENRETOND, L
MU, EERHIENICR T 2 45 mE - W EIRE o B E#R (2 B, EE %% H . Thermo
—27.8°C L IEHFHNICH Y . - ZOHMPTICIREREERORBR L eh ol &
MhH, INHLOHMEBORERZERICRENTWELDEEZ NS, LEN->T, &
BROEIHEME~D BB WS 0O LWLz,

Foft, RERGHEEICEDRNo T2 Lideno iz,

3.11 HEHRE

ABRETEGE (REERE) | RESCE, RYHE. A7 — 2 RUMEEE (KR
HEOEAZET) 13, MAKER Y VY —F & o & — RS UEHT O & BHR A 3%
(SRR R AR 10 FRIRAF T 5, WK TRORMFEICOWTIE, REFBE 57
R LKEMER LFYEIRRERAS R VY —F 2 - Tl L.
ZTOMELRET D,
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4. EH

[Bhas 42 #ln %z F WV 2 I E AR X AFA O ) 2%V, Bhas 42 #ia %
HAWABEEGERRICLYD, 7 A MLy F57-1 O invitro TORERNPA T T E—
a VERAZRE LT,

EEIEHRBOHBEEZRET D720, Bhas 42 M2 AW 2 B EEHRAEBRIC L 5
A D FLUE I @bﬂt4%o%mm% mAEE L. LAFAL 2 THIR L= 2125,
1063, 531, 266, 133, 66.4 XU 33.2 ug/mL OFF 8 A EA R T L CHIM Bk %
fTolr, TORE, HBRYWELHEBEOT R TCOHETY L— MNERICEEIRD LI
Teleh, WBRMEICLIBRNKENE~DORENBSINT, ZO0O7D, HEKRTHRIC
BISEALFR ZEBAMERIZ K 0 MR B 2 BRI LS U 7o i R, [adE (FEE) SERREE 1 &b
g LT, R ELEECITREKENICHRBEBEEDKTARD bz, LrLan
b, FEXHIR RO E DR R, MBEECKRTAFED ONZHEICBWT, Wk
EDOERE RN O 02 MA RO Hivle, T4 ORE FIZHR Y E OB H S WO E
DRERRICKBL WD Z L2 L, EROMREE A2 KR L TWHW2RNE O &
WrL7-, £7. @A ED 4250 pg/mL TiX, BB E O N KR E D722 L b,
BERE TROEEHREFEICLY V- MEROBEEXNEG ICEE SN oiD, WHED
T 233 b%ﬂt%@&ﬂwémto%ﬁxﬂmm®%b#&%M#mb%ﬂt
2125 pg/mL 25 133 pg/mL O M, EAEORBRIC LV RHEBERE (74 —7 )
DOBIENFITRE & HBr S, L7=» - T, [Guidance Document on the In Vitro Bhas
42 Cell Transformation Assay| D¥EAMEWME OREGREDEBELELSE L L, HHR
WEDEENEBHE (74— W) OBEBOFRTEHTRVWHEE TRRENS
100 pg/mL Z&mmMEE L, A 1.5 THR L= 66.7, 44.4, 29.6, 19.8, 13.2, 8.78
KUV5.85 pg/mL D 8 FEZHRE L=,

WHE AR T, WThOHEICB W TH 50%LL B0 MR %2R LT
T, RSB THRICENALRABFME S HOMREEOBEIc Ly, Bk A
SFRETE 1 Ll LC, BRI LEERED 66.7 pg/mL YA LD BETCIIMEBEEOE L
WK TR bave, AL, R E LD 66.7 ug/mL UL EOHETIE, #
BRME ST L— NEFICEET A Z k0 WORERIEMA LT L T
EERBTE, IO ETIHE, MAEEOREBICIY Y o EICHRER 2T
Ny NIRIREBICHIGE L TR o 12 b BEHIRAT 2y DIERS LT, B iR
AR DR, SR EALRETEIZ BT ﬂ%ﬂﬁ&mﬁ BWT, B (R SRR

LICxh 3 2 I EIREOF EREINIEEE S b2 dy - 7= (Dunnett D% HEHLRRE, p>
0.05) TEmn, KEESYEIZIT in vitro TORBNPAZTOET— g UEHETRNE O
EEZLNT,
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ks, BEME (D) B L ICRB T 2 EBIRBIZ 7.7@/ 7 = v 12 /7 = LR
WThole, =, BHEREEICKIT 2BEBBRBIT 2308/ = v & B ORED
XTHRHE 2 D 8.5 /D = & Hilg LT, #EHEMICH B 2% 8 L7z (Student O ¢
BE, p<0.05) . E-, MASERBRICBIT A28 HEOIMARER Y 2 VEIT T~
T3V=rThy, FHERER CHESHBEOFMATERY = VEIZTNT6 v x/b
Thole, BWHEBRRRIZCBT 2 MAERHETIHETH 2, T oDO/EL
D, ARRBIXE YN EE S 2 b o S L,

LEDRERENS, KEREFHTIZEBWT, B A Ly K-57-11F invitro TD 3
BDAoTae—va AMEHER I (i) CHELE,
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5. #E

BT A MLy R57-1 OZ MO 8 & LT, Bhas 42 flia 2 B v 5 EE in
HBRICEY, B RA MLy F-57-1 @ invitro TORENAL T aT—3 3 VVEH % &

L7=DOT, ZOREERET S,

WP LTz RO L2 G IE 2 IR 0@ 0 Th 5,
1) Gw
. I L e ARRE 34 X033 E2HEOMEICESXRBRMERENBH T ~x
%EJ

(BF 63 49 H 1 HH@E &R 76 =)

2) FARLEEHRAE
[Bhas 42 Ml & W 2 I H R ERIC L 2 A2 o JLUE
(FRk 26 7H 4 B, BASHEEIRERFEEMEY —F 7 7V —T7AE

FIH)

Series on Testing & Assessment No. 231; Guidance Document on the In Vitro

Bhas 42 Cell Transformation Assay |
(OECD : 20174 7 H 20 H)
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6. HEBHMHERUAE
6.1 WERYMERVBEE
6.1.1 HER M E

4 R : A MLy R-57-1
g T : bk TER 2
7y hEE : N2YBJ
CAS &&= : 5281-04-9
BWAREHEE S ((LEE)
(5)-3244
HWAREHRE S (LHE)
: NFALFWE
ANF&E : 25 ¢
#1820 :
o

§

CHy '{"fw.%,.—ﬂz;:zw—ﬁ}w Catt
N Y

& : 424.445

x| : TR~ W IRG O [E R

MIEE (WE k) : 88.6%

Filg R R UV 31 : 520.5 nm

RfFS&M : WY, e

IRAE S T . R R ERGF=

B O AL E : FIRAE TR OREILT N CHREREL T,

FEBRYEE®RIT. BE SO COA LT ABIERIZE S,

6.1.2 Py
EA¥ : 5 K
oy N E T : 9D73N
fUiE I : A KIFRIE TS
Birs : HARSE R
PRAT SR : E$/ !
RAESG T : RRHFSEET AR =

11
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6.1.3 BEOERIRER

REVERUBR 2 Rl Lo/ R, AR EIZERAK, VAFALAALFF TR
(Dimethyl sulfoxide, DMSOY, N7 & b VIZARIETH - 7228, FE, HADKELEED
BUSTES RO Do lolo o, FPRE S i b ARV ES K 2 3 & LRI LT,

6.2 HWERARDRH
6.2.1 HELya b~
PR & WD IR AW & SR BUBRIE 2 BN L 72 B 3R i & R B LB &

F LI,

6.2.1.1 0 e 15 58 5L B

1) #HEW'E 0.4797 g (BFEREL : 1.1287) 27T 2F v 7 mDLEICHIL, B4
SsmLEmLE,

2) BT L7m1RIC, BEIRE O 85.0 mg/mL YRR A AR L 72,

3) 85.0 mg/mL #BRIK A AL 2 (FIREOHRIK 2 mL @ IREE 2 mL) T 7 BefEAIN
L. 42.5, 21.3, 10.6, 5.31, 2.66, 1.33 X} 0.664 mg/mL O & 8 # % BxP& o 4%
Rk 2 g U7,

4y yRBIBREK T AF v 7 mIEEIC DESE B A 9.5 mL o5k L, 212 2)
L) THB U SIREEMOMBRKE 0.5 mL 2IRML, TAETNHEH L LD
YR EABR & LTz,

6.2.1.2 iz B En A S ER

1) #ERW'E 0.0226 g (ELRH : 1.1287) 2T A F v 7 mLEICHERL, BEs
10 mL #m L7z,

2) W THREB L%, RERED 2.00 mg/mL g5 &2 R L7,

3) 2.00 mg/mL #BRE A AL 1.5 (BRI OHERW 3 mL : I 8 1.5 mL) T 7 EBEA
R L. 1.33, 0.889, 0.593, 0.395, 0.263, 0.176 X} 0.117 mg/mL ® il 8 I
B b D9 Bk A s L,

4y yRBEE T AF v 7 mILEIC DESF B®iE4E 19 mL 92545 L, £ 24 2)
BOVH)THM U= SIRERMOWRK | mLE2FNL, FAFRE#RELEZLO%
WeBR B AVERE & LT,

6.2.2 SRBLMEE
FR I TR L7, TR SR O A~ o> AL B4 12 3 3 [ AL L 7,

6.23  REMH
JAFFFRAB O 1o b | 2 MR 1L T2 M L7 2 T2

12
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6.3 xR YE
6.3.1 B GBE) xR
PR AL BRI R4 A ket (RS Mzt (8D 1 el Wt LT
AW S AR BB EN Svol% & 72D L 912 DESFEBIRIZEIM L7z b o & adk
() XTPRAVER 1 & L=,

6.3.2 5 14 it BB

12-O-tetradecanoylphorbol-13-acetate (TPA) X DMSO (& 17 1 /b A FE fl SRR
Nfh, AFERHK, 2y FEE KCNO182) ML, 0.050 mg/mL I L7 (R
by 7R o B U 72 B IR E TR R I, 49 0.25 mL §70 40 £ -20°C LLF TR
fFL, HRZE 2FUNOLDEMH L, 2k, —EMRE LI2EIRITEER Lo
7o
1) YHEE®R

4R : 12-O-tetradecanoylphorbol-13-acetate (TPA)
1y b E : SLBX8889

LS : Sigma-Aldrich

PR : SRR (99.0%8L 1)

(E RS : B (=20°C LAF)

A7 5 ; HORWEERT B AREMARBRE  AEUE

2) RIIJTIE

(1) A by 7EEEHEFERL -,

(2) DFSFE:g&i % vy, A b v 7K 0.02 mL iZ2%f L, DFSF 553K 19.98 mL D E|
A TR T BRAL B 2 8 U 72 (IR 50 ng/mL)

(3) GtExt B ICRTT DM (B T2 R (e %2 & L, DMS00.02 mL
WZ%f L, DFSF £54# 19.98 mL OHFIAS TR BIEK 2 L, BKEEHR
0.1 vol% & 725 K 512 DFSFEERIRIZCIEM L= b o & et RS0 XTHAAHEK 2
L L,

(4) FeRWit, BNAMEBEREY L L CEELTE,

3) Gt B E O B

(Bhas 42 iz AWV 2 REIHBRBRIC I 2FEOLLE ICHFEHARED LA TWS
7=,

6.4 Mk, BEFERVEER

6.4.1 AR
£ B : Bhas 42 ffifid (=7 XA 2R H 3 BALB/c3T3 A31-1-1
I~ v-Ha-ras /5728 A L)
7y bES EAN) 053000
AFIL : MNZATBOE N EFELEA9EET JCRB Mg/ 2

13
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AFHFEHH : 2013411 A 20 H

K e A : v A 2T A5 R
oo = —BEKEE ; 1.12 (FE%E; 0.5 LA L)

B PR : (Bhas 42 fifa%d H W2 BEEHREBRIC L SHEO K
) IZEANED N TS D,

HEEIE D kA0 %K : AR AR T 1 AR, TPEEERRR T 1k %
fEF LT,

6.4.2 BERRUVMBOEERE

KRBT, AR IMyE (FBS @ Fetal Bovine Serum) % 5 vol%, X= U -& |
VT hw AV URAER %Y 1 vol% & Tr Dulbecco's modified Eagle's medium/Ham's
F12 (DFSF 853&i%) Z MV, 37°C, COIRE 5% D4 T T L, H®RBIT, M
e 18 2EHMIRE L THIEREL T,
1) MMy (FBS : Fetal Bovine Serum)

1y b E R : 184j0e2

o : Moregate Biotech

R A7 7 15 : ME (-20°C LLF)

RIS AT : FORMEERT BRI E
2) Dulbecco's modified Eagle's medium/Ham's F12 (DMEM/F12)

2y &S : 2120374

LIS ESTR : Thermo Fisher Scientific, Inc.

{7 71k : Ik

AT T : WARHFIEAT IEARIERE
3) R=v YU ALY hvA VURGEK

oy &S : L9NO177

®WiE T : FHhT AT AT RS

FH AR : NR= U ;10,000 U/mL

Z hLF R A ;10,000 pe/mL
RAIE T IR : W (=20°C L)
RAT 5 1T : RO B MR = MEE

7. HERAE
BB O &R E O -0 OMIEEE AR 2 £iE L. WEEBEAREZ 1T - 2,
B, BEHEHERRII S oE—2a VRBROLERE LT,

7.1 ERIAE
GEAMAMICIE, ABRE S, QHRE, 2 — NEBRCZEM L Tl Lk,

14
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7.2 FAEDRTE
7.2.1 0 Ao 12 5 B B

[Bhas 42 M2 A WA IREGEHARRICLIZFEDORAE ] /- T, HEHEL
4250 pg/mL & L, BLFAK 2 THIN LA 2125, 1063, 531, 266, 133, 66.4 KX
332 ug/mL DF 8 HEARE L, T 7o 7RO (BE) SIEE 1 25
I,

7.2.2 e B iR
Hfa BATE R BR O FE S, R BB O T R COHRETT L — FNEEICEZ N R
BT, WRMBIC L AR EENE~OEBENEA SN, O )h, HERT

BB SEO AR B BMEEIC L 0 MR A AR 22 Lo R R, et D) FPREE 1
ELbi LT, g B LB TR E IR ICHE E 0K TR b, Ll
G, MR EOWEDORKE, MBREEOKTARED LN HEICB W T,
W YEEE DR EFRERICH O D REMNRERO Hivlz, D O RIIER Y E O H 3%

HEOREMARICHEEBELTNDZEERBL, EBEOMBEE LML THRNEO
R LT, Fm, BEAEO 4250 pg/mL TiE, WRUE O HBKE oz &
ME, BEKTHOBRGHREICLIY 7L MNEROBENED ICEESNZT-0, |
HEORTHIBRD NI O EHELE I L7z, WILENEM O & RN RD Eﬂ’b
72 2125 pg/mL 72 & 133 pg/mL O &1L, [HE OREBIZ L BEIEHRE (7 +— 0 X)
DBENZFATREE &l S 7=, L7225 T, IGuidance Document on the /n Vitro Bhas
42 Cell Transformation Assay | OMAEMEMEOREREORERKELRE L L, bk
VMEOBENCEEHRE (T4 —HR) OBBROETEHTRVHEE FPEILD
100 pg/mL i@ E U, AN 1.5 THIR L7 66.7, 44.4, 29.6, 19.8, 13.2, 8.78
KOVN5.85 ng/mL OF 8 HEEHKE Lic, TNICT T 7 BE, Batk Q8D SRR 1,
2 K ONG R o RE B A 3% 1 72

7.3  HAETEER

ﬁé%ﬁﬁi&ﬁﬁmﬁ@}ﬂ%%&iﬁ“éf:@@ﬂ“‘%ﬁ'ﬁﬁ& LCHEMLEZ, ARz, 75
7 (BEIROA) | B (A ST 1 ROWRYELER 2R IT 2, Sr—1b
iy BIREE D 6 ‘7::/1/7 L—haHAN, 1YYV IT3 = L, 2
B, LTORBREBAEDS b, BEMALELTIEAIE, MERE NMCBWT, BHE
HoMEZHWT, BEBFICE > THEME L,

7.3.1 EERIRE

1) MM A 0.25% Trypsin #A#% (Thermo Fisher Scientific, Inc.) 1 2 ¥ Rk & &,
DFSF 838 & AT, 0.7x10% cells/mL DM EIE 2 L L7, ASHE N0
2 mL (1.4x10% cells/ 7 = /V) &6 7 x /b7 L— MR L, CO IRIE 5%, iR
£ 37°C, MRS T OREE T ARERBNICAIL, K4 RS L,

15
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2) HAEAHK, U — ML EERIEERRE U, 45085 BB o 4 B B AL BR G M OV
P () TR BRIR O 22 mL %, MIETH2E V=V ELE, 7T 07
DWW THL, MBI THRW Y oLl ii%(1520)59~2mL€’ TELT,
CO, I E 5%, W 37°C, mIRESRMH T ORI AERIBNIC AN 3 A EE
L7,

3) W7 A%, EAHZBEMETEE L, U — NEmIZHEERYE OB E NGRS
DNT-HEDOHR, U — ML UERBKEERER., £ 2 mL ® Dulbecco U R
i (D-PBS(-)) #MMA T, BEELL, YL — b LVEEREBREL, U=
WAFAT A=A 2mL 20 L, 1050BUEBEELE, BEH., 0.1 vol%
JUVREANRNAF oy NRATKR 1S mL 287 = /LIZ0E L, EE T 15 082 E
tt Lz, FL—bMEAKL, R éﬁt&\&ﬁHMM(wvm%i&/ww
FT¥ 0.02 mol/L #iF8) 2 mL # K7 = /LIC43E L, 15 20N E#E (AERhH)
L7,

4) MK 100 uL % 96 7 )L 7 L— NI E L., 540 nm iICBIT WM EE < A
/a7 L— kU —#— (SPECTRAmax PLUS384) THl&E L7,

7.3.2 HExEEEEOE SN

AN LY | HRYE LB T 2 MR (%) 2R, B, #ER
OB X, 7.5 2 THICHE - 72, 50% UL E ORI HENIZRD bR o 7- 9,
ICso M OV ICoo fEITEH Loy o 7,

X (%) = (T-B)/(S-B)x100

X o HEBRYELPEREOM AR (%)

S FetE (BRUE) XFIERE 1 oWt E

T Bl B ) L AL B OO WO

B 75 ORE (KD R E AT L)

7.4 R EERHEEER
HEA ARSI W T R E O Mla i 2 509 2 7= o WAT U CHl iR SE
By Eh Ule, RIBRICIE, SBRMELETE, 77 78 (MIREMERBRO ) | Bt
(FHE) XHREE 1. 2 KOG BB Z R T 72, 7 L— My BBEFEDO 6 V=L L
—FEHV TSRO0 2 VEIITEERBHR TIL 6 V=)L, MLEmaER <X 3
VavEHn, B, UTORRBIED I L, BEMEEZLELT561E, HEER
BTIZBWT, WEFEOGHEZ W T, BEEBMEICXL > TEE L,

16
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7.4.1 REREME

1)

2)

3)

4)

5)

HERMBE % 0.25% Trypsin 38 #Z (Thermo Fisher Scientific, Inc.) & & ¥ FIHfE < &,
DFSF B8 2 VT, 0.7x10% cells/mL oM BASRIEUR % FH8L U 7=, AN S
W2 mL (1.4x10% cells/ 7 =/V) & 6 W=7 L — MIEREL, CO, & 5%,
JE 37°C, RBELRM TOREBY AERBNICAN, K4 HF%ELE,
BRE4BH®%, P — P L VERBEEZREL, SEERMOHBRYE LRI, Bk
(BREE) e ALEEUE 1, 2 RO ME BB O 22 mL &, &7 = VIZHEL
Teo 7TV TREZONWTIE, B4 HZ OB BEE SN TWARW Y = )LIC 5
T2 mL E51E LT, COMRME 5%, IR 37°C, @BESRMLE T DOREY R %
APIZ AR 3 HREEE L, BFE 7 HR RO 11 HRICLREOBEEZLT
Foly it

BEBBHA T L — MWL R 14 R . K7L — bRk ERE L,
e DFSFRSBRIK 2 mL 2 & U = VI E LT, COIRE 5%, RE 37°C, &
WAL TORBAT AERBNIC AN TEICK 7 BEEEE L,

BEFE 21 AR, YL — MROEERBEZREL, 2% /- 1mL 2% 7 = Vi
DIEL, 105U EBEE Lz, A/ =N EREL, 5volnuFX AHiEA 1.5 mL
Tt L, 1Sl ERatk, AREL, HL LT,

MR FEARBR T 7" L Mo oW i, #ERE 7 B4, 7.3.1 RO 7.3.2 HHIFE AR I M %)
AR mERE RN U, B, fFESERRICi)E- =,

X (%) = (T-B)/(S-B)x 100

X o HORWE PR E T2 Xk BRI O R MR B AR (%)
S ¢ Mk (D MBS 20l NE

T o BB ALBERE T R S R o0 W G

B : TIrIoWNE (BHOLEANZT L)

7.4.2 WMEEHBE (J+—HhR) OBEERUEHE
WIR S 2V I TS F TR EZEE L, ROEREIC LV BEGERETH D & H
ELIEbDEHM L, BB, BEBEHRRE, TLOBENBMOTRTENLE LY

ENR

KRl )6 6) DIHMEICBIZBH D IEAICHE LE, B, BEicL— 1%

o— FE L LR B R VRI T TR L, B, Sr— MNIEELE,

1)
2)

3)
4)
5)
6)

TEEREHE A 100 MRSl LTSN TS b o,
TR O MR DS RESETZ 275 U, B BH O ML & X B e o 72 B I RE & 7R ¢
% ? (spindle-shaped) ,

AN E A (RVWERA) IR EE->TWD SO (basophilic) .
TR O Z v & AR THEWICEZZL TWS SO (criss-cross) o
FEAERY HoMBOMENE LS H O (piling-up) .

T E L2 R T 27 MREBOKEHIZZH (invasive) L TWA 0,

17
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7.5
7.5

1)

2)
(D

(2)

7.5
1)
(D
(2)

3)
4)
2)

(D
(2)
(3)

7.6
LA
1)
(D
2)
(D
(2)
(3)
(4)

HR DN
A et #E A
AR Al 37 K

ERS R (FGEERBEL Y =) ([CoWT, Bt (B B 2 & BB
X HER] T Student O ¢ MUE 21T - 72 (A EKYE 5%, BRIfER)

i RO E
REEHRICOWT, B (FED) xTHREE 1 & By ELBRERH T Dunnett D%
BEILBRIE (AEAKE 5%, FIRGE) 217 -7,

(DIZBWT, S%KETHEMERED LI T2720, Jonckheere DIRE (K
BOKHE 5%, FRIfER) 1350 L e h o 7o,

2 18 O Bk Ly

AT e £ g A

B0 =2 VORNE (R @ DN 3 A7)

MES T2 QPR (RoR /DR 3460) ROEBEERE (R /D ORE
3 L)

FHHM BBl 3R (BAAT © %, RoR - B ENVECE 3 H7)

ICso RN ICoo i (HANL @ pg/mL., IR : A 8ET 3 H7)

W i B R

FE ARG M SR O M E W B9 2 Bl L, IR & Ak & L7,

HFU = NVOEEBREOH (B ., R7R B

HEN 720 OFE R (B B/ 7 =)L, TR A 1AL R OSE (R
& (For N 14D

SAER Rl I AL
TOFTRTOHEHE &7 Lz, BRI YN K S Tz &Rl Lz,
A0 e 1 Gl SR
EHEOHMAREL Y o VEBR 27 2V ETHDE T L,
T8 i 3 R
BHEOFMATERY 2 VEN S Vo VU ETHDEZ L,
FEM R RE A H BN AR ETHD 2 L,
fEie (A STREBEOREIEBEEN 2/ VR THDH T &,
Bo Mk FREE D TR E R RN, Rk (FRBE) <HHREE 2 & el U CHERH I A B /e
HWmMERT &,
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7.7 BROHIE

FROHEIXTRHROEEICLDN, EWFHRLEEZHRL TRAEWICIME L -,

1) Bt
PER BB O B3 a2t R XL 1 & i L CHRGHFMa B E
DD LR NEE,

2) etk
R BB O TR HCR S 2t (BB <R 1 S iR L T, B ENICHE
BIZHIML, o, TOERICBRERFEENZRED bR LEE,
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T-G440
8. HEBRERRUEER

8.1 0 A 38 718 5 B

FERERK1EO#E IR LTE,
BHEHIGHRAROHELZRET S, [Bhas 42 sz AWV 2 BEEHEARIC L S
A DR ZED HILDH 4250 pg/mL AR E UL LLTFAK 2 THRR L= 2125,
1063, 531, 266, 133, 66.4 KT 33.2 ug/mL D&t 8 &% %@ L CHI B R 4
Tolr, WRMELEBEOTRTCOAE T L — MERICESERNRD N, #
BEIC X DWMHNERE~DEBERRRINT, 20D, HEHRE TRISE LA ZE
BEAEEIC L0 MK R A R B L2k R Bt () xXPHREE 1 ki LT, %
B BB TR ERFNICHREECER FARD bz, LrLans, Mxi
Ja¥M R O EOR R, MREECER TARD Sz HEIZE W T, WL E OB E#
RICH O NRBINMBED bz, T3 6 O R ITHRYE O T H A3 K O ) E k5
WWHEEBLTWAZ LR L, HEOMBEREZKMR LT RWLO L Lz, £
7o, mEMED 4250 pg/mL TIX, KBRYE OB KR E D722 b, BEKT
BOWHBIEIZLY L — NEROBENBS ICHE SN0, WLEOIKTNR
Honlcb ORI, WHREREEOY HNREINARD S 2125 pg/mL
236 133 pg/mL O EIL, BEAEOKBICL O BEGRRE (74 —bR) OBENEIT
R#E - TSN, L2 -> 7T, T[Guidance Document on the /n Vitro Bhas 42 Cell
Transformation Assay] DO¥EMHYMEORKSREOBRERLELSEL L, #HRWED
BN EGHRE(T7 +— 0 ) OBEOEITEY T R WHARE L TIN5 100 pg/mL
mMEeE LAk 1S THIN LT 66.7.44.4,29.6,19.8,13.2,8.78 KX 1 5.85 ug/mL
DO 8 HEEZHRELE,

8.2 AL e e

RREK2ROER 2RI RIIZRLE,

BEIGRRARTIE, WTRLORBICEB W TS 50%LL LSRR 4R LT
To WS, BEEAA THRICEINIA R ZE B EE 2 FHWMREE 0Bl L v Bt B
IFPREE 1 el UC, R E NI D 66.7 pg/mL DL EOHETITMABEDE L
WK FRRD b e, RFERE, W ELBEED 66.7 ug/mL LA EO T, #
BROEN T U— MEREICEAET D2 S0k 0 WOREREMEA R Bl Tuvnie
TEEARBRTSLH, TNOOHETIE, MEBEOREBICIY v itz
Ty FIRIRFEBICHIIE L TR o m Z E D EMRNT S ITSA LT, SR
REBRORESR, SR ELEEZ BT 2 b AT fe 2 BB W, B (ASE) <hHdRE
LICH T 2B EEGEEOA BEREINIRD G h - 7 (Dunnett O L E LR E, p>
0.05) T &b, AREFEERWE L in vitro TORENPATaET— g UERIZRNED
o ¥ W

20



T-G440

A, B (B XTREE LSBT 2 RERREBII 7.7/ 7 = v & 1248/7 = LRk
T ole, —J7, B REFICRIT 2B EGHERIT 23.0# /v =L & B (RS
KTPREE 2 O 8.5 /7 = V& LT, WMEHFIICHEEZ2BN% R L7 (Student @ ¢
RE., p <0.05) , £/, MERMIERRICKT 2 HEOFMATEER U = VT
T3T=VThD, BEBHEARTIEAHEBORMATER Y = VEIXT T 6V =L
Thotlz, BWEHEBRRRICB T2 MAELHERHETH -, TNOHDFRX
D, ARBUTEUNICEE SN b o LW L=,

PLEDRERNS, ARBREMETIZRBWT, B A Ly R-57-11% invitro TD 3
NDAoTaxs—a MERER S () e LE,
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T-G440
9. ZEXM
1) Sasaki, K. et al.: [solation and characterization of ras-transfected BALB/3T3 clone

showing morphological transformation by 12-O-tetradecanoyl-phorbol-13-acetate.
Jpn. J. Cancer Res. 79: 921-930 (1988)
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£1 EJAV LY F-57-10Bhas 42 #i81< & 1+ 2 M IE TR ER DA X RIS R

T-G440

% 4, A& T 1 ) ORFE (540 nm) Y
i (ng/mL 1 2 3 T v TEE(%)
T - 0.108 0.116 0.111 0.112 0.004 -
e o IR EEL 5 vol% 0.635 0.642 0.631 0.636 0.006 100
BRI TR 33.2 4 0.443 0.478 0.482 0.468 0.021 67.9
66.4 # 0.498 0.533 0.535 0.522 0.021 78.3
133 ## 0.814 0.889 0.956 0.886 0.071 148
266 # 1.918 2.033 2252 2.068 0.170 373
531 # 3.042 3.005 4.000 3.349 0.564 617
1063 ## 4.000 3.283 4.000 3.761 0414 696
2125 4.000 3.380 4.000 3.793 0.358 702
4250 4 0.188 0.198 0.313 0.233 0.069 23.1

&) BN R G SRR S U7 o BEO VOIS A M DRz LT, BRVEGS

b) BEMECRIF TR L 5 vol% waler for injection
#E 7= MR SR T O 147D,

25
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®2 EJ ALY F-57-1MBhas 42 MiBICE 1+ S EGRHBR OB BIILEE

T-G440

) & 7 V¥ 0 OWIEE (540 nm) FAHR®
m (hg/mL) - i M (%)
I 2 3 T IRIER A
IR - 0.090 0.092 0.087 0.090 0.003 -
B )RR 5 vol% 0.548 0.571 0.554 0.558 0.012 100
Wk LR 5.85# 0.460 0.441 0.463 0.455 0.012 78.0
8.78## 0.436 0.449 0.448 0.444 0.007 75.8
13.2## 0.451 0.450 0.436 0.446 0.008 76.1
19 81 0.446 0.449 0.447 0.447 0.002 76.4
29.64 0.491 0.469 0.481 0.480 0.011 83.5
44 44 0.518 0.524 0512 0.518 0.006 91.5
66.7% 0.627 0.606 0.601 0.611 0.014 111
100 # 0.930 0.933 0.917 0.927 0.009 179
e P (T8 3o B B2 © 0.1 vol% 0.566 0.565 0.569 0.567 0.002 100
B M EREE (TPA) 50 ng/mL 0.884 0.866 0.867 0.872 0.010 164
a) -4 4 SUF 2 VBWOLIE S 6. 7T 7 BRO VWL RIE 20 U7z 2 LT BRVEGAREN AT EEO 14 100% & UIc BB o Rl & 4,

b) BEPE(FE0) X EEEL: S vol% waler for injection, ¢) [£%

TPA: 12-0 -tetradecanoylphorbol-13-acctate
HE U~ NIRRT OB 54T,

AU APBREE2: 0.1 vol% dimethy] sulfoxide (DMSO)
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®3 ES AL FL v F-57-10Bhas 42 il H 1T 2 EEBRHROER

T-G440

954 H OB WHEHRE/ U = IR
(weml) 5 3 4 5 6 meymEY mEgEsE  HEE®)
et (AL X BRI © S5vol% 12 4 13 4 6 7 7.7 3.9 100
BB AL 585 12 6 7 7 13 6 8.5 3.1 78.0
878% 5 12 14 6 3 13 88 47 75.8
2% 7 8 8§ 12 8 6 8.2 2.0 76.1
198 4 s 6 4 4 9 5.3 2.0 764
296" 6 5 9 7 7 12 717 25 83.5
444" 4 4 4 8 5 5 5.0 15 915
67 0 0 0o 0 0 0 00" g0 111
1w o o o o 0o o 0.0TOXIC g0 179
W (Pt et B2 @ 0lvol% 4 12 6 10 4 15 8.5 45 100
gy ot B BE (TPA) Song/mL 23 24 19 25 23 24 230" 21 164
o) IS B0 2 TSI 165 . 75 2 7 B0 TR £ 3R C 7 AT L BAPECARBO A IR D I 100% 2 L 7= By Ao LA (e

b) ST Y Y AT,

) KEME(IE 0 X IBEL: 3 vol% water for injection, d) FEPEGAEEXITEE2: 0.1 vol% dimethy] suifoxide (DMSO)

TPA: 12-0 -tetradecanoylphorbol-13-acetate
## 7 — NI AR T 47479,
tp <005 (Student®

TOXIC: M AEE I 23401 &, A3 confluenti 722 £ 72 7> o 7o 7o w6 8t & Lo
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