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LSRR C W I, PR MUE. L W1, M s 7
S

310 FRIHIENTELGI>LHBROEERICHEZRIIZTEVNDD
SEERUVARITEZICLENI-2 &
ARBIEBONTTFRTDZENTERN-TERROGEEICEELZRITTR OO H
LEEE LT, R ERFEEDOME - ! HE MPR-214FS OIRE € =4 —H Thermo
Recorder TR-7IW ICBWTHERT — F OW EIF RESFA L7 H, 2019 4F 12 A
2 El 05:00~12H 17H 07 : 50 DEDBET —FBRELEZZERFTOND, L
. BRI BT B SRk m T %ﬁ%mﬂ@a%wz(zﬁ/$ #% B, Thermo
Recorder D& =% —FRIRE) OFETIL, l@c@ﬁ\34~48C\ W8 -29.2 ~
-27.8°C LIEHHFHNICH Y, E-Z0oMMPICIRERFEROBR b hoTm 2 &
W%\ZﬂB@%ﬁ@ﬂﬁﬁE%uftﬂf%t%@&%zbﬂéobkﬂof\ﬁ
BROGEE~DORE T b o LRI LT,
oM, RMEBRFEEICEDR LoD SR o T,

3.11 HEHRE
ARG E (EFEEGD) | RHXE, WBRWE., £7 — 2 ROWEEE (BKH
@E$%ﬁ@)m\%ﬁ%ﬁ$/)% %@/&wﬂ@%mnm@§+%r B 2%
’m%%m ERHE 10 EBERET S, HIMETROBFEICONTIE, BAEREHY %
WILYER @A LB RREMREER YV —F o2 —MCH#EL.

FOMEERET D
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4. EH

[Bhas 42 M2 FA WA BEIEHARIC X HFEDO KL | 1276V, Bhas 42 #ifL%
AW EEEHRRIC L 0. B{kE (V) @ in vitro TORERIMA T E— 3 L {EM
BRE LT,

HEERAROHBE 2R ET 5720, [Bhas 42 A2 AW 3 BEGEHBHARICL S
AEDEETED DD 2400 pg/mL @A EE UL UL FAK 2 THIR L7 1200,
600, 300, 150, 75.0, 37.5 X" 18.8 pg/mL &+ 8 Al E %A & L CHIM BT 217

WHRYHOBEENRNRD LN, ZHER@BREICT VAX AL F Ly b TYRMA S
Ao, WOLERIBICHET 22 ERBREINTT, 20D, BHEKE T %I AL H 250
PREBEIZ L0 HIRIRAE 2 R MBI U, BBk () b MREE 1 &bl LT, #ER
VI AVERTE D 37.5 pg/mL 205 2400 pg/mL O & TR E KA 72 M E O T2
RBOOLNT, LLRBSE, HIHIRHEEEOMEDORKRE., MaBEEOCKTHRRD L
NEEHEICRSWT, WREOREMEICHLHRBEMARD 6N, b Of R
WEHE O P ERCEOREMBICHEEL TWDZ a2 R L, EEOMIEEL %
BBl TWinb o &l LTz, £/, WEERNEMOW L LREMNNARD Ll
150 pg/mL LA LD FREIE, EAEOREBICL WV BEERE (71 —8R) OBENEIT
K BE & M S iz, &2 T, [Guidance Document on the In Vitro Bhas 42 Cell
Transformation Assay] DOHEMEME O SEEORERELSE L L, $HRWED
BEPEEHEHRE (T —WR2) OBBROZRTESGT2VWVAEE FREINLS
75.0 pg/mL i mMHEE L, At 1.5 THR L7 50.0, 33.3, 22.2, 14.8, 9.88, 6.58
K439 pg/mL OF 8 HEZHRTE LT,

TR BRI O WO FEHE T, WP o MBIV T Y 50%LL 1 o> A8 ek #l i 5 5l
RaERLUTWIR, R THRICE LA ZBMEE L - ilaEEoBlEIc LY,
i () XTREEE 1 S U T, BB ELEERED 33.3 ug/mL LA B oo H & Crif
JEOFE LUWETARD N, AERE., KRYWELHEFED 33.3 pg/mL LLED
METIE, RWEN 7 L— NERICEET D Z LI L0, WILEREMS R E
WML TWeZ L2 R8T 5, TNO6OHETIHE, Mmool v o kic
MRz 7 NARREBIZEITE L TR Do T2 2 b . ERT 6 IR L
77 WHE IR O R R, R E LTI B T 2RI T RER H EICB W T, Bk (&
M) XPREHEE 1 IS T AREIBHEOFEREMTRO b2 o7 (Dunnett DL H
BT, p>0.05) Z &b, REBRWEIZIL inviro TORPB AT B E— 2 a UME
Hidhnwbo ltEZX2 N7,
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mB, B (R RV 2BEBREIL O3/ v =& 12{/7 = VR
WCThole, —J, BIEBEICER T 2 BEGEHIET 158 /7 =L & B ()
XTHUHE 2 O 55 /U =L LR L T, MEFFHIICHEREMEZ 7R L7 (Student @ ¢
MRE. p <0.05) , £, MRMEERRICST 28 HEOFMATFER ¥ = VLT
T30 =L ThHhY, BHEBRKXR TIIEHEOFRMATEER Y = VKT XT6 7 x/b
Thol, BWEBHBRARICKIT 25T RE2ZHEIS HEThoz, ZRHDORR X
D, REBRITEYICER IS0 LKL,

PLEDREEMNS . KRBREMTIZBW T, B (V) X in vitro TORNA T 1
T—a U ERER SV (B CHE L,
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5. S

gy (v) ORZ2MFMO—& & LT, Bhas 42 AR % F\v 5 R AR I X
0. BEEY (IV) D in vitro TORNA T E—2 a9 MNEHAERE LD T, FORK
WaewEdT o,

WP LR R OB LR GER EEFUTO®Y Th 5,

1) GLP
o BB EFmAMAEIMZOIHE2HOBCICESERMMHREN BHT &
HE

(BBF 63 49 A 1 HHF@E HRE 76 5)

2) FAL-HBRAE
«  [Bhas 42 i@ %z i 2 T EH iR IS & 2 Fi 2 oo S ik
CERC26 7 H 4 B, BEAEFWHES 3 REEEEFMGY —F 0 7 7 —7 5
HIH)
. lSeries on Testing & Assessment No. 231; Guidance Document on the In Vitro
Bhas 42 Cell Transformation Assay |
(OECD : 201747 H 20 H)
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6. HEBRMBRUAE
6.1 BEMERUVBEK
6.1.1 REEME
E2¥i ke (Iv)
Wi FH T AT RIS
oy hES MOHS5158
CAS %5 1309-60-0
BWARERE (ﬂ:%{f)
(1)-527
ANF&E 25 g
5 1E X
O~ -0
ot 239.198
i 97.9%
A ) 5 U ) 0~ B8 8 D ) SR SRR
Rl /B i AR 290°C (47 fiR)
R A EE T B IR 1EE A ETRIT 0
23 NS B (ﬁﬂﬂ s BRI T D
RAT R MmIEFT, #ie
R AEG T FOLATERT R E R =
B i 0D WL FRE TR OBETTNCHEELE,
LR E SR, BE T O COA RO ICABEHRICE S <,
6.1.2 B
4 F VAF VALK FR T R (Dimethyl sulfoxide, DMSO)
oy hEE KCNO0182
LS T B LT A AR S A
i ik B R
RAT A1 E<$I7]
IRAES T FHESEET AR R =
6.1.3 B OEIRER
EIRPERIR O RS KRR E XS HKIC 48.0 mg/mL, DMSO RO'T7 & iz

480 mg/mL THREWE L7225,

W, BAOREFEDIGHESED b EEN &b

BifFTohH -7 DMSO ZIRE & LTI L7,

11
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6.2 HERAROIAR
6.2.1 YR S
WL & VI O R A A BB BRI A VR U T B R e MR T LB &

HL7.

6.2.1.1 0 R 128 5iE 5 BR

1) WERYE 0.9600 g% 2 mL A AT T A THRLT,

2) WHTBE LRI AAT v 7 L THREIRED 480 mg/mL #F80E &2 T L 7=,

3) 480 mg/mL #EERIE & AL 2 (IR EE O BRI 1 mL S 1 mL) T 7 BEREAIR L,
240, 120, 60.0, 30.0. 15.0, 7.50 2 T*3.75 mg/mL @&t 8 1 & B P& o> W Br i %
L 7,

4y yHIBEFE T T AT v 7 @B DFSFE#REEZ 9.95 mL ¥ 207 EL, £2122)
FO3)THRM U7 8 BEEMOMEBRIK 0.05mL 2L, ThERHEHR LD
D EWRYE LT & LT,

6.2.1.2 o B Enia A ER

1) WY 0.0300 g% 2mL A AT T AL,

2) WETHELIEBIC ART v L TRERED 15.0 mg/mL #HBRK A W L7,

3) 15.0 mg/mL #EBRIK A AL 1.5 (RRE OB 1 mL : ¥&EE 0.5 mL) T 7 B A
RLU. 10.0, 6.67, 4.44, 2.96, 1.98, 1.32 21 0.878 mg/mL D&t 8 PEE D
B IR 2 AR LT

4) yRRIWREHE 7T AF v ZEILEIC DFSFREEHRIEEZ 199 mL £ L, 212 2)
FO3)THB U SRR OMERK 0.1l mL2RIML, TOAFThELLZLD
R AR & LT,

6.2.2 AR
FARFIC TS U e, TR LR C R ~ oD AR B 4 L 3 3 [ L 72,

6.2.3 REM
JHRETRE D 728 | 2 EVERERIL M L2 h > 72,

6.3 XEME
6.3.1 R (Gt *tig
PR E LBk Dt (BED ek (WA 1L, Bt LT
A% DMSO D i #EIREEAS 0.5 vol% & 72 5 K D I DFSFESRIRICIRM L 7= & D % 2k
(FRE) sEpaneing 1 & Lz,

12
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6.3.2 1514 it R
12-O-tetradecanoylphorbol-13-acetate (TPA) X DMSO (& L 7 A /b A F0 e fif 38K

=tk IR, 2y FEE KCN0182) ML, 0.050 mg/mL (ZFFHE LA (A
by 7R . L TP IR E B RIT, 9 0.25 mL 304 1% -20°C LU R TR
7L, % 2HELNO L0 ELEH LK, t,c:ko\ — BRI U 7o BRI R E R L e o
77s
1) Wikl

A4 : 12-O-tetradecanoylphorbol-13-acetate (TPA)
2y hE&E : SLBX8889
LOSEoTH : Sigma-Aldrich
Bk : G EWER (99.0%L )
TR AT 7 15 : M (=20°C LLF)
IS : HOLMESERT BRI E B R
2) ARk

(1) A by WK% R L T,

(2) DFSFE:SEA AV, A by 7K 0.02 mL 2% L, DFSF 55#%#8 19.98 mL @&
A CTHMER AR 2R U7 (BKIRE 50 ng/mL)

(3) BBt BRI I3 D RRYE (W) sz et () *tE2 & L, DMS00.02 mL
WZxf L. DFSF B398 19.98 mL OF|A TR R A2 R U, SKEEN 0.1
vol% & 725 X 9 IC DFSF BEBIRICHEM LI b O & et (IR sy 2 & L
776

(4) FEEMix, BBRAMEREED L U TEELE,

3) Bkt B o0 R R B i

[Bhas 42 filaz AW 2 EizHRRIC L2 EOKNE ) KEHARXED LTS
7=,

6.4 Wik, BEEREARUEER

6.4.1 HHAakx

4 : Bhas 42 #ifid (= o 2 2R H ¥ BALB/c3T3 A31-1-1
(= v-Ha-ras @{5F &8 A L- i) Y

my MEE (A 053000

AFIL : MSLATHOE N EIRFBIFICAT  JCRB Al N> 7

ANFHEHHA : 20134 11 H 20H

Rt AT : A AT A {EY fEE
am = —JEREE ; 1.12 (BEHE ; 0.5 DL 1)

BB Eh : [Bhas 42 H#ild 4 H\W\ 2 B E MR L 5 A& O &L
AP ED N TWHE D,

L FR IR O iR 5k : AORG B G AR T U LA, TR R ERER Tk 1 Akt R

13
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fER L7,

6.4.2 EERERUVHBOEESE

REER T, RIS (FBS : Fetal Bovine Serum) % 5 vol%, <=3 U >-Z k
LA UV IRBWIKE 1 vol% P &p Dulbecco's modified Eagle's medium/Ham's
F12 (DFSF ) 2\, 37°C, COIREE S% DM T THE Lz, BEKIX. #
W1 EAZEHBIRE U CmBRREL =,
1) 45 Mg (FBS : Fetal Bovine Serum)

7y &S : 184j0e2

L& T : Moregate Biotech

RAF I VE : i (=20°C LLF)

AT 5 T : RAEWIERT  EEMERRE B
2) Dulbecco's modified Eagle's medium/Ham's F12 (DMEM/F12)

By bEE : 2120374

3 5t : Thermo Fisher Scientific, Inc.

R A7 515 : 1 ik

RIS T : FORLARZEET REARER S s
3) N=V YU ARV AV URBARK

oy hEE : LONO0177

T : FTHTGAT AT RS

FHER : NR= U ;10,000 U/mL

ANV b= ;10,000 pg/mL
(X EIRES : MR (=20°C LA F)
TRAF G T : FOLHEERT BRI E Dl

7. HEAE
TERHABR O HERTEO =D OMEEMARE i L. BEiHRAR 21T - 72,
k. BEHEHRRRITI e —a VRABOLEN L,

71 BAZEE
A Ik, R S, LB, 2 — FESR L AR L CHBI L7

7.2 REDEEE
7.2.1 0 e 1 5iE 5 B

[Bhas 42 flilaZ W2 I EEBARIC L DFEORKYE ) - T, KEAEL
2400 pg/mL & L, PLUFZAK 2 THBRLAE 1200, 600, 300, 150, 75.0, 37.5 K O®
18.8 ug/mL OFF 8 HEZRE Lz, ZHIZT T v 7 BEROEM (BE) ©TBE 1 2%
e,

14
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7.2.2 o B En i sl BR

0 BB AR O i L ARBR M ALERRE O 37.5 pg/mL 2> 5 2400 pg/mL O B TR &
WHICHBEMEOBRENRBO NS, ZTHALPBRIICI VAZ LA 4Ly BT
Yeta Sk, WEENTICEEBET DL ENBESHE, 207, FBEETHRICE AL
FHAETAPREEIZ X 0 AR BB & BRI LA U 7= A 30, B (FRE0) SHIRAE 1 &l L €
e BR M L ALBRRE D 37.5 pg/mL A2 B 2400 pg/mL O B T I E R F A 22 M 95 B 1K
TRRD LTz, ULALRN L, FHxHMlIaR RO EOR K., MEREE DK TN
HDOENTZHEIZBWT, WECEOREREIICH O NRBMAED bz, 2 bk
FIIH B E ONTHHAESEE O ERKRICHE L TCWD 2 EE2R-B L, REO MRS
FE& LTV o &l Lie, £z, WOLEHIEMDOB &0 REMNARD b
tUO%MLUfwm ----- W, BEORBICL Y BEEBBRE (74— 0 R) OBENE
TN &y x/=, £ 2T, [Guidance Document on the /n Vitro Bhas 42 Cell
Transformation Assay| DOMEMEMHEHORKEIREOBRELELZSZ L L, BRHHEHD
BAPBEEBEBRE (74 -0 R) OBRBEORITEHBT2VHEE FREND
75.0 pg/mL EmMEE L, Ak 1.5 THR L7 50.0, 33.3, 22.2, 14.8, 9.88, 6.58
K439 pg/mL OFF 8 HEEZHE LTz, THICT T 78, B (5D STREE 1.
2 KON o B 2 3% 1 7

7.3 iRRSiEE G ER

WEEHRABRONELRET 50D TR E U TEMLL, RABRICIX, 77~
8 (BEBROR) | Y ) TREE 1 ROERMELREEL R T2, S — |
I yBRBEEFO 6 V=T L— MW, 1S DO LT3 ved L, 72
B, UTORBRBEDOS &, EEMEZMLEETHHGT, BERE TICBN T, A
FOHREEZMNNT, BEBIEIZX > TER L,

7.3.1 EEREME

1) KA A 0.25% Trypsin ¥ (Thermo Fisher Scientific, Inc.) (Z & ¥ FIfE X &,
DF5F E#%ik % FIVCL 0.7x10% cells/mL D HIARRMHE 2 J0 U 7= AHI i 05
WZmLUAMNCwyWIN)%67iW7V”FK%@L\ab%§5%\m
B 37°C, mBESRME TR AERMNICAIL, 4 HEHEL,

2) %@45%\fv—%i@*%méﬁkb 2 Y FE B B O 9 SR ) B AL BRI e OV
PR SRR DK 22 mL &, ST 2587V IHELTE, T
BEIC DWW T, MR S TR0y = b ’tﬁ%?&@if 2mL 243 L7,
CO, IR FE 5%, IRJE 37°C, EBELRM T ORMBAT AEEBNIZANK 3 %
L7,

3) HEFE 7 H#E. BISLALAHZAEMEBE TR L, 7L — MERICHBRYE O EE N ED
LDNTEHEOR, L — ML VEBREZRER. £ 2 mL @ Dulbecco V #E

15
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Bk (D-PBS(-) ZMA T, BEEL, HEUV VI AF T a—E2mL %
%&L\mﬁ%uilibtoiﬁﬁ 0.1 vol%Z U AH )L A4 F L v hYetdik
1.5mL 2% 7 V2o L, |IET 15 OB EREG L, 7L— FaKEEL.
Jii X7tk AFHHE (50 vol%T & / — L K TF 0.02 mol/L ) 2 mL %
K7 o ZHTEL, 15 oMM LEE (@%ﬁmm)l/to

4y AR 100 pL % 96 7 =L L— MZrELL, 540 nm | LW E ~ A
&rz71/-h)~<&bA(SPECTRAmaxPLU&m4)'Cﬂnzbiw

7.3.2 $E*1ff‘ﬁwﬁi*§@$0)%itﬁ

AT L0 | R BB IS T D MR (%) 2Kk, B, #HE
ﬁ@ﬁbﬂwiﬂjlﬁ_%otmw%UL®M@%%mW IRDENnoT T,
ICso MOV ICoo HIXH H L2y o 12,

X (%) = (T-B)/(S-B)x100
X o ERWELBEEE oMK E (%)
S Padk (BE) SFRREE 1 oW
T @ WRYELEFEOWILE
B T ORNE BEHORE AN D L)

7.4  REIERHAR

WEEHABRIC ISV T, R E OMia k& 503 2 72 W4T U C M M
BRb i L, RIS, SRWBLELRE, 7T 7 B GRS O 4) | Bt
(PRIE) SRRIE 1, 2 RUBMEI I 2R T 7=, L — My BBEFO 6 v =L T L
—hFEMN THY Y OU 2 VISR EGRRAR T 6 7 =ob, AITBEFERER TIT 3
Ve VEHRWT, RB, LTORBREBED D b, Ktz uEE T 55481, BER
BEFIZRBWT, BEFEOMREEZ VT, BERIEIC L > TEME L,

7.4.1 EERIRME

1) FEAAIAEZ 0.25% Trypsin #& & (Thermo Fisher Scientific, Inc.) {2 X 0 FHf &,
DFSF &G &2 AV T, 0.7x10% cells/mL O MINQSREWE % 08 U7, Ao 05 %
2 mL (1.4x10% cells/ 7 =)L) 26 W/ L— MNMIEEL, CO,LE 5%, R
B 37°C, ERELRMETORBAT AERHENICAIL, 4 HEEFELE,

2) HME4BH®%, T PR OEEBERERE L, KEEBEMOWRYELRIE, Bk
(BB XPRRALBEMR 1, 2 RO ME FRALBEIE O % 22 mL %, 4% 7 = VITHIEL
Teo 7TV 7HEIZONWTIE, B4 FROLZMRAFEREI N TRV Y = )L |25
B 2mLE0E L, CO A 5%, IRE 37°C, ®MBERMETORBY A&
FNICANK 3 AMETR U, B 7 HB LU 11 BRSO BIELTT

<7,

16
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3)) BEHEBAS LMo TR . BRI4HBB. £ — P LOERREREL,

%%@DHF@%WZmL%%W:WK%ELKOOL%ES%\EE3WQf%
JEEAF T DIREE T AERARNICANTHEISHN 7 HIEEEE Lz,

4) %@215% 7VHF£UV%W%%%b\%&/wwﬁlmL%%WIWK
SEL, 10 0B EEE Lz, AX% /—A&2BEL, 5vol%XAViEa 1.5 mL
TONEL, 15498 ERmg, AKE L, BEL LT,

5) MR FGEERA L — M oW T, BEFE 7 A%, 7.3.1 KOV 7.3.2 TERERIZFH %F
Al AR A B U7z, ek, HERXERSIiE- 7,

X (%) = (T-B)/(S-B)x100
X BB E AR BRI E T X ot PR O F I AR (%)
S ¢ e ORBD XM £ 2 oBOLE
T BB AL PLRE E T i B O W
B : TIVI/OUWRE (HHOKEANTY L)

7.4.2 MEGBRE (J+—HR) OBEBERUEA

WIS D VIETERBEMEE T Mz B8 L, ROBEBIZLVBEBRETH D L
ELlbOzi# Lz, vk, BWHEBHEIT, F%@V“mﬁ@@TAT%Z%&ﬁ
TLOAFIC 2)00 6 6) BAMEICBIEHDR D SR ICE B L, kB, BEMCTL— M E
a— R L, ABEMENH S RVIRI T Tl L, Blgk, 7 L— }\ igfﬁ L7,
1) TEEERHLE DS 100 ALl ETHER S TWnD b o,
2) JEHEEHRBEOMBNGIER %R L, JFHOME & I e HE 2~

% @ (spindle-shaped) ,

3) MIBE RN (BUVEEA) ICRPREE->THDH b (basophilic) ,
4y JWEIEBHMBEOMBEN T v X AR THEWIRZZL TS H O (criss-cross) ,
5) BAERYHOZMBOHMMA RSN 5 b D (piling-up) .
6) HEMILEZ RS 7xy MREOMEEFIZRMYE (invasive) LTWA (0,

7.5 EROEM

7.5.1 #hEt R

1) BN AL
H R CEYRERGRRE/ 7 = V) 2o T, B B SR 2 & Btk
%t BREETH] C Student D tIRE X 1T o 72 (AEAKYE 5%, FMIMER)

2) REROHE

(1) TBEBEERIZOWT, Y () sl 1 & 9R%ELBERERK C Dunnett ©%
BILEBRE (AEKMES%, FRKRE) 21T 77,

(2) (HIEBWT, SUKETHEEDRBD SR o 7=, Jonckheere DT (A
EKHE 5%, BAIfER) 1XFEK LR o T,

17
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7.5.2 #AEDE KL

1)
(D)
2)

3)
(4
2)

(D
(2)
3)

7.6

1 e 3 7

B0 = NVOWILE (FoR /NGRS 3 47)

BN 720 OFBEICE (KR - RS 300 R ORERERZE (RoR - /NS
34L)

FESH I (HLGE © %, R BRVEE 3 HT)

[Cso MV ICoo M (HAAZ : ug/mL., FRoR : H20EF 3 #7)

T B i a3 B

R St 0 4 S 8 o0 0 E A BT 2 B, M R SRR & TR & LT,

U VOREERER O (HAL : ., £7 BEK)

Y 7= 0 OEEEHER (AL J/ 7 = v, R /NBUEE 1 60) R OREYER
7% (BB L /INEUREE L ALD)

A ER R I A 2

UTOT_XCOEAZmMZ Lzlzd, BBRITEYNICER S Tunie &l Lz,

1)

(D
2)

(1)
(2)
(3)
(4)

7.7

e 2 i R IR

BHEOMAIERY 2 VBB 20 = VU ETHLH T &,

T B s R

BEREOFMAGER Y = VRS T2V ETHBHZ &,

FEM AT RE R BN 4 HEU ETHD Z L,

B () XTI EEEEN 12//7 =V RETHDHZ &,

(o tE st FRE O B R #3052k B0 STREEE 2 & ik U CHEGGH I B 722
WmzR+ &,

HRROHE

FEROWEIE T RROEEIZ L D0, EWFR Yt 2 BIR L TRAEMWIZEEN L 7z,

1)

2)

b

BRI TTALIRE O T TR R A IR (HRIE) SHHRRE 1 & S L CHEAHF A7
AR BBV,

Bt

WSRO ELILIRE O T R SR A R () RTIRIE 1 & Wl LT BERHFIC AT
BIHML, o, ORI IIERTFIEN R b1 DB,

e

o
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T-G432
8. HEBRHERRUZE

8.1 HH A 1 E S R
FREKI LR IR LR,
BEIGHRRROHEELHZRET 5729, [Bhas 42 #Mif % W 5 BEHiEHARIC L 5
FEDEME N ZED HILD 2400 pg/mL ZHREHEE LI FAL 2 THIR L 1200,
600, 300, 150, 75.0, 37.5 X (" 18.8 ug/mL D FF 8 HE AR E L TR %17
olz, TORR, WRYWELIRFED 37.5 pg/mL 7> 5 2400 pg/mL O B THH/IE I
%%%%@l%ﬂ WD BN, THONBREICZ UV REZ AL F Ly FTYE X
CBHEREICEET LI ENBRE SN, ZO®, BT HBICE AL
%% UMK TE 2 B IC LR LR R, e ORI XFRREE 1 LB L . R
Yy ALEERE D 37.5 pg/mL 2> 5 2400 pg/mL 0 B CIL IR R AN 22 I 5 BE DK R
BN, LLRRE, FAXHHA ’jf%&méOD/B'/EODﬁ% AR BE DI T R 6
NEHAEICBNT, WEEORNEMBRICHOLRZRBENARO DN, D ORI
PSR B D AT HH DS WO E o0 R R ﬂ“.i.“bfu\é EERRE L, REOMREE %
ML TWRnb o LWLz, £/, WRERMEEOWH L2 MARD &
150 pg/mL LA LD &L, BAEOEEBICLVIBEERE (74 —8R) OBENZT
KM E W XLz, 2 T, [Guidance Document on the In Vitro Bhas 42 Cell
Transformation Assay| OHEEMEMBEOREREDRTEEELBEL L, tiWE O
BAPNEEHEGEHRE (74— 0 R) OBEOFTEBT2VHREE THEINS
75.0 pg/mL ZEcEHEE L, Ak 1.5 THIN L7 50.0, 33.3, 22.2, 14.8, 9.88, 6.58
KN 4.39 pg/mL DFF8HEZRE LT,

8.2 e EEnif Bl ER

FERE 2 BOE 272 5 ONTE 3 I2/R LTz,
WEIRHARR OB, BAERETIEIWT RO A EIZB W TEH 50%LL0 o FH x5k #il i
%hﬁ%%bfwtﬁ\%%%T%_@iumﬁﬁwﬁémwtmL&E@ﬁﬁu

CoREE (B HREE 1 LR L T HRWEALBERE D 33.3 pg/mL BLEOHET

M%&W@%LwﬁFﬁwbEﬂko$%%ﬁ\%%%gmﬁﬁ®3&3%MLu
FOMRBETIE, BBWEN L — MERICEET A LI R B A AR R 2
EEML Wz & 2R T 5, 26 OMRETIE \mw H@%@ AV AE W2
LKM@ﬁ:y7w:y%&%%’%bewﬁmotgtW%\ﬁﬁhﬁ#%mh
ShLTe, TEEBERBRORE R, R E O BT 2 I fTRER A EBICB VT, B
MR SRR 1 ST A IR E IR RO A ﬁfa?i‘efj]mi%&) AL Mo 72 (Dunnett
DEEWLIRE, p>0.05) T &b, RERWEIZX invitro TORENAL T O E—
a VY ERERVWbOEEZ BT,
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T-G432

k. B () R LI ATREBEREIZIIME/ v =L & 128/ = VR
i Coholz, —J7, BHXREIZRIT 2 EERESEEBT 158/ v = v & B2 (B
STHRHE 2 O 5.5 /0 = &l LT, MEFEMICHEE 2N %R L7z (Student O ¢
ME, p<0.05) . £/, MAEERRIZBT 28HEOMATRER ¥ = V31T T~
T3V7xLThHY, BEBHRABR CESHEOMARER 7 = VT _T6 v =L
Thole, WHERRARIZKIT MM AREL2HEIS HETho, T b OfR L
0, ARBRITEICERILZH 0 LRl LT,

ULEORERN G, ARBREMTICB T, Bksh (V) 1L in vitro TORERNA T 1
T—a MEREAR SR () SHE L,
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9. BEXW
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)

21



Relative Cell Growth (%)

T-G432

Concentration of Test Article (ug/mL)

®1 B&esR (IV) MBhas 42 fRAICE (S HIR0ETE K ER D48t $RAR S TE 2
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Relative Cell Growth (%)

120
%
100 ’. .\ -o=Relative Cell Growth (%)
‘ \ . =O=Number of Foci/well
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K2 Egibse (V) DBhas 42 MRS H T HHERRHRBROER
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&1 Bty (V) DBhas 42 MIRAIS & 1T 5 MRAIEFER R OB X IR R

T-G432

2 4 " & U M ) QWS (540 nm) *ﬁ;@fﬁ?fﬂﬂﬂ“)
(pg/mL) 1 2 3 HE HTEEE (%)
TSR - 0.108 0.110 0.102 0.107 -
Pt R PR EEL Y 0.5 vol% 0.486 0.506 0.526 0.506 100
TS B AL PR 18.8 0.415 0.430 0.432 0.426 79.9
37.5 4 0463 0473 0.483 0.473 91.7
75.0 # 0.598 0.585 0.586 0.590 121
150 # 0,703 0.745 0.755 0.734 157
300 # 0.679 0.711 0.691 0.694 147
600 # 0.514 0.499 0.487 0.500 98.5
1200 ## 0.387 0.405 0.388 0.393 71.8
2400 # 0.445 0.454 0.443 0,447 0.006 853

1 0.5 vot% dimcthyl suifoxide (DMSO)
BIPH O 3419,

24

B VHRCIE LD, 77 2 2 ROV I &M U U T, BRYEGREDR I EF 1% 100% & U7z S O WK% i3,



#2 Bbsn (IV) 0Bhas 42 #iRIC BT H R EERHBROEX MRS E

T-G432

W A J I W =LY ) O IEE (540 nm) AR
(ng/mL) 1 2 3 gl e R %)
A S - 0.083 0.073 0.077 0.005 -
()RR R 0.5 vol% 0.492 0.485 0.497 0.016 100
BRI 4.39 0.508 0.511 0.511 0.003 103
6.58 0.558 0.542 0.548 0.009 112
9.88 0.544 0.548 0.551 0.009 113
14.8 0.526 0.513 0.521 0.007 106
222 0.466 0.457 0.467 0.011 929
3334 0.369 0.369 0.371 0.004 70.0
50.0 ## 0.444 0468 0.448 0.018 88.3
75,04 0.442 0.417 0.427 0.013 83.3
Rt (sl % R 32 ¥ 0.1 vol% 0.596 0.563 0.580 0.017 100
B et B EE (TPA) 50 ng/mL 0.846 0.837 0.839 0.007 152

a) #HE
b) &7
TPA: 12-O-tetradecanoylphorbol-  3-acclate
B L= PR R TT 0 1 AT,

B D VR

SALN A R 1IR3 5L
cFHUEEL: 0.5 vol% dimethyl sutfoxide (DMSO), ¢ {AVEAEE XFHUE: 0.1 vol% DMSO

CHEEMR STz LT 12

25

M)A BEOL A 100% & LIz B o Bkt % a5,
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#®3 EiLsh (V) DBhas 42 i< H TSR EHRMEBROBE

0 AR BREHRY D = /v HsHAT
g/mbl) | 9 3 4 5 ¢ EmED MuEs HEEEO%)
et () o BB AT © 05vol% 5 6 6 14 11 14 93 42 100
WS B L ELRE 4.39 12 7 6 10 9 7 85 23 103
6.58 10 8 15 9 10 5 9.5 33 112
9.88 9 12 9 8 5 12 92 26 113
14.8 11 14 9 10 9 9 103 2.0 106
222 12 12 6 7 8 6 85 2.8 92.9
33 0 0o 0 0o 0 0 0.07°%C g0 70.0
500 0 0o 0o 0 0 0 0.0T0XC o 88.3
750 0 0 0 0 0 0 0.0T0XIC g0 83.3
et (P 4 o PR B2 @ 0Olvol% 6 4 3 3 8 9 55 2.6 100
5T FBEE (TPA) 50ng/mL 14 14 21 12 16 18 1581 33 152

a) {HIANTIIT 2 VAREIE 6 . 7T 2 7 B0 VIGPORIE & M U 7SR LT KR
b) I Wy = obyd ey,

) BEREQAREBEXITHEEL: 0.5 vol% dimethyl sulfoxide (DMSO), d) SAPEFEI) X EE2: 0.1 vol% DMSO
TPA: 12-0) -tetradecanoylphorbol-13-acetate

# Y M IR TE O 471D,

tp <003 (Student®tfis?)

TOXIC: MBS V(I 23489 & . e 73 confluemic 72 © 2270 o Fo T @ sl i 48k & L7z,

AP EE DA 100% & L T2 35 G oD MUK 2 5,
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