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310 FRITDBCENTELUD S E-HBROBEERICEEZREZITEDH
ABERERVERHEEIZRDODEMNMN> -2 &
ARBRICB VTP RT 5 2 & AR TE 2D - 2 RO RN I

AHEEROCRBRABEIZEDLR D o2 T o T,

ASSN

BERETRHRONOS

3.11 HEHRKRRE

ABRGEIEE (EEEETD) | f&XE, wRWE, A7 - kORESHH (R&H#
HEDORAKZEL) 13, MARtAR Y U —F & 2 —HEIGUT IR 0 & BHR A7 a%
(RO G FRHE 10 FRERET D, MK TRORFICOWTE, BEGTWE &
BIER e AW L EMEANRRERASER YV —F v Z—HTH#EL.
TOWREZIRET D,
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4. EH

[Bhas 42 %rﬂﬂ’jmﬂb\éﬁﬁgﬁﬁ#ﬁﬁfw CXAFEORYE ] 120V, Bhas 42 iR A
EAARSY A AT F = 75’ F— MDD invitro TORNA 7T O F—
va ERERE Lto

BEEHABROHELHRET 5720, [Bhas 42 M2 AWV 2 BEIHEAKRIC X S
FAEOEMEIZED BN D 2000 pg/mL ZxmHEE U LA TFAK 2 THRL 7 1000,
500, 250, 125, 62.5, 31.3 X0V 15.6 pg/mL OFF 8 &% 3% E L CTHIMQEE Rk 2 17
ST, HIRHEFEEER O G B . 2000 ~ 62.5 ug/mL O 5T 50%LL L oD #2845 40 ) 4R
AN BEREICRD bv, KYEBRYE O 1Cso 1% 54.3 pg/mL, ICe i 512 pg/mL &
BHEhiz, L7zn->7T, [Bhas 42 filfid%z H 2 R EGHBRERIC L5 HE DO HUE
EHEI, MREESEOLAZVWVHERIC 2 HE, MRBEEIED O RWHEND
WA S0%FLEFE SN S A& (ICse) MHIC 2 &, 1Cso M HIFED 90%HF S 2 H &

(ICqo) Ml 1 HHENGON D L DI, IkmME%L 65.0 pg/mL & L, & 10 pg/mL
THIR L7 55.0, 45.0, 35.0, 25.0, 15.0 X} 5.00 ug/mL DFH 7 HEZHFT L7,

B iEHRABR ORE B, WRWELEEED 65.0 KT 55.0 pg/mL O & Tk, B&EY
B THRICEONT, MRFEEOREBICLY, MREENAa 7Ly POREIZED
o 1=, Dunnett O % HEILEREDOMRIT R LR LT, SR ELITED
5.00, 15.0,25.0,35.0 X T* 45.0 pg/mL O HBEICBIT 2 BE BRI, ThZ2h 11.2,
13.3, 15.8, 228 RO 228/ 7 =/ &, 5.00~35.0 ug/mL O HETEE (BEE) xR

(0.5 vol%DMSO) FED 7.0 /7 = VIZHK L THRFZNICHERRENNED 61

(Dunnett D% BB E, 5% A FEAKE, FAKRE) . 222, 5.00~35.0 ug/mL O H
BETIEZFOEMCITBERGFENZD 57z (Jonckheere DIRE. HEAKE 5%, Lk
filfeR) ., Lo T, KgBRWEIL in vitro TOREPALTOE—a Y IEHEET LD
DEEZLNT,

k. BEtE (BB %M (0.5 vol%uDMSO) IS HIT A EEAERIT 7.0/ 7 =
Nl 2T 2 VR ThH o, — 7. BBPERTIREEICE iéﬁﬁ%ﬂﬁﬁ%:ﬁi 14.7 &/
bk, Bt (B S (0.1 vol%DMSO) FED 3.0 /7 = b &t LT, fca
SR B AN AR L7 (Student D tRTE, p < 0.05) . E7-. MG RRIC B
T LEHBEOFMAEERY =V RITT RT3 v ArTHY, BEHGHRABR CHISAHE
DAL ARER 7 = MEITT T 6 Y=L Th o7, BEIRERRIZB T 2 v 487
HEILSHARETh-7-, TNHORKRIY, RRBITETICE RSSO & HE L
77

PLEDFER NS, KEBREFMETIZBWT, VA YT FN=T7FF— N invitro TD
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BT E—va NEERETS (B LHE Lk,
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5. S

VAV TFN=TET5— b DR O~ & LT, Bhas42 fild & Hv 2 B E &
WABRIC L O, VAV TFN=TF T~ LD invitro TORRNALTE—V 3 VIERE
MatLi=nT, ZOlEEHRET D,

WA L BRER O LR G ER EIZLTO®Y Th 5,

1) GLP
o [HEREFAERNE M FOIFE2HOHEIE D X HBRME RSN BHT &
pregiy

(BF163 49 H 1 HHEWELETE 76 5)

2) ERL-SEBRAE
. [Bhas 42 #ifla % V2 R EEHBRRIC L 2FE O K%
CER 2647 A 4 B, EAS@EE 3 H&EGFEEFMEY —X 0 77— HE
HIH)
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6. BEBRMHMRUAGEE
6.1 WERYMERUVEE
6.1.1 WERME

4 7 : SA VT FN=T BT — h
flfa & : FRAb R etk N £k
st : (A7 MIE 27 = oW
7y hEE : P41JH
CAS &5 : 84-69-5
BN REHEE S (LK)
(3)-1303
BHHRARERE S (LHE)
: BEAF
ANF& : 25 ¢
i 1E = : TH3
HaC ..-’E'H.,_\\THZ ( = \]
GMC,-*”J ::.:;
’ D"fﬁEQ*D
Hac.\CHfin
CHq
ST : 278.3458
sl : A~ DTN H T VG
th#E (20/20) : 1.0409
JE T # n20/D : 1.4896
fiE (GC) : 98.9%
i : <25 deg C
W R : 296 deg C
logP (A2 & /7 —n - K)
: 4.11
KEEME : 6.2 mg/L
R : 6.65E-03 mmHg
R A7 S : RS (B2 2.8 ~3.8°C, 201845 10 H 18 H ~2018
£120 17 H) | B
PRAT 55 i : OGRS AR B R =

10



% B D ALE : RBRE THROREIT TN THEEL,

R BRE S WIE. E LD COA b ICAMB®RIC K-S,

6.1.2 B
A S : T AFIANKF Y R (Dimethyl sulfoxide, DMSO)
2y hEE : APN1606
LS EpTH : BT AV AR SRR S A
H& : ik B A R
RAFS : EE
RAEG T : RO ZERT  BE AR M el s

6.1.3 B ORRNER

VEIRVERIR & e L 72 R . AR EIEES A AKIZ 40.0 mg/mL TRETH o -
25, DMSO IZ 400 mg/mL DO¥E THEML, BB, TADREEDSELRD b
ino i, WL LT DMSO ZIEIRL -,

6.2 HERABRORAH
6.2.1 HEEY
WERWE L WD IR G 2 WBRIE . BRI 2 N U 72 55 R R & R B PR &

ZL7,

6.2.1.1 0 A 18 Gk B BR

1) #ER¥'E 0.8000g % 2mL A AT T AITHERLTE,

2) W CTHEMLERIZ, ARXRT vy 7L THRAEIRED 400 mg/mL IEE 2 L 7=,

3) 400 mg/mL ¥R AN 2 (BREOKRIK 1 mL : BB 1 mL) T 7 BEHEAR L,
200, 100, 50.0, 25.0, 12.5, 6.25 XX 3.13 mg/mL O it 8 J2 5% B b > W BR ik %
AL 7z,

4) Yy BIKEWE ST AT v 7 EILE I DFSF B8 9.95 mL o4k L, 3)THBL
7= 8 PR B BE DO P BRIL 0.05 mL W L, TN F L L2 b O % gy E L Eg
E L7,

6.2.1.2 e & En i i B

1) #ERWE 0.1300g % 10 mL A A7 T A2 |ZHEL T,

2) VA TCEWMUIZMBIZ, AAT v 7 UL TREIRED 13.0 mg/mLIRKERBL 7=,

3) 13.0 mg/mL &K D 1.1, 0.90, 0.70, 0.50, 0.30 X T* 0.10 mL &t L, WD
0.20. 0.40, 0.60, 0.80, 1.00 X T* 1.20 mL Z#AM L. 11.0, 9.00, 7.00, 5.00,
3.00 % T8 1.00 mg/mL D F 7 R B O ERE 2 TR L /-,

11
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4) YRIBREFE T AF v 7 EILE I DFSF B8K 199 mL o0 L, 3)THEIL
Tm TIRERMEOMEBRIIR 0.l mLIRIM L., ZhENHEBE LZ S 0% gy E Pk
L,

6.2.2 RS E
)EHH%: nﬁgf*% L/f\—o ﬁ;giﬁiﬁﬁrgﬁf ifﬁ]ﬁ@’\@ﬂﬂﬁ 1’3 [Enﬁﬂijx 1/711_0

6.2.3 TEM
RO =, LT ERILER L 2o T,

6.3 XHERME
6.3.1 i CatE) xR

WL U TH W2 DMSO O EIREMN 0.5 vol% & 725 X 5 I DFSF B IS L
b DafaEtE (W) xtie L,

6.3.2 55 14 x B

12-O-tetradecanoylphorbol-13-acetate (TPA) X DMSO (& -7 1 /L L Fn e sl FE 4k
N, JIS BEEERARR, 7y &S TWP0794) ICIAEME L. 0.050 mg/mL (ZFHHL L
Tz (A by 7)) o MR LB B BEREBIZ. £ 0.25 mL 3231 E%&-20°C LA
TCTHREFL, HRZ2ELUANOLDOEMEH Uiz, ¥, — B L RIEFEEN L
ol

1) WPEE

4 R ; 12-O-tetradecanoylphorbol-13-acetate (TPA)
vy hEE : SLBS0478V

o : Sigma-Aldrich

KRR : SFEMFM (99.0%LL 1)

RAF T ik : W (-20°C LLT)

TRAF 5 T : FORMEEAT  REa MM aiRE  molE

2) FRBITIE

(1) A by 7 ERKERRRE LT,

(2) DFSFRE#E AW, A by 7R 0.02 mL 2% L. DFSF 5527% 19.98 mL ©#|
A CHMER RABRE 2R U7 (B &IBIE © 50 ng/mL)

(3) [FERIZ, DMSO 0.02 mL (=%t L, DFSF 8548 19.98 mL O E| A CRELE:# K %
FELL ., ZThoakkie () %R (0.1 vol%DMS0) & L7,

(4) A by Z78ERZ, MEZI1IBOLOFEMRE L, BRAEEZ BV S ool
RARMIE, BONAMRERY & L THERE L,

3) Ve R o B P i
[Bhas 42 filia % MW B EIZHARIC L 2FEOKLLE ) ICHEANTD LN TWVD

12
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Miatk, BEAERUVEERR

7=,

6.4

6.4.1 0 e Bk
£ FR

6.4

2

vy hEE (A
AT
ATF4EHAH
817 J7 1
HEHE R

EEER LR

Bhas 42 Ml (=7 AR R H sk BALB/c3T3 A31-1-1
|~ v-Ha-ras B F2EA LM Y

053000
MSTATBUEN  EIEEMBMFUFT  JCRB i s> 7
2013411 A 20 H
AF, DMSO % 5 v/v%Us il L 7= M10F 5438 g 12 4l i
F#95%10° cells/mL O ¥R B TRE L, K HZ D TH
R LT,

VA AT T R

an = —JEAGRE ; 0.87 (BHE; 0.5 B L)

Bhas 42 #ifR % M\ 2 R E SRR L DA 02k
W ICEAPED LN TS D,

BERRUVMEOEESE

KA T, IR IME (FBS : Fetal Bovine Serum) % 5 vol%, =3V -& k
VT v AV URAERE 1 vol%E i Dulbecco's modified Eagle's medium/Ham's
F12 (DFSF B3 #) 2\, 37°C, CO IREE 5% D &fF T CThise Uiz, MMERIFE% O
ATEE B W WV Tk, MEM KA H1IC FBS % 10 vol% N X 7= K5 3% i (M10F 5528 9)
EHOWE, WTFNoOREBKELHMZ 1 EGH 2EHYRE L CAMETLE,

BB BAEL, 70% =2 7= P EB RO TITo -,

1)

2)

3)

4pp R E (FBS : Fetal Bovine Serum)

oy hES 7dk7ewq

& oo Moregate Biotech

PRI 71k M (=20°C LAT)

R AE 5 T FRMERT R ARRRE  AEE
Dulbecco's modified Eagle's medium/Ham's F12 (DMEM/F12)
ay &g 1967605

& e Thermo Fisher Scientific, Inc.

RIE 5 ik

R 5 T FOWERr R AR E  mRE
NV Y A MV A VR B R

iy & L8G5473

o FHTAT AT BRAEH

13
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ARk : ~N=3 U2 ;10,000 U/mL

ANV hwA ;10,000 pg/mL
RAFJ7 1k : W (=20°C LLF)
R AT : WRWFEAT B aE D



T-G381

7. BEAZE
EEERABROHEREO O OMIREMAR A2 £ L, BEIEHRRAREZITo -,
B, WEGHARII e —2 a9 VRO L EE LI,

7.1 Al Ak
MBI, RRE S, LBRE, o— FESR O L L T# L,

7.2 HEDETE
7.2.1 {0 Be 1 7l A B

[Bhas 42 MifaZ WV 2B HEHRARIC I 2T EORKLE ) - T, KEHEL
2000 pg/mL & L, LLFAK 2 THBRLZ 1000, 500, 250, 125, 62.5, 31.3 KON
15.6 pg/mL OF 8 HEAZHRT Lz, ZHICT T v 7 B O M (BRI s FREE (0.5 vol%
DMSO) %% iT7-,

7.2.2 fis B R al BR

T MR HA TR D H | 3R E O 72 OB O 555, 2000 pg/mL ~ 62.5 pg/mL
DHET 50%LL F ool B FE A SVE R 23 BRI S, AYEBRBWE O 1Cs
4 54.3 /mL, 1Coo i 512 pg/mL EH I s /c, YL EDORERICE-SXx, [Bhas42 i
EMVWDEEBERRICEOMEOCELE) 2222, MRBERRBD LR VHEI
2 HE, MBEESRDOONROHAENSHEIEN S0%EINDIHE (ICs) K
B, [Cso > BEHFHA 90%HEINDHE (ICy) MIZ 1 HENREOND L HIZ %
EHE% 65.0 ug/mL & L, % %lo%mmTWMﬁLL55mzwo\%n\zim150
B ¥ 5.00 ug/mL OF 7T HEZRE L, SHiZ 7 5 o 7 BE B (AR %F AR (0.1 vol%
K TR 0.5 vol%DMSO) B M OV s JRTHE 2 3% 1 72,

7.3 0 H 18 5 B B
WEERAROMBEERETH-DO PR E UTEKE L, R, 75
IR BEBEDOR) | B FE) X (0.5 vol%DMSO) B K& OV Bk B AL B %
FiFiz, U= RFE yBEEEBEDO 6 YT L— M2V, 1 EEE DO = VBT 3
Tl Uiz, o, UTORBRBEDO S L, WEEEZLE LT 2841, ERHERE
TIBWT, HEAFOBRALEZH T, EBEBEICT > TEMB L,

15



T-G381

7.3.1 EERIRME

1) M % 0.25% Trypsin ¥ (Thermo Fisher Scientific, Inc.) {Z & ¥ I &1,
DFSF E238 ik & JAVN T, 0.7 X 10 cells/mL O JAGEIE 2 08 U 7=, AHI N 9%
W 2mL (1.4X10" cells/7=/V) % 6 7 =)L L— MIHEEL, CO,IRE 5%,
I 37°C, MRS T DR AEHRBNIC AN, K4 HBHELE,

2) B4 H%, 7L — PLOBRKERE L, &R EBRE QW B Y B AL PR & OV
P (D) STRABE DK «2mL &, ST 58KV VI ELE, 7T 7
BICOW T, MIASEREI AL TRV T = VICERKO A 2 mL 07 LT,
COL ¥R 5%, MR 37°C, @R IF T DR X EEH/RANICANK 3 A RtE &
L7,

3) HFEITA%Z, L — AV EBEKEREL. KUV = VIZAF AT A2 —/18 2 mL
ZAEL. 10 oMU EEGE L, BE%, 0.1 vol%Z U AZ S A F Ly MYt
W15 mLESR D = /VICHEL KR TISHOMU Bk Li-, L — &KL,
@ X7, BB (50 vol%= & / — /LK 0.02 mol/L ¥#g) 2 mL %
HFU M HEL, 15 BB EEE (BFER) Li,

4) FHHW 100 uL & 96 7 =L L— RZATEL, 540 nm ICBIT DWW NEE ~ A
s naS1—hVY—%&— (SPECTRAmax PLUS384) THl& L7,

7.3.2 Xt fREEEREROE LY
WRIZ LY, RGN B T SR ME R (%) 2RD-, 2B,
EORE Y WX, 7.5.2 HIZHE- 1=,

Fo

oy

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

X o WRWEALEREE O M AR (%)

S o [t () XRREE (0.5 vol%DMSO) D
T o SR LB O WO

B : 75 y70WNE (BEHOREZANTZT =)L)

ICso B U ICo0 D HIZ 1T, 50% K T 90% A 1ii5 oD Ml B B 5 11 1) 2K & 7R+ FH B 0 T,
EEHE S FOMPABEREIEIR ] KON 150% K TN 90% L4 1= o0 Hl a8 5l 3 i 2R 4 579
BEOWHT, RAKHEE FOMBMMHE) 2l Uiz, 2 REREZH Wz,

7.4 REEGRHBEHER

BEEHRRRICBW T, R EOMRBFE L2 M 5720, WAT L ClilE s FER
BRbEM L7, RIS, SBRWELAEEE, 7T B (MlafiaRBRo ) | Bt
() IR (0.1 vol% & Y 0.5 vol%DMSO) BEK OBEMERI BRI AR T 7=, 7L — b
Wy BBEE O 6 VT L— b2V 1TREY D O U = VEITHE H SRR T 6
v, MR T3 v v EH 0, B, UTFORRBED YL, EEE

16
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ERLEET LA, BERE T T, BEFOREEZMWT, BEBMEICL-

T3 L7,

7.4.1 KERIRME

)

2)

3)

4)

3)

FEACHMAE 2 0.25% Trypsin 7% (Thermo Fisher Scientific, Inc.) {2 & U B X4,
DFSF 838 % v TL 0.7 X 10 cells/mL O HIIREIK & FH5L U 7=, A M A% E
W 2mL (1.4X10%cells/ 7 =/V) % 6 7=/ T L— MNMIHEREL, CO,IEE 5%,
JBJE 37°C, BBELRMLET ORMBY AERIBNIC AN, 4 ARFHELZ,
BREAP®G, T — bR OMBRRERE L, SREEMEOWRYE LB, Bk
() < REALERHE (0.5 vol%DMSO K& Tr 0.1 vol %DMSO) K UV it B AL 2
WOEx2mL &, ZV o /VICHELE, 7772 oL, 4 RO
HAMAREB I N TRV Y o VIZERIK 2 mL 200 L7, CORE 5%, ik
E 37°C, MESRG TORBY AGRSNICANK 3 HfEE L, BFE7H
%R OHERE 11 BRI REROBIEETT o 12,

SEERMBA T L — MOV T BEI4B%. K7 — ML IEEREZREL.
BE DFSFESIR 2 mL 2% 7 = LIZHE LT-, CO, MR EE 5%, IRE 37°C., &
W RE SR E T OIRIE AT ARG BN AN THEISH 7 HMEE# Lz,

BRE 21 HEE, YL — bR OUBEBEEREL, A ¥ /=LK ImL 2% 7 /L
SEL, 10BUEBELEZ, AZ /=L ZEREL, 5 vol%F¥ LYK 4E 1.5 mL
FTOaEL, 15 L Bk, KR L, B L,

MR 7' L — Mz oW Tk, #H 7 A&, 7.3.1 ROV 7.3.2 HEE ISR
Ml AFR2EH LUE, 2B, FFESRRRICH- 7,

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

X o BB AP RE E T B ot B oD A e IR B A R (%)

S o Bt ALY X (0.1 vol% K X 0.5 vol%DMSO) D W
T BRI APERE 7 i B ek BRI OO WR G

B : 753 070WNE (BHMoiriz Ay )

7.4.2 MEEBRE (J4+4—HR) OBRERUVEHA
IR 2 WV I3 B RBEESE F TR 2 B2 L, OB L 0 IBEERE CH 5 L4
FELEbORHBELE, B, BEGBREL, TLOBENEEOTRCESLEL Y

ER

1 oee—

1)
2)

3)

FEIT 2)20 5 6) MWEAMEICBIEH R 2 G 8ICHE L, 2k, BERICTL— %
R L. ALBRRIED I & 72 VR PRI LT, BlE%R, L — MIBEELE,
FHEEGRHE DS 100 ilall E RIS T b0,

BB O MM IXHEET 2 5 U, B OMIE & XM Ic R 2 Mg g% R4
% D (spindle-shaped) ,

AR M (RWERA) IR E > TV D B D (basophilic)

17
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4)
3)
6)

7.5

7.5.

1)

2)
(D

(2)

TEIGH B OMMN T o LR HTHWCAEZE L TWAHB O (criss-cross) o
FAERD o RO N R 55 b @ (piling-up) .
Bl EL RT a7 m s MRIEOHIRJE A IR (invasive) LTW2A H D,

HROBE

1 FRETRRAT
BEEHE (FPHRBEBHRIE/ 7 =) o0 T, B (R xRt

(0.1 vol%DMSO) & Bt FERERT C Student D tREE 1T -7 (A EKYEE 5%,
ERimER)
i F o E
EEERHRIC OV T, B (B xHHEE (0.5 vol%DMSO) & [TOXIC) & ¥
E ST 55.0 KT 65.0 ug/mL @ 2 5% 5r < W5 W E AL BREER] C Dunnett D%
BT (FEKYES%, FRE) 217> 7,
(DIZBWT S%ARETHBEMERN LI S/ R E LR D 5.00, 15.0,
25.0, 35.0 XX 45.0 ug/mL O HEIZE VT, Jonckheere DR E (H B KUE 5%,
FHRER) 2 THE- REHEBREOHEEKAAEOREE T2, L Ly
B, 0~ 350 pug/mL OFETIIHLDRBEKAENRD LRI HE D 6T,
Jonckheere ODRE T A BEMUERRE D LN o, ZD7®H, [Guidance
Document on the In Vitro Bhas 42 Cell Transformation Assay (BHAS 42 CTA)]
DOHEBIZPE TR BB B (BRI ShRIE L 0 (B4 R L 72 45.0 pg/mL
O & & B4 L C, Jonckheere D RE O FEMENT & K L 72, 7eB, AREICEBWV
Tk, RUMEROH Z MM SR e Lz,

7.5.2 BB DB L

1)
(h
(2)

(3)
(4)
2)

(D
(2)
3)

e 1 vt R

ZUx VOWHE (R ADNEURE 3 467)

AEN T OFHWIE (FRoR  /NEE 30 RO (R NS
3 L)

FHGHR A T = (BANT © %, RoR « AEVCFE 3 HT)

ICso Ko N YCoo Ml (BAfZ : pg/mL. 3R : AT 3 #1)

TE B i M A R

AERL ISR O WS B 2 B b MR AR & RAR & LT,

& U VOBEEREOR (BAL : A, #oR B

MEY 70 O EEERE (AL {/ D xv RoR - /NIGRE 146D R OREHER
75 (Fs 1 /INEUREE 1 L)
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7.6 S B Rl T B #E
UTOFTXTOEHE Z2ili/c Lizlo, BBIT@ETICER I Tz & Hlr L7,
1) 0l B R R
() ZEHEOFMAERY BN 2 72 ETHB &,
2) JBHEIRHER
(1) ZAEOFEMAERY = AER S T2V U ETHEL T L,
(2) FMEATRE R BN 4 HEU ETHD Z L,
(3) BMEMBREOBEGBEEN 12 /v LRl chD L,
(4) GYECRRIE DR A fatE (8 *TER (0.1 vol%DMSO) B & bl LT
Mt FIc BN ERTZ &,

7.7 ff*%d)*’ﬂi
il SR O E RO LD, EMFENZYEEBE L TRAMIZEE L /-,

)
BB AL PR O T B R D e () SHREE (0.5 vol%DMSO0) & bl L
THEAZHAEEENRED DN WS,

2) Btk
W E LR O TGRS 2t () SHREE (0.5 vol%DMSO) & ki L
T, WHEWICHEEIZENL, o, ZOERICBERFENRD 5N D54,
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T-G381
8. HRBRERRUEE

8.1 0 A 18 5 B B

EREXIROR VIR LE,

BEGEHRRROMEEZRET D7D, [Bhas 42 filg 2 AV 5 B Eia#ARIC L5
FEOEENZED BN D 2000 pg/mL ZEEHEE L LELTAK 2 THR L= 1000,
500, 250, 125, 62.5, ﬂ3&0”56%ML®%8m%%§ELTm e $4 Bkt m%%ﬁ

# ﬁ:ﬁﬁ Znﬁﬁ g@zﬁﬂﬁ IRO BV ARPERYE D 1Cso 1% 54.3 pg/mL . 1Coo 1% 512 ug/mL
CEMENT, LN -> T, [Bhas42 flifil & v A I E RIS L 2 Ha o LU
BB, MRFEIEOONLVHEIZ 2 HE, MREEIRDOLNZVHEND
HEFE N 50% 3 <5 H & (ICso) 2 2 FHE. ICso 0 HHIFHD 90%HEFE S 2 A&
(ICoo) MIZ 1 HENRBOLND LD, BEmfE%E 65.0 ng/mL & L, %7 10 pg/mL
TAWR L7 55.0, 45.0, 35.0, 25.0, 15.0 X 5.00 pg/mL OFF7THEZHRE LT,

8.2 WEER#EMER

MREK 2EOR22LVICZR 3 ITR LT,

o R BR O RER. RS E AL D 55.0 T 65.0 pg/mL O 8 TlE, HEaE M
Mg TRIZIBWT, MldEEoRBlcly, vy— L EoMABENRa 7Lz b
DIRABIZE S 2o oo, g %:;%ﬁmumsoto BERY) B ALBERED 5.00, 15.0,
25.0.35.0 1N 45.0 pg/mL O BB IT 2B HEBERIT, £ F 11.2,13.3, 15.8,
228 RO 228/ =/ TH Y, 5.00, 15.0, 25.0 KT 35.0 pg/mL OHBEIZEB VT,
Bk (I < (0.5 vol%DMSO) BED 7.0 /7 = MIZ Kt U CHEGHAMICAH B 72 1
TN A ??')%Zh (Dunnett ® % B LR E, 5% A EAKUE, FHMKE) . KIZ. Jonckheere
DREEIT  ARERICRERFERN S D 0ERF L, AEEERO ORI
776 quidance Document on the In Vitro Bhas 42 Cell Transformation Assay (BHAS 42
CTA)| VTit, BRaVEDEBILE K2 7=, HERYE MBI 35T 5 @ B Cra ik

(BE) *xPRREE L 0 B E B ENMREZ R LSS, iR ffﬁfwb@ﬁ%%%ﬂé“ LT
W5, IHEBEBERR T, BEERSUICUSENES S R0, &EEE CIEGENE
‘F‘f &b\i/\“/w/:n47°ﬁ”0>FfE? f#’&zﬁﬁ&ﬁbéﬂfw‘é T, kM OE

@*ﬁé\ﬁ?%sﬁh L?io %@/‘ﬁmﬁm A’Fﬁﬁ—%%ﬁ uiéﬁfgiﬁfﬁ\‘l%@%ﬂﬂ i, &%E«ﬁk’@ %
BT HZ RSN (Jonckheere DRRE, A EAKME 5%, EMfER) . Lo T,
RYEERE L in vitro TOENPA T2 E—2 a VIEHAFET LD EEZ BT,

RE. B () S (0.5 voluDMSO) BB 2 BBl RIT 7.0 8/ 7 =
e 12 /T 2 VR TH o7, —H. BRI BIT A B EREERIT 14,7 {8/
b B R SRR (0.1 vol%DMSO) BED 3.0/ = A & ik LT, #E
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FHNC A E R MM &R LT (Student D tBRE, p <0.05) o E/, MlafmRBRICE
FAKEAROFEMARELZY = VEIZT RT3 T2 Th Y, IBEERARCIIAHE
DFMATRE R Y = MBI T RC 6 T = VL Th o T, WEEBRRIC I T 2 940472
AEESHRCThH T, SAOLORELY . ARBUITHEDICER Sh-b o L Bl L
77,

PLEDFERENG, KRBREH Tl WT, VA VT FN=04%F— K invitro TD
HEHRATaxr—Ta EHERETS (B EHELE,
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1)

2)

2% Xk

Sasaki, K. et al.: Isolation 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)

Series on Testing and Assessment No. 231: GUIDANCE DOCUMENT ON THE IN
VITRO BHAS 42 CELL TRANSFORMATION ASSAY, OECD: July 20, 2017
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-e=Relative Cell Growth (%)
-O=Number of Foci/well
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B2 YA4YITFI=0%5— rDBhas 42 fIlICH T HREGERABOKE
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®1 PAVITFIL=T4 5~ DBhas 42 k<& 1T 2 MRIETE RO ER M RBEOHE

T-G381

it 4 " & T =BT Y ORIEE (540 nm) st
(ng/mL) 1 2 3 THE EEn HEE %)
AR — 0.088 0.087 0.096 0.090 0.005 -
&M )t BR B 0.5 vol% 0.500 0.490 0.499 0.496 0.006 100
W AR 15.6 0.467 0.461 0.463 0.464 0.003 92.0
313 0429 0.432 0438 0.433 0.005 84.4
62.5 0.230 0.248 0254 0.244 0.012 37.8
125 0.201 0.206 0.209 0.205 0.004 283
250 0.121 0.150 0.175 0.149 0.027 144
500 0.106 0.131 0.157 0.131 0.026 10.1
1000 0.126 0.114 0.105 0.115 0.011 6.08
2000 0.105 0.093 0.091 0.096 0.008 148

AR S T T BRI R M LR R LT B
SHHEEE: 0.5 vol% dimethyd sulfoxide (DMSO)

25
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F2 CAVTFN=048F5—DBhas 42 MIRICE 1T AREGERAROBNMREREDHER

) B OB ¥ = B 7 ) ORI (540 nm) %t mp
Y 4 L L o
(ng/mL) 1 2 3 T R R (%)
TH o - 0.089 0.091 0.092 0.003 -
(A xR Y 0.5 vol% 0.424 0.434 0.431 0.006 100
SR AR 5.00 0.451 0.483 0.461 0.019 109
15.0 0.410 0.405 0.401 0.012 91.1
25.0 0.339 0.362 0.362 0.024 79.8
35.0 0.330 0.332 0.331 0.001 70.6
45.0 0.312 0.318 0.314 0.003 65.6
55.0 0.237 0.259 0.250 0.011 46.6
65.0 0.270 0.246 0.254 0.014 47.8
Fa (U I e PR © 0.1 vol% 0.503 0.477 0.495 0.016 100
gttt BREE (TPA) 50 ng/ml, 0.844 0.840 0.834 0.013 184
) FHA ISR D BB S VT o BRI EIE R U () IO EEO Y % 100% & LB o MR % 59,
b) EEPE(ERIE) 5 HETE: 0.5 vol% dimethyl sulfoxide (DMSO), Y88} 1 vol% DMSO

TPA: 12-O-tetradecanoylphorbol-13-acetate
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£3 DA VTFI=U85—FDBhas 42 MEIZHE T AHBEBRBROKE

W T % A & TEEAREY ) = L {:Eﬂiﬂina »
eml) 2 3 45 6 gyE? Emx WEE®
P L) S BREE © 05vol% 8 11 5 6 6 6 7.0 2.2 100
SR E AL PR 5.00 14 13 8 11 11 10 12t 2.1 109
15.0 10 16 10 13 17 14 133+ 2.9 91.1
250 15 9 19 22 15 15 158+ 44 79.8
350 17 27 26 23 22 22 228+ 35 70.6
45.0 2 2 2 4 2 1 2.2 1.0 65.6
55.0 TOXIC 46.6
65.0 TOXIC 478
Ma PR ot B B O Olvols & 1 4 3 2 0 3.0 28 100
[543} BREE (TPA) 50ng/ml 17 13 14 15 14 15 14.7* 1.4 184
a) H B B1 D B A 6 7T v 7 R EEEIE A bk U IR AT LT, BRSNS MR O 2 100% & Lo B o HIEHN % 51,
b) JEE R 7 = ) B R,

) [RPE(RED A LE: 0.5 vol% dimethyl sulfoxide (DMSO), d) EEVEGABO%HEE: 0.1 vol% DMSO
*p<0.05 (Dunnett®> % TE#MR)
+p<0.05 (Student¢>15255)

S S NI Sl A BT R Y

Sn T s IR T L O iede o do o, MR DHE LR T,
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