RERE 5 7502

Bhas42 00O 0O0O0OOOODOOOODOODODODODODOODODOO

goon bodd



(OOl
1000
200000
2-100000
2-200000
2-3000@0O)00
2-40000000
300000
3-10 00000000
3-200000
3-30 000000000
3-400 0
3-5000
400000
4-10 000000000
5000000

g o o 0

RERE 5 7502

[OoOol

= O Ot Ot Ot B~ k. W DN

oo

elbbudoooobbobbbooooobbobbooooooobooo
goboboobbooooooboboo

ogagg

goono 013
goono 0O1idz2

10

11
14



BT 7502

1000
3,5-0000000 Bhas 42 000D00O0O00D0O0ODO (COOODOOO
00)00000mvitre000000000000000O0O00O0OO
0000000000000000000000000000 10 mMO O
1.3 mgml000000 2010 00000000000000000@ 0)d
0000000000000000.6301.302.505.0010 mMOOOOOO
0007804901600.7901.8%000001.3mMOOOO0OO0OO0OODOO
000000000000000000000 1.3 mMO00O 1.2 mMOO0O
00 2070000000000
000000000000001.2mMO00O00OO0OO0OOOOOOO
000000000 o000000@O)00000000000000oon
0000000000000000000000000000000O000O0
000000000000 O0@o0)0000000000000000
0.01900.038100.07500.1500.3000.6001.2mM 000 00 0O 0 O 09401030
980930 800 710 47%0 000 O
0000000000000000@EO)0D000000000 120/00
000000000000000000000000000O00O000000
00000D0400000000000000000
000000@O0000000)D0000000oo0onooonooon
00000000000000000000000000000000000
000000000000000000000000000

O00000000D00OD0ODO Bhas 42000000 in vitreO OO OO
gobbobboogooobbobood



BT 7502

o000Q0Q
2-10 00000000000 4375)
)Oooooooo

aupac DoDDOD) | $000008
O O |35000000000
OH
OoDoOoOooooao
CooOoooooo
ooooooooo) CH
CHs 3
0
oooooon  |powoomccs | oooogoog | LEPSO
ooooooog
oo@oao) -
O O O O O | 108689 O | O |0
- . 4| 12216 (DI-DDDDED/D DDDDDD) -
O O | 640
- - 0o0O0ooooO0 ESSESSDD
ooo
O 0 0 |0D00000000O00ooooo
ooo
00 ooo EEED 00 0oo EEED
00000o0ooooo | o 0 26mg/mlO0* | DMSO (0O 260mg/mlO0O=* |0
0oooo (00000 0 ooo() |0 0
O O 0 |(000000O0o0o0g

* AARAATT A TE L F—ORBRIZ LD,
2) 00000000
0000000000000000000000000000000000
0000000000000000



BT 7502

3y 0O0o0ooon

0O 0oO0oQ
0oo O0o0o00oo0oo0oodMdMSO)
oooo 0ooooooo
Lot No.O AWF1092
0oo 100.00

0O oooooog
00000000000000000000000000000000
0:026mgml00)00000DMSO0DOOO0DODO 260 mg/mlOO0O
0000000000000 0.5v0l%00000000000000000
000000000000 DMSO 000000000 OOOO0OOOOO
000000000000000000 DMSOOOOO0OOOOOOOO

0 000000000
00000000O0DMSO 000000000 DOOO0O0OO0OOooOQO
OO0 DMSO 0D O0ODO0OO0DO0OO0O0OO0O0OO0O0OO0OO0OO0DOOOoooon
00000000000000000000000000

0O 000ooooon
00000000 s0ml0000000000000O00O00DOO0OO0O
00@OUO0O0 05%00000000)0000000000000O
0000000000000 0000000000ooooooooog
0oo00oO0oooooooo

0O 0oooo
00000000 9% 000000000000000000000

2-200000
1) 000000
000 12-000000000000000-13-00000(TPA)
000000 SLBS0478V
Oooo 100%

oood Sigma-Aldrich 0
2) 00000000000
TPAO Bhas 4200 0000000000000000000OOOOO
0000000000000000000000000000O0O0O0000



BT 7502

3) 00000000 O00O0OOOOnO
000000 DMSODOOO0OOOOOOD-300000000000000
100000000000000000000000000000000000
00000 DMSO(MOODOOOOOLot No.: AWF109200 00100.00)
OO0O0Oggd 50 ng/ml

2-3000@O)00O
oo@o)ooooomMSODDODODODOODOO0mMOoooooooon
0.5vol%O 000

2-40000000
1) 00
Bhas42(0 0000000 BALB/c3T3 A31-1-10 v-Ha-rasO OO OO O
oooo)”
2) 000
000000 00000000000000(@0170 30300000 17
0)
3) 0000
0ooooooo@en)
4) 0000
000000 @FBSOODDOOOS11605917800 Biowest 0)0 5 vol%O
O0000050UMmIOO00O00O00O0DO 50 pg/ml 000 Dulbecco’s
modified Eagle’s medium/ Ham’s F12 (Life Technologies)d 0 0 O (DF5F)
00000037005%C0.0000000000
5) 00
0000000000000 00000000o0oooon
6) D000
000000000oooooPoQg
7y 0000
000000000190000000000000000000000
000 100000000000000000000000000000
200000000000



BT 7502

sugggn
-1gggoooood
OBhas420 000000000000 0OOODOODOMmMOO 260 70
4000000obb sggoboobobbodoooooboobbooooobo
ggooooo

3200000
goggobobbobbodoooobobbbdooooboboobboooon
gogobbobboogooobbbbboooooboboobbooao

30 pgogooon
-3-1000boooooogoooon
gogobbobbbodogg sgugooboobbouooooobooobog
10 mM(O 1.3 mg/mDO D D00 2010000000000000000
000000000 @O)D00000o0o00oooooooooon
goog

oooo
000 025%0000000000000000000 0.7x104 O /ml
000000000000000 2 ml(1.4x1040)0 6 00000000
00@O000/0)00000 40000000000000000000
000 2ml00000000 7000 10%00000000000000
000 01%000000000000000000000002.0mlO0
0000G%IODO00O00 0.02NO00DO)000O0O0O0DO0OOO
0000000.1mlO 9% 0000000000050 nmO000000
0000000000000 00000000000o0ooooooon
00000 @Ooooon

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

X0OOOOO0O0OO0ooOOoo0ooo00(%)
SOO00@oD)oooOooon
TOOODOO0OD0O0O00000
BOOOOOOOOO@OOOOOOOOoOooO)



BT 7502

3320000000

00000000000000000 60000000000 O0O0O 3
0000000000000 000000000000000000000
000000000000 1.2mMOO0O0O0OD 2070000000000
0000000000000 0@D)0000000000000000
00000000000000000000000000TPADOOOO
00ooMMSOOOODODOOOoDOoODoMMSO)IDO(.5vol%O OO0
0oQ

goog

000 025%0000000000000000000 0.7%x104 O /ml
000000000000000 2 ml(1.4x1040)0 6000000000
0000000000000 O00/0)000000000@Eooo/o)
0000000 40000000000000000000000000
000000000000000000000000 700000 100
0000000000000000000000000000000 14
0000000000000000210000000000000005
vol0 0000000000000 00000000000000000
00000000700 10%00000000000000000000
0ooooooo

3-4000
1) 00ooooo

guooobbbtbgooouoobmobbogoooooobbouoa

gobbobbbdogogbobbbuoooobobooobobobobooooaoo
gobobobbboogooooboo

0

U
U
U
U
U
U
U

00000000000000 1000000
00000000 (spindle-shaped)
0000000@O0O0O0)000000000 (basophilic)d
00000000000000000 (eriss-cross)d
0000000000 (piling-up)d
0000000000000000O0 (invasive)d
0-00000000000000000000000000000000

goobbobbbouooooobbbbbuoooon



BT 7502

2) 00000
0 0000000 (%)
0 0000000000000
0 00000000000000000000000

3-50 00
1) 000oooo
000000000000 00000000000000
0 0D0000000000000200000000000000
0 00000000000000500000000000000
2) 00000
00000000000@D)00000000 Dunnett 000000
(0000 «=0.05000)000000000O00O0@MO)0O0O00000O0
Student 0 t0 00000 OO0 «=0.05000)0
3y 0000000
000000000000000MO0000000000000000
ooo
0 00@D)00OD00O000000 120/00000000000
0 000000000000000000O0
0 000000000000000000000000000 40000
0000000000000 0000000000000000000
oooooQg
a) 0000000000000 0000O00000000000000
D00 10000000000000000000 200000
b 00000000000000000000000000000000
000200@M00000000000000IC000 200000
4) 00000
3)00000000000000000000000000000000
0000000000000 0000000000000000
0 000000000000 000000000000000000000
0 0000000000000000000000000 20000000
oooo



BT 7502

U ddoooobobbtoooooooboobobbooroobobboog 2
gobboboooodad

gobbobbodabuogoogboobboobbobbboooooooboo
0000000000 0000000oo0o000ooooooo®™ ™

400000

4-10000000000

4-1-1000000000000000
00000000000 100 100000000000000000
I0omMOOOO00O201000000000000000000@00O)00
0000000000000 0.6301.302505.0010 mMOOOO0OO
0007804901600.7901.8%000001.3mMOIOOOOO0OOOO
0000000000 O0O0000000000 1.3mMOO0O 1.2 mM
00000 2070000000000

4-1-20 000000

gobobbogood 20300 2000b0bgogooooibn
oo012mMO0O0O0O0O 20700000000000000001.2mM
0000000000000000000000000 00000 oO@
0)000000000000000000000000o0ooooooon
gobobgooguboouoobbugooobbbuooooobooa
0000000000000 O00O0O000.01900.03800.07500.150
0.3000.6001.2mMO0OO0OOOODO940 1030980930800 71047%
gooog

1.2 MO0D0O0O0030000000000000O00O0O0O00O0O0 47%
gobobbotbogdiogooouobbbudoooobobbooga
gobobbooobobuogooobobuoooooobooooobobod
gobobboooog vgooooobbbuoooooobboooa
gooboobooboboooboobuooobooboooboUum.2zmM
gobobbbogoooooobbudoooooobd

0000000000000 DO0o0(@O)D0000D0O0OO0o0O 1200
gobobbboooobooooobbuoooooobooooobod
gobobbbogoo40000bobbogoooobobbd

8



BT 7502

500 0Uogg
00oo0oo(@oo0o0o00oD)D000o0o00oooooooooog
goobbbbbouoooooobbobbuoooooooobooboboboad
gobobbbooooooobbboooooobbogoo
O0000DO0ODO0ODODO0OD0 Bhas 42000000 in vitreOO00O0OO
gobobbooooooobogod

eluugobbobuoooooobobobbuoooooobobobbouoogn
gogoobbobboooooon
gobboooobbooooboboouobbooobboobbbooobbn
gogobbobobbodoooobbobobbuoooooboobbougo



BT 7502

mogoo

1) 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 (1988)
921-930.

2) Ohmori, K. et al.: An assay method for the prediction of tumor promoting
potential of chemicals by the use of Bhas 42 cells, Mutat. Res. 557 (2004)
191-202.

3) Ohmori, K. et al.: An inter-laboratory collaborative study by the
non-genotoxic carcinogen study group in Japan, on a cell transformation
assay for tumor promoters using Bhas 42 cells, Altern. Lab. Animal 33
(2005) 619-639.

4) Sakai, A. et al.: A Bhas 42 cell transformation assay on 98 chemicals: the
characteristics and performance for the prediction of chemical
carcinogenicity, Mutat. Res. 702 (2010) 100-122.

5) Sakai, A. et al.: An international validation study of a Bhas 42 cell
transformation assay for the prediction of chemical carcinogenicity,
Mutat. Res. 725 (2011) 57-77.

6) OECD (Organisation for Economic Co-operation and Development). 2016
Guidance document on the in vitro Bhas 42 cell transformation assay.
Series on Testing and Assessment No. 231, 08 Jan-2016. Available at
https://www.oecd.org/env/ehs/testing/ ENV_JM_MONO(2016)1.pdf
[accessed 19 Dec 2016].

10



BT 7502

K1 35-F30 /- OHEFIBYEERFER

g % % B (ODsso) iR
(mM) Welll | Well2 | well3 | Ti54E SD | -J5yp @ | Chofconted
7" 599 0.050 | 0.050 | 0.049 | 0.050 | 0.001 | 0.000 -

(O_SZDMSO) 0426 | 0440 | 0428 | 0431 | 0008 | 0.381 100
0.020 | 0.400 | 0.408 | 0392 | 0.400 | 0.008 | 0.350 92
0.039 | 0445 | 0446 | 0464 | 0452 | 0011 | 0.402 106
0.078 | 0401 | 0417 | 0383 | 0400 | 0017 | 0.350 92
0.16 0421 | 0421 | 0408 | 0417 | 0.008 | 0.367 926
0.31 0390 | 0397 | 0400 | 0396 | 0.005 | 0.346 91
0.63 0343 | 0346 | 0354 | 0348 | 0.006 | 0.298 78
13 0233 | 0233 | 0240 | 0235 | 0.004 | 0.185 49
2.5 0111 | 0.099 | 0119 | 0110 | 0.010 | 0.060 16
5.0 0.052 | 0.053 | 0.054 | 0.053 | 0.001 | 0.003 0.79
10 0.053 | 0.057 | 0.062 | 0.057 | 0.005 | 0.007 1.8

a) BEFOLEDTFIINST T/ DR DFITZ 5L\
b) TNENOIEE (B M EEEF OO (SN T 2 RAIBRF DR N E DN -t > 7 - D% RUTE
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X2 3,5-FSU /- OREERIEHER(RASIRIER)FER

HE "R E (ODss0) R

(mM) Welll | Well2 | Well3 | F9f& SD | -J53 ) | (eofcontrol)
YASYY, 0.065 0.064 0.073 0.067 0.005 0.000 -

0 0.455 0.441 0.447 0.448 0.007 0.381 100
(0.5% DMSO0)

0.019 0.410 0.420 0.442 0.424 0.016 0.357 94
0.038 0.464 0.466 0.449 0.460 0.009 0.393 103
0.075 0.421 0.435 0.461 0.439 0.020 0.372 98
0.15 0.443 0.411 0.412 0.422 0.018 0.355 93
0.30 0.367 0.380 0.371 0.373 0.007 0.306 80
0.60 0.336 0.334 0.340 0.337 0.003 0.270 71
1.2 0.244 0.243 0.254 0.247 0.006 0.180 47
TPA

0.551 0.509 0.485 0.515 0.033 0.448 118

(50 ng/ml)

a) BRFOLEDTFIINST T/ DRLEDFITZ 5|\
b) ENENOIEE(BE) M BREF DR E (I 2B AR DIRSEE D/ -2 T — D% RUTE
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K3  35-F3L /- )VORERRIEHERIER

BT 7502

HE RE&RRR UEPS R

(MM) | Well1 | Well2 | Well3 | Well4 | Well5 | Well6 | g ® | sp | ¢oreon
0 6 5 5 4 4 3 4.5 1.0 100
(0.5% DMS0)
0.019 2 3 4 5 4 6 4.0 1.4 94
0.038 4 7 5 3 5 5 4.8 1.3 103
0.075 3 1 7 3 1 6 3.5 2.5 98
0.15 5 6 5 6 5 4 5.2 0.8 93
0.30 4 4 4 3 6 3 40 | 11 80
0.60 3 5 3 5 4 4 4.0 0.9 71
1.2 0 0 0 0 0 0 0 0.0 47
TPA 11 | 18 | 19 | 13 | 11 | 16 | 147" | 35 118
(50 ng/ml)

a) FEROFTEL T, HERY BRI TIZDunnettRIE. B EROTPALLIERF C(IStudentDHREZ R LI

Dunnetti®7E (a=0.05. Fr{l) : 2 (EE)WRBFH U TEREERULSEE . THBEDS LT MUE

StudentDHRTE (a=0.05. FAl) : BRI (B W ERBHCHL TEREERULBE. FIHEOA LICEMAUE

b) ENTNORME (BE) M ERRF OIS (T 3 BAIBRE DI E D) -2 T - 2% RUIe
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