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JaCVAM Statement on
the Syrian Hamster Embryo Cell Transformation Assay

At a meeting held on 21 February 2018 at the National Institute of Health Sciences (NIHS) in
Kawasaki, Japan, the Japanese Center for the Validation of Alternative Methods (JaCVAM)

Regulatory Acceptance Board unanimously endorsed the following statement:

Proposal: We do not consider the present Syrian Hamster Embryo Cell Transformation Assay (SHE
CTA) to be suitable as a replacement for established carcinogenicity tests, nor is it
suitable for predicting the carcinogenicity of a test chemical, either in a scientific or a
regulatory context, even when positive test results are obtained. The SHE CTA can only
be considered for regulatory use as a supplementary test in combination with structure-
activity relationships, such as one item to be considered in a weight-of-evidence
approach to evaluation or part of screening to determine prioritization for the
implementation of carcinogenicity tests.

This statement was prepared following a review of the Guidance Document on the In Vitro Syrian
Hamster Embryo (SHE) Cell Transformation Assay, Series on Testing & Assessment No. 214
together with other materials prepared by the Cell Transformation Testing JaCVAM Editorial
Committee to acknowledge that the results of a review and study by the JaCVAM Regulatory

Acceptance Board have failed to confirm the usefulness of this assay.

7 . | | . : =
U iy g DA P A il o
1 s " = LA e l'-l::"'
Yasuo Ohno * e B Akiyoshi Nishikawa
Chairperson = Chairperson
JaCVAM Regulatory Acceptance Board JaCVAM Steering Committee

30 March 2018
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The JaCVAM Regulatory Acceptance Board was established by the JaCVAM Steering Committee,
and is composed of nominees from the industry and academia.

This statement was endorsed by the following members of the JaCVAM Regulatory Acceptance
Board:

Mr. Yasuo Ohno (Kihara Memorial Yokohama Foundation for the Advancement of Life
Sciences) : Chairperson

Mr. Naofumi lizuka (Pharmaceuticals and Medical Devices Agency)*

Mr. Yoshiaki Ikarashi (National Institute of Health Sciences: NIHS)

Mr. Noriyasu Imai (Japanese Society for Alternatives to Animal Experiments)

Mr. Tomoaki Inoue (Japanese Society of Immunotoxicology)

Mr. Yuji Ishii (Biological Safety Research Center: BSRC, NIHS)

Ms. Yumiko Iwase (Japan Pharmaceutical Manufacturers Association)

Mr. Takeshi Morita (Japanese Environmental Mutagen Society)

Mr. Shunji Nakai (Japan Chemical Industry Association)

Ms. Ruriko Nakamura (National Institute of Technology and Evaluation)

Mr. Akiyoshi Nishikawa (BSRC, NIHS)

Ms. Maki Noguchi (Pharmaceuticals and Medical Devices Agency)**

Mr. Satoshi Numazawa (Japanese Society of Toxicology)

Mr. Kazutoshi Shinoda (Pharmaceuticals and Medical Devices Agency)

Ms. Mariko Sugiyama (Japan Cosmetic Industry Association)

Mr. Hiroo Yokozeki (Japanese Society for Cutaneous Immunology and Allergy)

Term: From 1st April 2016 to 31st March 2018
*: From 1st April 2016 to 31st March 2017
**: From 1st April 2017 to 31st March 2018



This statement was endorsed by the following members of the JaACVAM Steering Committee after
receiving the report from JaCVAM Regulatory Acceptance Board:

Mr. Akiyoshi Nishikawa (BSRC, NIHS): Chairperson

Mr. Toru Kawanishi (NIHS)

Mr. Manabu Fuchioka (Ministry of Health, Labour and Welfare)
Ms. Yoko Hirabayashi (Division of Toxicology, BSRC, NIHS)
Mr. Akihiko Hirose (Division of Risk Assessment, BSRC, NIHS)
Ms. Mitsue Hirota (Pharmaceutical & Medical Devices Agency)
Mr. Masamitsu Honma (Division of Genetics and Mutagenesis, BSRC, NIHS)
Mr. Yasunari Kanda (Division of Pharmacology, BSRC, NIHS)
Mr. Atsushi Kato (National Institute of Infectious Diseases)

Mr. Kouichirou Koike (Ministry of Health, Labour and Welfare)
Ms. Kumiko Ogawa (Division of Pathology, BSRC, NIHS)

Mr. Taku Oohara (Ministry of Health, Labour and Welfare)

Mr. Kazutoshi Shinoda (Pharmaceuticals and Medical Devices Agency)

Mr. Atsuya Takagi (Animal Management Section of the Division of Toxicology, BSRC,
NIHS)

Mr. Masaaki Tsukano (Ministry of Health, Labour and Welfare)

Mr. Shinichi Watanabe (Ministry of Health, Labour and Welfare)

Mr. Hajime Kojima (Division of Risk Assessment, BSRC, NIHS): Secretary
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Abbreviations

3Rs:
CTA:
CGM:
CIM:

Reduction, Replacement, and Refinement
Cell Transformation Assay
Complete Growth Medium

Cell Isolation Medium

DB-ALM: DataBase service on Alternative Methods to Animal Experimentation

DREF:
DRP:
DMEM:
ESAC:

Dose Range Finding assay
Detailed Review Paper
Dulbecco’s modified Eagle’s medium

ECVAM Scientific Advisory Committee

EURL ECVAM: European Union Reference Laboratory for Alternatives to Animal Testing

FBS:
GD:
TIARC:
MoA:
MTF:
NTP:
OECD:
SHE:

UVBCs:

WoE:
WNT:

Foetal Bovine Serum

Guidance Document

International Agency for Research on Cancer

Mode of Action

Morphological Transformation Frequency

National Toxicology Program

Organization for Economic Co-operation and Development

Syrian Hamster Embryo

Substances of Unknown or Variable Composition, Complex Reaction Products or Biological Materials

Weight of Evidence

Working Group of National Coordinators of the Test Guidelines Program
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DOIEYEN) 7 1 k2L L DRP31 /R E N7 8 b o b ORICIZEARNZ2ZR T2, Zhbofohniz
T — 2 IBEEEFHEIC BN T, T ANARETH D & ST,

HRL O EEEH DO TERfE 7255 TAEW A A T = X W23 S TR W ORBLRTH 5, SHE
MRS T D A 7 = X AIEABR AN L 0N, TDO AN =R LB 553 H Y |
FEEHITHE — DA D = XA THI SNRNZ LA LMNICR-TE e, Thbb, Ml EHE s 2
T ALY NREM, B L0 - B EE T OBB T RBLOBS R S E RO 7 2R & LT
FZEZALNTVWD, ZA0OMBRICEEL T TERISWER TESRNREEHFEEERN BN TND
I HIZ, DNA OE A F LS 2 VIR A F (b, E XA BB IOX 7 LAY =LV ET Y 71Tk

BIRTRBLOBRBBIRLENEDN, T8 T v 7 B bEHiE L, BRI~ LTS
HLH5ERIIRDEEZHLNATND

ZOMOIRE L LT,
© RFEALRFEME L U 7o I E RS2 35 1 2 B I B Tl AAABLIE T ras X° myc ([ZAET S L <ILHEB

R BATAR A F AR DN TWA Z &,
< HEEETF = v 7R A 2 RS D A F AR AR DT BN p53 B 1~ D LR T L [AlkE.

RIALT VT e ANB A — RN T, 23 ABIHE S T inkda <2 inkdb O NG T 12~T 7

FEIIREDOREPBIESINTND Z &,

- PR EH L 72 SHE fIKE CITHIIRE O G2 F = v 7 R A ¥ MEENELCTHDH Z &,
- O EEIRB S S D X 0 RiEM b7 e N4 a3 — 2 cph MEMTEE AR & 3B S T

WwWnZ kb,
mENHESINTND

IBIEFEDAFEDE S £7-, ZEBEEPAVBBRICESG L, EFMlz PEERIEL2b0EE X6
nNTnWa, 7hbb, Fx v 7 Vr s vaickdfiaflala=r—va U E2EET MmN b



LA MR A B O, 7R b= AW Fa T CEREE, Tr AT —BOEHEIc LD
fEDIE, ¥ 7 T VERRORE, 70, RVEIERRLVVAF Y — A DOHIEICE G T 5 %R
h~DfEa e ETH D,

ZO LX) BRBFRHROZL R, DALIBRTHH L TWLHEELZO—HMBRBERT LI LR END,
SHE CTA OFFFARIZRIRREL, FTERTIZARWA, BUED S FAEMFHIKEEICE SN Th HRER ST
LR EZ NS,

2) HH Eow bk

SHE CTA IZH—DILFHEIZOWTORT LAY F—v a UIFERER SN TE Y, W 200k
WEP RSN TWDSWE, UVCBs, BUWMTRAMIZHOWTINY 7 — 2 a UHFED i S 1T 7R
WZEEFHETRETHD, 29 LIERWAEZBE LT LT, OBCD DA XU A R¥ o A b DAHfEIC
LTWD Z &iE, DARMEZFHET 25 BREIE D—B L LT, SWIERARMEIC) )5 WoE (RE#Lo #H
FAFF) I SHECTA FERZFIHT 2 LITAHTHDH & LTWD, F£7-, SHE CTA [LBIRFEIED AR
Bk L Tmi@setiz & o2, IERImEEN AFMEICN L TIREHERORME H Y . L0 Ol
WBRDENTNHEDHLHEETHDH, RRBRIEDN OECD HABRIET A FT7 A4 v & L TRRBINR -T2
BE LTSN TWD Z &id, WHEEEBHNOFGIZ B L CTARERZRMENZ I FET D 2 L,
T, WEEBHRIZE D 50 AW IEREE OB N IREN THHZ & Th b, £72 SHECTA DIE
TP CHWEIERIB TN VR E DD 727 - 722 & D SHE CTA OFERN GBI, invivo IZH1T 5
MAJEVEOTR S | FRE M F 7 IR B2 COFRITE DN 2 LR ERERI S h T D
AFRBRIEITBUT O N AFIMERER IC 52 2B & b 2 BRIk & L COMESIT Tkl <. (LEWESD
DSAEMEIZ BE U C O T 22 HI B S L B2 7 o T L Al B 72588k (1] 21X Weight of Evidence: WOoE)
ELTESIT D 2 LR DORIAMIEEZ S92 b D EEZHND,

3. RBRFEOT B harogbE

1) FBREE O

SHE MfZIAEA: 13 HH DT U T s NARZ —FOHE R 5 b I IEH A AHa T, 9
REBESC pS3 E M2 A9 %, SHE MifRI, FEx DX A 7 OMARE ) SRR SN2 72, SHE CTA 3Rk
672 DD CTA L& R LT, K0 AKRIGEWIEFHIIICE Z 228 Z2x 5 2 LN TE 5, £
ZARTR S AV E 2 SHE MIAIZ IR TR 2 & £ T RBI BRI 558 S 4L R BRI 3 AR 8 14
KIS NIEEIGVE~ — T — Tl 2 RIGIARAFVERITERE 2 145 U, M & RSB S VRIS 2 TR R 3
L2 ENHBENTVD

SHE CTA |ZHBRME DUREEIZ & - T, ZERERICHEIT T 2 MBS RO OIITE = 5 TR B A 4 1
3% invitro WBRIETH 5, RRBRIEIZ K > T, HERD invitro BISFMBRN G IZAF TE RWVERY
HIRAET Ml E e 2 it T 5 2 L TE 5,

SHE CTA THF b L7l A 2 wLE R 72 BB IS 0O —#1=> WoE (TIEHI 97 4UE, B E O b SIEEITE

13
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EHSRBE ORI 2 H1X020 T7e <. SHE CTA X, TEROEY 2 H\ T2 AR IEGER O — i X i 2
(Replacement) 72 5 ONZEIELOHIIK (Reduction) ([CEERT D Z L2720, ZOEFRIIRE W,

2) RBRIEOIFHE

(1) SHE ffiZEA 13 HED VU 7 v « NARZ —B IO IREER N D55, BERE TR Z
b, MR Z AR LIRIRE R CIRAFT 2, BEEMIRO—IT 7 + — & —#ile CGokpfiifa) 12
VAR M R 3 5, X RIS CHGERE 2 NIT b S 7o fiin g 7 0 — & — Mz W5, 7«
— & — MR~ O SR AR & M ARETEME 2 VAR — h 92 B B9 CRERE S, ARSI %

e R RE & TR D 7o D IR S L D,

Q) EMIIER SN a0 =—0REEEE L T, CTA ORBRATILELZ -0/ 7 n—
SV TR EER CE LD n— VBETT o —F—fllufg BT L, %, KRB A T H
MRS 5, ZO%, Miaz e - BE LRET 5, 74 v valida— R, FERBEMSHRE T
an =—OFRBRIRBA A T 2,

() MRt 2 =— BRI L an = —ORE SOMEE WD OFHMET 5, ik Licar =
— ORI 2RI B s o v = —H O BIS 2 AR IR E CRE T 5, 4R ERFERE O o
7= — Uk D R E R o 0 = —HOES 2 EEXHREO T ORIG L KT 5, s, aRn
=Y X BEEOIRREIIMLIIS U CREEICE L, fHMiosE L3503, IWEEHERIITIES
L72uN,

3) 7u harogbit

UToOEBOMBEAPNHMEIC I TR, YRR InL TS

(1) FEHAR
—WEDL VT e NDARZ =N E LN HREE R AT 2, ZOZ LITRETS 1L
DIEWR N DA Z —DLEESCZ FIRT 50, MO Y 22 B RAFIC K> T, 1 IEDIEIR AN LA Z —
NHA7 50 B4 D CTA & Fhid 5 DI T /e filna 52 2 LN TE 5,

(2) SHE #Hfa & v v Mafriiig (FBS) om > Rkl :
SHE #ifiid, FBS & M- T, FHLve y MR CTAIZHEUNE D hEaTF =y 735, &
2, HWUITH D LR Lol L FBS ZHAB O T CTA ZE i L, & bR L L E%
W7=TNE S PORREIT O,

(3) HBRME D 7 4 — & — I E E AR
(@) CTA ~OfE I > T, 74— —MIRZET 2T ¢ v > = TR - 558 L, 2 v =—F ke
DIRNT L H RS D,
(b) BB CIRIIICEE S W BB 20T, B EREHOT v v a2 L7 4 —2—H
fu % AT C E 2T T 7220,



(4) CTA Hiffi o ZAEFE e i aklig -
CTA FEHifirki3E » b EREF D R 2ttt L Ot MW E 2 v T CTA & i L.
CTA Bt DREE 2R T 5,
(5) HT 2> pH (pH6.7 35 KL O pHT.0) :
CTA OFEREIZINL D, @A T 5 pH §F Tk L7z CTA HiflF O RGEF e iBakit 2 520 L, PAGERE
ZREAT %,
(6) T pH [0 SHE CTA 711 b )L DFER
R O FBS IREEIZ AT H D3, TALLISNTOEITIRD H L7220,
(7) i pH BIZI1) 5 SHE CTA /X7 4 —~ L ADEDHFHEE
WFALD pH TH CTA OFERIT, B, FFRELGFRBETHY , REREITRD LR,
(8) FRBRAYAZHLE
CTA OFERITT 1 b 2 /L THE L TV D RERRNLEEIZHEV, HIET D
(9) CTA FHli D FBINE DR -
CTA [T - Tid, BRPELE LT —Z 2o Ca— FMe L TRy %,
(10) au=—DFEHRAaT ) T L DT =2 DOEH :
ZOXKRELT, LTOZ & &2FEmT 5,
(@) FEENIAD CTARBREIC LA A T I—D N L—=v 7
(b) HxDEFRBIWEEER 20 =—DEERADRIN (Za7 ) o 7ilblz->Tid, WREE
A% BEIZT D)
() BHY A=Ay (MDA T7 F—£7TAaTRBREDERZBEICT D) DR T
—Zkpr—EAaTY T
d) T4vvana—FRik
(11) b FHE H e
CTA OfE % 71 b 2L TED IR R HE EELE eV, HET 5

4. TLARYTF—a URFRICHW SN TWE O E 24t
TUNYF =g U TSN 6 MED O B A MERBARWE T, 2D 5 HO 3 WEIX

BEEWE. | WEIIFEEHEEWE CTh 5 L RBRBARICITEHMiSh Tz b oo, SHE CTA %
DI KD FEHE R D 4 WEIZE TRIEFEEME Ch o Ll sz Y, %2 2 MEITIEEISE
PEIENAEE TH D, BIKT 6 WHE LALEWEIT D KRED DL ERRACAKSE L HERET I
VT BEBREDOIER A 1 = X LR DA BTz, E7o. BHEWEIZH & 0322 MRS 2 R~ bG8
%< (46) . MARMED HWE WIS E R ITLEMITEENRDP>T2b DD, RBIEME S 33% (2/6)
ZEOTEY, BIEINTACEWIXLTHL EEZ BN,
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< Genotoxic carcinogens >
* Benzo(a)pyrene
* 2.4-Diaminotoluene
* 3-Methylcholanthrene
- o-Toluidine*
* FABREA 45 2 FF 1T equivocal F 721 inconclusive genotoxic carcinogen % non-genotoxic carcinogen C &
D EFRIRL Tz,
<Non-genotoxic non-carcinogen >
* Anthracene

+ Phthalic anhydride

5. WRBROEMNZ T 2 72 DIV S ILTALFEE D invivo BT — X 72 5 ONC
BT — Z B O

BB AL & T 5 invitro WRIE OB O BRI SN Z L A %1F, 1997 05

'Non-Genotoxic Carcinogens Detection: the Performance of In Vitro Cell Transformation Assays| & #H7 %
Detailed Review Paper DAER23BAA S 47z, 4l SHE ffil, BALB/c 3T3 #ifiwds LU C3H10T1/2 #lifiw
ZHND CTA TS Y T O, 2001 412 H D Z A The Working Group of National Coordinators of the
Test Guidelines Program (WNT) (Z[FI%E &4, HEOHMAFENS DILFHIC O3 A b b LIZ8UE
WRAMERL ST hy, BRARIZIZE D e h o7z, 2002 4121, B2 Z3EEIh, BOZHEOa A bR
a2 &b, 772 (SHE Mild) . HA (BALB/3T3 #ifd) . 74 (C3HI10T1/2 #fid) @ 3
B, ENENOMINEZ AW FRBRIEIC O W TBUEMEE 2k L THED 72 /5 R, 2006 125 3 BROER
ENdz, BIRIATIEarxr b~0iim (Vv b2k 2T 4 Z0NERESNTE, Z0H 4%

'DETAILED REVIEW PAPER ON CELL TRANSFORMATION ASSAYS FOR DETECTION OF CHEMICAL
CARCINOGENS | 23V 1p 5 DRP31 & LT 2007 4 4 HIZBEE S 472 WNT19 CTHGR S vk &7,
RENEEINTNDZENSLDND LD, 2O DRP3L X, BABEWMEORHICEIT S CTA DEHRE
TEME L, EREFEESAFE D invitro HihH & L TOSITRORE L Sz,

CTA (ZBIL Tl Liko> DRP31 fERGRMEIZH D & 512 SHE MIfaLISMT BALB/c 3T3 HMifidd 5%
C3HI10T12 72 EOMMEA AV HNTWD, 24D DM TOIREEAGE & in vivo 73 AJFME & DFHEFIZ S
WL, DRP31 M LG5 T7T —#ETH D,

DRP31 Tid, [T o WHICB T 2R ARMREBRT — % | Bia@hkT —Z L 3FEBEDO CTAT— 2 NE LD
LTS, BAFRMRRT —ZIZB L Tid, JARCEBLONTP OF —# B EFEHI LTV 5,

DRP31 TlE, SHE CTA DOF5H & F o fE T O M A M EERAE R O i 7 A3 F0# S 7L E= B D%
245 Th D, TOWRIL, BAJTWEN 175 WE, FERAEMEDR 10 METH D, Wikit, ARLEY
190 WE (DAJFEWE < 127 WE. FENAEWE 63 WE) . RSN 55 WE (DAJFWE ;- 48
W, IENAEWE - TWE) Th o7z (Appendix 1),



SHE CTA A K7 A > OEFBGBIEICBW T, T —% OFFHfli 23 50E X 4172, Chemical Carcinogenesis
Research Information System, NTP, IARC Monographs (1-106), PubMed, 3 & U CLP/GHS D7 — % ~X— A % H
WT, SHE CTA OF —=Z OHJe b, BIEmIECHET 27 =4 BLUOBAREDT = ZIZONTHHGE
fili S A7z, TORER, AR LRo72 108 WHE (MAJTWHE 66 WHE. IENAEWE 42 WHE) IZHoW T,
Pl ST — 2 iR s hic Y,

6. RERT —& LFEROFIHME

TUNYF = a VIFRICHW 6 WE (BBM 4 WE. B2tk 2 WE) o7 — 213, RBTIEOEEME
OFHIEIZ VD Z & AHKRD, MFEFHREOFMEIZIT 6 WEETOT —FBHAVWLNT, —F, i
NFFBUE ORI IR B E T B & L Tl 7= Benzo[alpyrene D DRSNS HL, 1 gk Tl = —
REL TR L 3 [EI5EfE (pH7.0 %) L. BAFRFERMBE LN, Mo 3 fEgklc >\ Tk, ER=a—
REEFITEEMERT IR E L CHEM L, 567 EZ g L7zfER (pH6.715) LAavRIu Ty, 20Dk

v BRWBEBMERIS 2R 1 LB OB TN BB ER SN TWDH 2 &, £, A—7r b
DV THEM SRR TN E 0D sk N B2 T 2 12T+ SISV,

DRP31 Tl L7 E D7 — 213, BT EO EMEMEOFMIC AW Z L3RS, 265 MED 5 6|
157TWEIZ R 7 T A M HA KT 4> (OECD,Feb.2013) TE® 57z pH CH R E AL R C S i
SNTWRWD, EfEMEDOFNN ORI NS NIz, 78D 108 MEN KT T T A MTA R4 D7 T
AT VT > TR S 4, 2 Ofs RS5O EMEMEOFHN Picflibhr,

7. REBRGEOEMEE

DRP31 | BEFET —& | T o WEE O AR T — % & 3 FED invitro CTA 7 — ¥ 1N E
Lo b, BDAJFMEREIZ 31T 5 CTA 7 — & DIEMEMEIZ DWW THRE STV 5, SHE CTA OfERIZOV

I, BEBIEO pH NEZRDRBRT — 2 NER SN TWAE Z EnD, pH6.7 B L O pHT.0 L ED 2 S5
JTRT SN TS (F 1, £2),

IR AJFPEREAT (Z351F D SHE CTA F6 L OB FRE B 7 — Z 12DV Tk, DRP31 @ Annex (Z#H
ENTBY, ZNERMELZRIIRLIZEY . BAFM L SHE CTA O—BERIIAFO BB FHIERTR O
ZNERIEU ETHY | BEMERS K OBRERIURNE S OMR L R->TD, o, £ 4 ITRTH
O AHLEREERER & CTA ([Z30@ T 2 WE OB RIZOW TR AN E O—F# % 5 TH  SHE CTA
FRIFRFEREZR LTV D,

-
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F 1 MBAFEMFEKICEIT % SHE CTA (pH6.7 1) O EfEME:

In vivo 73 JVJRIE
DA RPE FED AR IE
SHE CTA Bt 36 5
ftE 18 29
—3= (Concordance) : (36+29)/(36+5+18+29)x100=65/88x100="74%

J&JE  (Sensitivity) : 36/(36+18) x100=36/54x100=67%
FEBLEE (Specificity) @ 29/(5+29) x100=29/34x100=85%
fAkEPESR (False Negative) :  18/(36+18) x100=18/54x100=33%
A5 (False Positive) @ 5/(5+29) x100=5/34x100=15%

2 DAJFMEFHMIICIT D SHE CTA (pH7.0 ¥5) O IEREM:

In vivo 73 AJEME

DS /USRI D AR E
SHE CTA a2 131 17
(=Y 11 33
—%# (Concordance) : (131+33)/(131+17+11+33)x100=164/192x100=85%
J&JE  (Sensitivity) : 131/(131+11) x100=131/142x100=92%

FERE (Specificity) :  33/(17+33) x100=33/50x100=66%
{AFaPER (False Negative) :  11/(131+11) x100=11/142x100=28%
AB1EER (False Positive) @ 17/(17+33) x100=17/50x100=34%

#3 DAFEMEENICI T H SHE CTA & &g ma s B o i

SHE CTA Ames | ML | HPRT CA MN
pH6.7 % | pH7.0 1L Invitro | Invivo | Invivo
—H=R (%) 74 85 52 72 78 62 60 58
B (%) 67 92 39.5 86 80 65 57 58
R (%) 85 66 79 26 70 59 68 55
R (%) 33 8 60.5 14 20 35 43 42
B (%) 15 34 21 74 30 41 32 45
FEAT A B A E 88 192 315 215 135 238 110 198
DR AIFIE =R (%) 39 26 29 30 22 30 29 25

Ames : HEIFZERERABR. ML : ~ 7 R > 7 4+ —~ TK # i,
HPRT : B5#H0 %2 D85 29988 AR . CA « Yo R H 38R, MN @ /i



# 4 LEWEONAFHEFHNIC T D SHE CTA & & fl i m il o Huik

SHE Ames SHE ML SHE | HPRT
FEAm A B K H 242 166 111
IENAFIE R (%) 29 28 21
— R (%) 86 48 86 75 92 78
B (%) 90.5 36 88 86 96 79
R RE (%) 75 78 80 35 74 71
Bz (%) 10 64 12 14 4 21
BIGEE (%) 25 22 20 65 26 29
SHE CA SHE CA SHE MN
In vitro In vivo Invivo
At B R 180 78 154
FED A IR E H 29 29 26
—EE (%) 86 62 86 66 83 56
B (%) 89 63 91 62.5 87 57
FrRE (%) 77 59 75 71 71 54
e (%) 11 37 9 37.5 13 43
iR (%) 23 41 25 29 29 46

SHE : SHE CTA. Ames : {EIF28REHRAER,. ML : ~7 2 U 7 +—~ TK R,
HPRT : 584000 %2 WV 58 a7 22088 kbR, CA : Yef R B akBR, MN : /MZakBR

Z DX 91T, OECD ESCHRFARIC X - T CTA ICHIT 2 B AFWE O TIEZ MEEL, DRP31 & LT
L, ZDOfimE L TSHECTA OH A R A AMbHER S iviz, £ OER, HIEEL &R BRIEDIE
Yl NS H A R T A kI, OECD # A # > % (OECD GD34, 2005) 2iZf¢V>, EURL ECVAM
FETTVLANY F—v g VRN ER SNz, D OfE R % 7l L 72 EURL ECVAM Scientific Advisory
Committee (ESAC) O#EE 0L 2 D#EEE 1T TIER 4172 EURL ECVAM RECOMMENDATION'
I3& B2, SHECTA D OECD HA RTA L&D LA LTz, 2D XD 7efkfE%E# T, SHECTA @
A RTA RN 0IBFICARINTZ, LPLBRBRL, EINTERRIET A FT7 A4 U RITk LT, B
BEENDDA A NE L TRBIETA R T4 CEOHERNE L DRP31 OHIER TR & DL O TR
DR BT,

INEZT T, pH6.7iEE pHT.0 1L (pH7.0 X D&M CTHEE I N7 —Z TR TEESHTWH
L7 — X OFFHIA TONTY, 7205, pH6.7 {ETIX 93 W, pH7.0 {ETIX 42 WEIZ DOV TR
BTl (£S5, #6),
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#5 DAFMEFMEICIT S SHE CTA (pH6.7 7£) D IEMEME (FFEEAM#E5)
In vivo 73 AVJEE

8 ASEIE D AR
SHE CTA Bt 42 (6) 8 (1)
(X3 15 (1) 26 (0)
AHeE (Equivocal) 1 (0) 1 (0)
—% % (Concordance) : (42+26)/(42+8+15+26+1+1)x100=68/93x100="73%
J&FE  (Sensitivity) : 42/(42+15+1) x100=42/58x100="72%

BEELE (Specificity) @ 26/(8+26+1) x100=26/35x100="74%
AFaPER (False Negative) :  15/(42+15+1) x100=15/58x100=26%
ABPESR  (False Positive) :  8/(8+26+1) x100=8/35x100=23%
FEINA OB X HERE A E D FFAmEL

# 6 DAFMERHEIZIS T D SHE CTA (pH7.0 ¥5) O IEREME (FFEEAM)
In vivo 73 AJFRIE

W ASERE D AR
SHE CTA Bt 24 (11) 1 (0)
(=X 6 (2) 11 (0)
—F% (Concordance) : (24+11)/(24+1+6+11)x100=35/42x100=83%
J&JE  (Sensitivity) : 24/(24+6) x100=24/30x100=80%

FRHLE (Specificity) @ 11/(11+1) x100=11/12x100=92%
AfarE%  (False Negative) :  6/(24+6) x100=6/30x100=20%
4EEYEZR  (False Positive) : 1/(11+1) x100=1/12x100=8%
FEINN OB L HERE A E D RFAMEL

Fo. 2O0DFEIZIEOWE (BAEWE - 14 WE., IERAEDE 4 WHE) IT OV TORERD L
A, 14 ORAFEE DN | W'E (diethylstilbestrol) D7 2 D DFRERA] THER D —F L TR 7273,
13 WEIX T _CRER A 8 (12 W'E : Bk, titanium dioxide @ 1 ¥'E : [&1E) LTz, 72, ENA
FEWEON 2 WEIT 2 BT E BT, Y02 ED 5%, Caprolactam |d pH6.7 5 TIXEMETH -
723, pH7.0 1£ TIEBGE T - 7=, F 7=, Phthalic anhydride I3 pH6.7 1% CIFRBRIEX M TRERICENRH D |
pH7.0 (5 TIIRIEDFE R TH 72, 2D X 212, 2 DD FEIZIE pH DEWLH 508, 1RIEFEZEDHE RN
BonTtnd BN,

N ARE & ALY & BRI L AW T TEORBRICOWVWTHHE LTV, pH6.7 IEIZOWT
TERCEWN 1WETHY  ARREREITBZ SNV, —J5, pHT.0 IEIZ DWW TITAEILEWN 17
WE. B EMN 13MED Y, RIEEITENENT76.5% FBL184.6% Th-oT,

BIZ, SHE CTA IZ38(F 2 IR EHE MR AFEWE ORI OV THIHMEL TV 5 2 (£ 7).



# 7  SHE CTA (28T 5 B mamtEn AJFE O f

BB ATIE iR (%)
SHE CTA Bt 14 (1) 58
(pH6.7 %) Fat 10 (0) 42
i 24 (1)
SHE CTA Btk 8 (4) 67
(pH7.0 ¥£) P 4 (1) 33
G 12 (5)

TSN O R BB T 0D R At A

ZORMRIT, BIEEEMEOERE TWT I OBIGEERR CHME (2L, v~ 7R T —<
TK RO A THMEDO LA ZRS) OWHE] L L, FREHFEDEZLU FOWTINIEE T OWE L E
HBLTHRAURMEEZ P LTZHGEOKETH S 12,

- Ames BR (TEIRZEIRZESAAER) M 2ME T in vivo BARENERERT — Z VU,

- Ames B (TEIRBERERRAT) 7 — 2 NHELARVD, MOBIREMERBR CRETH D,

FONTV LT X TOREEHERR TRIETH 2,

L L2206 BIAnm ORI Ames FBRO 7 TR S TV W2 &b | BIE#HEHE R L O
HEILFEEMEDOERZ U T DO X DIZEE L 2D BmwmtE & BSAFMEO LR Z BE L, A bam %
BofLT,

<BinwmftwE>

- Invitro T — 2 DSEPETH 0 | 2D in vivo BIREMERER CHEGE ST\ 5,

« Invivo IR T — Z PRI T E RWGEIZIEL in vitro BRIBRAERDMEDNL D,

<INV E>
- Ames RBR (EIFZSRZERMER) TRETHY | BEMRZ AV DB (Yefo (R 5 a B Mz itiy/
AR RREBH B/~ T A ) 7 ¢ —~ TKRBRIZ DWW T ICH T & % BT O FEHECTHIWT) TRk,
B D VNIAEAER in vivo BBRTREME (U= RARA » FOGA . in vivo BFEREZHAT5) Th
5.
ZORER, TR S - AHE AW pH6.7 V5 TIX 85 WH., pHT.0METIE R2METH Y . T OITEIE
FERARE ., IEREFEEDS AFWE R LOERAEWEIZ S, £ b O SHE CTA f55RI1E# 8 I
RLTZE DI, IEEEEESAFWE OMHERIT, pH6.7 5 TiE 56.5%, pH7.0 5 TIE 83.3% CThH 7=,
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# 8  SHE CTA |28} 5 B mamtEn AJFE O %

BmERNAVEME  EREEES ARYE DA

g Wi B Fa =R g R
(%) (%) (%)
SHE CTA Bo 1 20 71.4 13 56.5 3 8.8
(pH6.7 #5) Re 3 10.7 10 43.7 26 76.5
Equivocal 5 17.9 0 0.0 5 14.7

at 28 23 34
SHE CTA B 9 64.3 5 83.3 1 8.3
(pH7.0 #5)  fatk 4 28.6 1 16.7 11 91.7
Equivocal 1 7.1 0 0.0 0 0.0

it 14 6 12

DRP31 T, CHEAA L 7L F W EIC OV T, TARC 23 LTV D B MO 203 ARIEY 2 27 5358
ZELH L TWDD, DML CTA fEROMHBENEIZ SOV T OFEMIEELHE S LTV 7220,

Z 2T, HEEHREZE RS TIE, DRP31 @ Table 11~13 ICFEH SN TWEHED I B, b kT 5
DAFEVEY 27 MO NH Y. Livh SHE CTA OFEENH S 2372 169 WE 12O\ T, SHE CTA #&
Ble "BAFEME OMBEEZFHAE L=, 72k, IARC O53FHIZ OV TIE, Benigni © P O#HE L BB
Too EOMEFR, Z70—7"1 (B MK LTHRARMERSH D) BLOTZL—72A (B MIXLTEELL
DAFMENRH D) b FBAFEWE & L7254, SHECTA (pH6.7 £ 721X pHT.0 EOWT— 5 Th
Wit D%5 & 2 SHE CTA Btk & HIE) (231T 2 —BeRIE 55.0%, JERELIT 93.7%., FrEIE 32.1%& B R 23
NFIE DR D RWEE R Th - 72 (Appendix 1D)

5|2, IARC /3¥fE. SHE CTA 3 L O AJFMERRBRAS R OBBIEEIZZ NS OFBE 2K 9-1 IR L
7=,



#£9-1 b MIBIFAINAFEMD 275538 (TARC 23%8H) & SHE CTA B X U AJFEMERERRE - & o fH B
A HE b Mk 2 23 AJRIME
TN—F1 FTNA—T2A FJNL—72B F)L—73

SHE CTA BEpE 6 (66.7%) 6 (100.0%) 12 (75.0%) 8 (36.4%)

(pH 6.7 1£) Fe 3 (33.3%) 0 (0.0%) 4 (25.0%) 14 (63.8%)
it 9 6 16 22

SHE CTA B 43(95.6%)  13(92.9%)  40(87.0%) 24 (51.1%)

(pH 7.0 %) =343 2 (4.4%) 1(7.1%) 6 (13.0%) 23 (48.9%)
al 45 14 46 47

FEREY) Bt 48 (100.0) 16 (94.1%) 50 (94.3%) 22 (39.3%)

ST R (=3 0 (0.0) 1 (5.9%) 3 (5.7%) 34 (60.7%)
3 A RRIR it 48 17 53 56

IHOWEICIE, FotHEON AJFEIERBR THBIED 136 WE (HE LAY - 94 WE . EM(LAY : 42
WE) LREMED 38 WE (ALY : 34 WE., BHLAY - 4WE) DNEEN VDN, SHICHKE
HW) & R LA L TF 92 IR LTz,

23



24

#£92 b MIBIFAINAEMD 27 55%E (TARC 23%8H) & SHE CTA B X U AJFEMERERRE - & o fH B

(CELE W)
T vEAR HIE t IR D 08 A
IN—F1  TA—F2A TNA—F2B INA—T3
SHE CTA [ 3 (50.0%) 6 (100.0%) 10 (76.9%) 7 (33.3%)
(pH 6.7 %) (=35 3 (50.0%) 0 (0.0%) 3(23.1%) 14 (66.7%)
it 6 6 13 21
SHE CTA BotE 11 (84.6%) 12 (92.3%) 34 (87.2%) 21 (50.0%)
(pH 7.0 %) B 2 (15.4%) 1(7.7%) 5 (12.8%) 21 (50.0%)
at 13 13 39 42
FERENY) [ e 15 (100.0) 15 (93.8%) 43 (93.5%) 21 (41.2%)
B 5 =23 0(0.0) 1 (6.2%) 3 (6.5%) 30 (58.8%)
3 SR VERRER it 15 16 46 51
(RS )
T vkAR HIE b MIXT D P AR
TN—F1 TA—F2A JA—TF2B JN—TF3
SHE CTA Bo i 3 (100.0%) 0 (0.0%) 2(66.7%)  1(100.0%)
(pH 6.7 %) Feftk 0 (0.0%) 0 (0.0%) 1 (33.3%) 0 (0.0%)
it 3 0 3 1
SHE CTA B 32(100.0%)  1(100.0%) 6 (85.7%) 3 (60.0%)
(pH 7.0 %) B 0 (0.0%) 0 (0.0%) 1 (14.3%) 2 (40.0%)
st 32 1 7 5
EEREY BotE 33(100.0)  1(100.0%)  7(100.0%) 1 (20.0%)
2B 5 =23 0(0.0) 0 (0.0%) 0 (0.0%) 4 (80.0%)
3 SRR it 33 1 7 5

TN—7" 128 5E TO SHE CTA DHEBILEMDOGHERIL, pH 6.7 £ Tl 50.0%. pH 7.0 £ TiX
84.6% TV . FEEREMMIZIIT 22 AFIERBROAER (100.0%) & Ll 25 &N D720 S O DIRE
Tholz, — 07 BHELAEMIZ OV TIX, SHE CTA 3 L O AJFIERER & 412 100.0%D R Th 72,

TI—T2A BT DA OBEERIL, pH6.7 5 TiX 100.0%, pH7.0 5 TIE923%THY . MHNA
JEHERBRORER (93.8%) LRIE Tholz, BRI ONWTIZ I WEDOATHLH, WTho pH T
LEEETH o T,

I N—"7"2B (b MIX L THRARMED RN & D) 1281 2 A5G40 SHE CTA OB (76.9



BERUN87.2%) 1F, BAJEHERBROFER (93.5%) L0 DT T Lz, B#LA% b [FERIZ, SHECTA
DIGPER (66.7 3 LT 85.7%) 1F23 AURPEREROAER (100.0%) K VKT L7z,

ZTN—7"3 (& MIXT IR FETE RN (BT 5 6B D SHE CTA ORHEER (5=
ERIL) 1F, pH 6.7 5 TiE 33.3%., pH 7.0 15 TIiE 50.0%TH Y . BAFERBROMER (41.2%) &I1ZIXF
LThol, TOBRMER FBRELFEL) b, pH6.7{ETIX 66.7%, pH7.0 15Tl 50.0% T, AAFMER
B (58.6%) LIZIER%ETH T,

8. HBRTIEDEHEME
1) Jax FZEE)
(1) ECVAM O F LN F—3 g L fjfge
SHE CTA OJiigk [l OFHMEL, pH6.7 BL O pHT0EO EH B, £ 1018 T X924 DOBAFWE
L2 ODIENAEWE, G 6 WE AV THRRGEE S 4172 (Benzo[a]pyrene [ X5 PEXIRME & L COFHM) &7,

#% 10 ECVAM 7L N F—3 g U2 TRagt S v - g

{LZEWE CAS BE FoBEBARME ()
Benzo[a]pyrene 50-32-8 &» v (IARC, 2009)
Anthracene 120-12-7 72 L (IARC, 2009)
2,4-Diaminotoluene 95-80-7 »H VY (IARC, 2009)
3-Methylcholanthrene 56-49-5 &» Y (Gold and Zeiger, 1997)
o-Toluidine HC1 636-21-5 &Y (NTP)

Phthalic anhydride 85-44-9 72 L (NTP)

pH7.0 {EIZ DWW TIE, 4 Jaak I CRBRZ 1TV, 7 L72#% 5%, Phthalic anhydride % F& < 2 COHBRM'E
DWTHIER RN —E L, BB AEMEOR R E GE L7z, Phthalic anhydride (22 TiX, 1 figklc T
| IREOHEEER a0 =—OF BRI H 0 HRRETHAEERERZ R L2 Z &btk L D
BN IR o Te 3, M fEak CTIXE A ARIEDOFHmRE R & U < Btk & e S,
pH6.7 IEIZ DWW TIE, 3 JEa S CRABR 24TV G-I L 7255 5, 4 C OWEBR Y E O H) & s B A3 —F L, Phthalic
anhydride % RV TIZEI 28 AUJRMERRBRRE S & & BB L7z, Phthalic anhydride ® SHE CTA DRl R34
Mg & &G & HIE L7e s, B ARMEEZ RS Ve 55 NTP O#E L FF L. £72 Lito pH7.0 i£
?® SHE CTA (28 ZaHlifE 4t & b B/ %, Z @FH & L C Phthalic anhydride ® %72 % pH TOZREMED
EWFER E TV %, 2% U Phthalic anhydride [Z7KEBREE N TIOR3 E L | FEBAE M D Phthalic
acid (223 543, SHE CTA TIIfEH 3 DM EHEA 22 . K VKV pH TliX Phthalic anhydride @ -
WRELS 2D Z b, Bigo B RGO REEI RS TV D
LRE KRR [ O BB B A A B AN L 725 5. & iiak T SHE CTA ORI FIL AR —F T
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56D THY ., pH6.7EL LU pHT.0 £ L b Z ORisR M FHMELE W &l S vz,

HIEFRERICEHL T, avn=—Dh vy "RFEBITHL Z LICE2HEDIXLSENRESN TN
N, FEERORBENHEDITLSDEOMHNICKRESFLHGLTNDL EEX LN,

(2) % Do CEREE & O—Bih:

pH7.0 {EIZDWTIE, Bl v b 22 X2 BB 2590 U 72 STk 1970 6 ONT 2 B§EALL | CRT =
NI=E D 87.7% (57/65) 73—%E9 5 & L7= DRP31 25 L7z, £72 pH6.7 IkiC >\ ik, B 71 b
TV KB BEINEZ T L2 SOkl PO9B KOV R DRP31 22 L7z, T 0HENS, BAF72HE
HE BN Z R LB bNT,

2) MR E)

Jaa% NI DWW TIE, pH6.7 5B X OV pHT7.0 IED i F IOV T, L3 F—3 3 URFZER THIRT
STV AR, Bt E LTHEM L7 1659 (Benzo[apyrene) DfER DB DFM & 72> T 5 67,
pH6.7 ML TIE, =2 — RbEPICFEM L7z AE R & =— R U C3ENE L7z 3 Mk O R 2 beiig U CREf L T
WD, EORER, 1 i T3y b n— /L OFGEERHRR DO 2 5k & 572 DT LN TN D03, Bkt
HWE CTd % Benzo[alpyrene DfEHRIZIZIZFEDELGFGHNTWD, —F, pHT.0 ETIE=2— ML
Benzo[a]pyrene Z FAVNT 1 i@k D775 3 B D#: 0 I LERZITV, BAFRFERPFHFLNTVD,

ESAC O Wiz s L Hic, LAY F— a UHFZE TIIfis N EELME 2 3 5 72D O g e
TYA UPMENTE ST, BUEOFIEETE X 7256, MBI DWW T+ i il 23 T4
TS & IfGam T E R0,

9. HEBHEOT—XDHE

TR T =g VREBEICL D L. TUNY T = g VRO sk N B OfERR A2 B 0L A
W CERE Lo 7272 EFBEICA 07N b oo b0, RBRERIZ LI R A XL O EZ T
Tk COMi N AR S TR Y, T2 0EIFHRksh s LEx b5,

< B B b BE AT — 213, BEERa o =—0FETH S, BT F T ALV ERELINT
WHbLOO, BEEEf o =—(ZHETCHRIT 270, HRNEORBIEIZZ LY, 20k, T—
ZOEOHMRITIE, 2— NMEL BB ENET =4 ThH I EREREERDL, LN TF—va v
WD LEMITa— MeE i, BHEE R 2 0 =—0FHlliZa— ME L TiThbiviz, fit> T, BfES
N7 —20BHIFHR I TWD B HND,

- HBOZAEERRT L7200 9 — DD EE A DRP31 CTHA ST —#1Xa— ML THE
ENTZHOTIEHRY, LLERL T LAY F—3 a3 VRO HERLNES LI C DRP31 7 — ¥ % fJiF
i L7 R, RESCH RIS ICREN R -T2 2 b, ZRBICONTHT — X OEIFHE SN T
WHEEZ LD,



10. REAIEICET D OB PR 72w
SHE CTA & [FIRRICHIFE O CTA (ZIXLL F O ERBE ST D,
1) MRk BALB/c3T3 % H\\ % CTA
2) HIfEkE Bhas42 % 5 CTA*
3) FARAE C3HI0T1/2 %2 % CTA
4) JB6 iz H\ % CTA
%2) Bhas42 # i\ 2% CTA 732016 4F- 1 4 OECD A X > A ML 7p 57z,

FFED 1) ~3) 122V TiX, SHE CTA & [ARRICTEE IR L 72/l DWW T oM THh 228, BRI
Fan=—fOREER Lo =—KEHZ 50 TR, BEOEFEMM P THAE L 72 R S
RS 5 7 4 — 0 A2 (BEEBEMEOESHE) OBZitiT2b0THDS, 4) O IB6 MBIZONT
1T, BRIEREEHICOHIRE (RIHKEMEOER) 2L T2 BRTH D,

11. 3Rs ~DOMG (B kin & D22 M)

SHE CTA TIZ¥ U7 v « NARZ—DRF N BRI EMRZ AW 5720, BARBIEcT o4
TR DH, TDOH, toOEFHEHE (Bhasd42, BALB/c3T3) %M\ 5 CTA & iz L, Ei¥t& ki <k
AFITHD Z LITHBDR, Lo LR b, —ILOMEREN H RO MBI TK 50 [E10> CTA 735 i 7]
BTHdI &, BRUOKRERELEZT CTA IR AALBRRIZEB T 2T 7 0 225+ 5720, @)
WCHEMET 52 LIk - T, ZHROEMEFERT 208 ARMERES X OBEREBR 2 58, H 5V I3EKT
L2 ENHFFCED D, BRSO FEITIRENVWEZZ 6D,

12. BB GFEOH M L R
1 A A
(1) CTA
« WAALDOWBRZ T 2 Z BRI I X, ZREVDEICLY A = x—va AMEAEZ T /il
I, BICZOBRIEIERERIC L > TEMPEZEST5LEZ2 060 TWD, CTA 1L, HEIER
FURL B IR A BB RS 5 & & 2 4BIEIC L CL (L FEWE O EIRSEEO A B2 TR 5
in vitro RERIED— 2 & L TORER H 5,
DD ASFEHETHERBRAE R L & HIZ, WoE O—>& LT CTA OfRAFIHATLZEnTE 5, A
REBRIE T BT O AJFMERBRICERICE S b 23 BRIE L L CONME ST Tlde <, fliBhilZ2an
Bl z1E, BAFHERBR O EBMIAN. Z R D DT D A7 ) —=2 7 BAJFEHERBRAE R S
A7 AV —OEIEGHONAFMREEF RO E) & L TEST S Z LT TH D,
- 3Rs DBLED LB HEHATH D,
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(2) SHE CTA
CTA DA MPEICIA TU FOARMEZRD 5,

- DRP31 O 245 {LZEWE TRl SN 75 RV T, SHE CTA OfER & 23 A JFUERRERAE S & OFE Y
bbb,

* SHE CTA OMIaFH S LG IR L 729 A5 AR A IV 2 23 B2 & 9~ 2 B0 308 AU SR A B
(R SENRPAY: L7 L hall= N = RS W Y N b AR

*3Rs DBLEDNDHEHATH L Z LITA T, R bisEMias V5 CTA L g LT, gl
EHWDZENG L0 IEFMAIGEVIRBZ MR L2 EZBRR TH DL EE 2 b,

2) [ (RA. AR, RS

(1) CTA
* CTA CHRERMDGIETH - TH | AL FIEOEIRMEEN D, Z DL FWED invivo [ZFBTF D013 AJR
PEDTRS | JlERFr M, J6 K OVERFRMEICBE T 2 T B o v,

- CTA D= RRA > FTh DB O AT 527 > Tz | FEBEFMEDNS AR
WE ONEBEFIZBE T 2 1 MITAE S vy,

- —RE7R invitro FER & RIRRIS . FE RO 2SRRI S e 7 m b 3 Wi > Tl OB DS
EREIATOND Z LIk » THRIEEN D, CTA OFEROIEMMEZRIET 2720, RBREBEEITIL LA
Aoy IWHEEE D 0 =—/7 3 — 7 ZADHBIAF L OBERNEETH 5, EEYE THE SR EG
o =—/T7 =N AOEET + 7 AFLZMHA LI AFNVERITIEETH D,

JPHEEE A 0 =—/7 4 — U 2D BEPHBIED RN EA TW RN | BlR S TO LMK EHZ 7
U —= 7 OWEBITD 0, IRE AP WE OB EEEEZ CTA T—RAZ UV —=0 7§ 5720
i, REBROE R LR, Bk, WEE o v =—/7 4 — I A DOFFHHRIITTEDBRFE A LB
Th D,

(2) SHE CTA
CTA IZH T 2 RIEAITMZ TUL T ORIERZ 7D 5,

« SHECTA IZIE, A =Y =—varbrue—ya MEM L2 XKBIT 2RBIENTH I TV
D, A =vE—vay/TaE—va NERE WS TEBE TOMBYEOERBT A LT 5 2
LixTERY,

* SHECTA Ti&, 'L AU F—va VIR Thc 6 WE (HL, BIRSN-WEIZIE, fEHA D
SRALRY 3D L SILTND) (DN TR, BAJRMERBRAE R & OB (R, FrEE. Ak
P - MO ORER) 1TMR SN TWD 0, BRSNIEWEIZIT, EABECRY 250, 1k
FOEOBME L+ Tid e, Ml SN AL B IR EE A A T ARARME R L E
Eh, FREHFREDPATTEDE ("B (bonafide) IFBBFMENRAITWE OEFRITITim O R M
b 2) HY T FEBIREERS AFRME OB R & WS BURL COFAMEORBEEIA 5 TH 5,



3) AkOBE

M AT B n e D AE IR OMEA N EE TH D, L L, ZOBREIT — FADRE,

b METHEZY 5 20F2FHET57-0I121F, & Mz HW - CTA BBRBIND Z ENEEL
Vo (Invivo lZ8IT 5, B b e h~OsME LR CRIEZ G A TN S,)

- REIP B A = v = — DY E D FBIEOMER N ER ELETH D,
BHO (bona fide) HBILEMENAFEME OB AL LT CTA 2% << Eii L, £ DT —F ZIUET
5, TN Y T = a VR THW R E T E O IR AR EME DS AT E ORDSBARENED A
JRWVE & i U TR T Ze o 7o Z L 72 3 OBCD OFRBRIET A K7 A4 > & L TKR (AE) &
NI T2 D—2 L STV D, T b ORER - HIFH R BB TRk Shv, F2ERR AN
VT —3a URFENFERE S ALE, CTA BT A M ATA KT A4 AL ES N AEEMNIEH 5,

- SHE CTA Tix, EAMZEMREHERELZ R L O D/ME WD Z Enn, RENEM bz 03 b
T Dk % LW E O BN RN FTRE TH 5, Fo, MIRENEM L RZEHAT 52 21T X

T BRI D YRR T RIS EE 2 FF O P E A N T&E 5 & LaWE 1820 38Tk

HOLVARINTWD, TOL, 8 OREEHRER CREORHRBEONTZWEIZEALTY, 4
EAEHNEMALRZEH T2 Z LI L 0, HIZZORBROIEMEEN S E D RN H 5,

13, K
1) CTA X invitro IZEBWTC, AL ¥ WEAEET L2 L ClRE 2 [HMlaDFRE) 2 [EBEEPE] OEMElE
IR L L CEGA RO B AW~ DRBRED —2>TH D,

2) JEHEERA LI IS B LT 5 2 & T X — R U ARRRT OB ~DIERIGIEN RO D120,

MAJFME LI B OBRN S 5 Z L BRI D,

3) LB E V2 CTA OFEFRE | F o D AFMERBROFE RICITHBER S 2 Z L 3@ ShTn
Do

4) SHECTA OFfER & T > hHE TOMN ARG L O —Brg, B, HERER EOMIE, 3 XU IARC O
T N—TRIDORAEE D BT 5 & SHE CTA (I3 AFHRBROMRERIE L L TOMESIT Tk
< BARWERHORA 7 ) —= 0 73R BRIEDO—D L LTHLEDIT L Z ENTE D,

29



30

14.
1)

2)

3)

4)

5)

6)

7)

8)

9)

10)

11)

12)

13)

14)

2 =B AN

Guidance Document on the In Vitro Syrian Hamster Embryo (SHE) Cell Transformation Assay, Series on
Testing & Assessment No 214, ENV/JM/MONO (2015)18,0ECD (2015), Paris

Report on the Evaluation of Genotoxic or Non-genotoxic Activity of the Organic Chemicals Tested in the SHE
Cell Transformation Assay, 26th Meeting of the Working Group of National Coordinators of the Test Guidelines
Program (WNT), ENV/JIM/TG/RD (2014) 17

Pienta, R. J., J. A. Poiley, and W. B. Lebherz I1I. Morphological transformation of early passage Golden Syrian
embryo cells derived from cryopreserved primary cultures as a reliable in vitro bioassay for identifying divers
carcinogens. Int. J. Cancer: 19, 642-655 (1977)

Watanabe, Masami and Keiji Suzuki, Expression dynamics of transforming phenotypes in X-irradiated Syrian
golden hamster embryo cells. Mutat. Res., 249:71-80 (1991)

Detailed review paper on cell transformation assays for detection of chemical carcinogens, OECD Environment,
Health and Safety Publications, Series on Testing and Assessment, No. 31 OECD (2007)

Report of the Validation Management Team on the ECVAM prevalidation study concerning the SHE pH6.7
Cell Transformation Assay, EC-ECVAM (2010a)

Report of the Validation Management Team on the ECVAM prevalidation study concerning the SHE pH7.0
CTA, EC-ECVAM (2010b)

Results of An Analysis of The Performance of The Syrian Hamster Embryo Cell Transformation Assay at PH
6.7 and PH 7.0, 26th Meeting of the Working Group of National Coordinators of the Test Guidelines Program
(WNT), ENV/IM/TG/RD (2014) 16

Guidance document on the validation and international acceptance of new or updated test methods for hazard
assessment, OECD Environment, Health and Safety Publications, Series on Testing and Assessment, No. 34
OECD (2005)

ESAC Working Group Peer Review Consensus Report on an ECVAM-coordinated prevalidation study
concerning three protocols of the Cell Transformation Assay (CTA) for in vitro carcinogenicity testing (2011)
EURL ECVAM Recommendation on three Cell Transformation Assays using Syrian Hamster Embryo Cells
(SHE) and the BALB/c 3T3 Mouse Fibroblast Cell Line for In Vitro Carcinogenicity Testing (2012)

Draft Summary Record of a Meeting on Cell Transformation Assay, 14-16th January 2014, Paris, France,
ENV/IM/TG/M(2014)1/REV2

Benigni R, Bossa C, Battistelli CL, Tcheremenskaia O, IARC Classes 1 and 2 carcinogens are successfully
identified by analternative strategy that detects DNA-reactivity and celltransformation ability of chemicals.
Mutat. Res., 758 56— 61 (2013)

Isfort RJ, Kerckaert GA, LeBoeuf RA, Comparison of the standard and reduced pH Syrian Hamster Embryo
(SHE) cell in vitro transformation assays in predicting the carcinogenic potential of chemicals. Mutat. Res.,

356: 11-63 (1996)



15)

16)

17)

18)

19)

20)

21)

LeBoeuf RA, Kerckaert KA, Poiley JA and Raineri R, An interlaboratory comparison of enhanced
morphological transformation of Syrian hamster embryo cells cultured under conditions of reduced bicarbonate
concentration and pH. Mutat. Res., 222: 205-18 (1989)

Engelhardt G, Schwind KR and MubBler B, The testing of chemicals in Syrian hamster embryo (SHE) cell
transformation assay for assessment of carcinogenic potential. Toxicol. in vitro, 18: 213-8 (2004)

Guidance Document on the In Vitro Bhas42 cells Transformation Assay. Series on Testing & Assessment No
231, ENV/IM/MONO (2016) 1, OECD (2016)

Tsutsui T, Suzuki N, Maizumi H and Barrett ] C, Characterization of an unscheduled DNA synthesis assay with
Syrian hamster embryo cells, Mutat. Res., 129:111-7 (1984)

Tsutsui T, Suzuki N, Maizumi H, McLachlan, J A and Barrett J C, Alteration in diethylstilbestrol-induced
mutagenicity and cell transformation by exogenous metabolic activation, Carcinogenesis, 7:1415-8 (1986)
Tsutsui T, Watanabe E and Barrett J C, Ability of peroxisome proliferators to induce cell transformation,
chromosome aberrations and peroxisome proliferation in cultured Syrian hamster embryo cells, Carcinogenesis,
14: 611-8 (1993)

Hayashi N, Hasegawa K, Komine A, Tanaka Y, McLachlan J A, Barrett J C and Tsutsui T, Estrogen-induced
cell transformation and DNA adduct formation in cultured Syrian hamster embryo cells, Mol Carcinogenesis,

16:149-56 (1996)

31






payissepun

81(STOZONOW/II/ANA

»

ysisuy “1Q - ysisuy

Unclassified ENV/JM/MONO(2015)18

Organisation de Coopération et de Développement Economiques
Organisation for Economic Co-operation and Development 22-May-2015

English - Or. English
ENVIRONMENT DIRECTORATE
JOINT MEETING OF THE CHEMICALS COMMITTEE AND
THE WORKING PARTY ON CHEMICALS, PESTICIDES AND BIOTECHNOLOGY

GUIDANCE DOCUMENT ON THE IN VITRO SYRIAN HAMSTER EMBRYO (SHE) CELL
TRANSFORMATION ASSAY

Series on Testing & Assessement
No. 214

JT03376959

Complete document available on OLIS in its original format
This document and any map included herein are without prejudice to the status of or sovereignty over any territory, to the delimitation of
international frontiers and boundaries and to the name of any territory, city or area.

33



34

ENV/JM/MONO(2015)18



ENV/JM/MONO(2015)18

OECD Environment, Health and Safety Publications
Series on Testing and Assessment

No. 214

GUIDANCE DOCUMENT ON THE IN VITRO SYRIAN HAMSTER EMBRYO (SHE) CELL
TRANSFORMATION ASSAY

INTER-ORGANIZATION PROGRAMME FOR THE SOUND MANAGEMENT OF CHEMICALS

A cooperative agreement among FAO, ILO, UNDP, UNEP, UNIDO, UNITAR, WHO, World Bank and OECD

Environment Directorate

ORGANISATION FOR ECONOMIC CO-OPERATION AND DEVELOPMENT
Paris 2015

30



36

ENV/IM/MONO(2015)18

About the OECD

The Organisation for Economic Co-operation and Development (OECD) is an intergovernmental
organisation in which representatives of 34 industrialised countries in North and South America, Europe
and the Asia and Pacific region, as well as the European Commission, meet to co-ordinate and harmonise
policies, discuss issues of mutual concern, and work together to respond to international problems. Most of
the OECD’s work is carried out by more than 200 specialised committees and working groups composed
of member country delegates. Observers from several countries with special status at the OECD, and from
interested international organisations, attend many of the OECD’s workshops and other meetings.
Committees and working groups are served by the OECD Secretariat, located in Paris, France, which is
organised into directorates and divisions.

The Environment, Health and Safety Division publishes free-of-charge documents in eleven different
series: Testing and Assessment; Good Laboratory Practice and Compliance Monitoring; Pesticides;
Biocides; Risk Management; Harmonisation of Regulatory Oversight in Biotechnology; Safety of
Novel Foods and Feeds; Chemical Accidents; Pollutant Release and Transfer Registers; Emission
Scenario Documents; and Safety of Manufactured Nanomaterials. More information about the
Environment, Health and Safety Programme and EHS publications is available on the OECD’s World
Wide Web site (http://www.oecd.org/chemicalsafety/).

This publication was developed in the IOMC context. The contents do not necessarily reflect the views or
stated policies of individual IOMC Participating Organisations.

The Inter-Organisation Programme for the Sound Management of Chemicals (IOMC) was established in
1995 following recommendations made by the 1992 UN Conference on Environment and Development to
strengthen co-operation and increase international co-ordination in the field of chemical safety. The
Participating Organisations are FAO, ILO, UNDP, UNEP, UNIDO, UNITAR, WHO, World Bank and
OECD. The purpose of the IOMC is to promote co-ordination of the policies and activities pursued by the
Participating Organisations, jointly or separately, to achieve the sound management of chemicals in
relation to human health and the environment.




ENV/JM/MONO(2015)18

This publication is available electronically, at no charge.
Also published in the Series on Testing and Assessment link
For this and many other Environment,

Health and Safety publications, consult the OECD’s
World Wide Web site (www.oecd.org/chemicalsafety/)
or contact:

OECD Environment Directorate,
Environment, Health and Safety Division
2 rue André-Pascal
75775 Paris Cedex 16
France

Fax: (33-1) 44 30 61 80

E-mail: ehscont@oecd.org

© OECD 2015

Applications for permission to reproduce or translate all or part of this material should
be made to: Head of Publications Service, RIGHTS@oecd.org, OECD, 2 rue André-
Pascal, 75775 Paris Cedex 16, France




38

ENV/JM/MONO(2015)18

FOREWORD

This document presents guidance for conducting the Syrian Hamster Embryo Cells Transformation
Assay (SHE CTA).

This document was preceded by the development of the Detailed Review Paper (DRP) 31 on “Cell
Transformation Assays for Detection of Chemical Carcinogens” (OECD, 2007), pre-validation study led
by ECVAM, ESAC peer review, and then from 2011 by work aimed at the development of a Test
Guideline. Despite support from some countries, concerns were expressed by others regarding the SHE
CTA and the approval of the draft TG at the April 2013 WNT meeting was considered premature. Efforts
were undertaken to try to address remaining scientific, technical issues, but nevertheless the draft Test
Guideline did not reach the stage of regulatory acceptance.

In November 2014, the Joint Meeting discussed options for moving forward in the area of non-
genotoxic carcinogenicity under the Test Guidelines Programme. The Joint Meeting advised 1) to proceed
with the development of guidance documents on the SHE CTA and Bhas-42 CTA, mainly to describe the
test procedures, and 2) to develop a guidance document at the OECD level outlining a conceptual
framework for the identification of non-genotoxic carcinogens for priority setting.

The draft document has been through two WNT commenting rounds in July and in December 2014.
Since all countries who commented either indicated approval or indicated that their comments did not
impede approval of the document and were only of editorial nature, this document was approved by written
procedure.

This document is published under the responsibility of the Joint Meeting of the Chemicals Committee
and the Working Party on Chemicals, Pesticides and Biotechnology.
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GUIDANCE DOCUMENT ON THE
IN VITRO SYRIAN HAMSTER EMBRYO (SHE) CELL TRANSFORMATION ASSAY

PURPOSE

1. The purpose of this Guidance document is to allow the regulatory community to use the
described method as part of a weight of evidence approach in the testing of substances for carcinogenic
potential. There are a number of issues which have impeded consensus on the approval of the Test
Guideline; these issues mainly include the subjective nature of evaluating transformed phenotypic
morphology, the limited understanding of causal molecular mechanisms leading to the transformed SHE
colonies, the relatively small number of bona fide non-genotoxic carcinogens, as compared to genotoxic
carcinogens, that have been tested in the SHE cell transformation assay, and the way the assay might be
used in a regulatory framework.

Background

2. In vitro cell transformation refers to the induction of phenotypic alterations in cultured cells. Cell
transformation is an event in the multi-step process of tumour induction (1) (2). Transformed cells are
phenotypically different from normal cells and have the ability to induce tumours in susceptible animals
(3) (4) (5). It has been shown that SHE cells can be morphologically transformed by treatment with
genotoxic and non genotoxic carcinogens (6) (7) (8). Exposure results in an increase of morphologically
transformed (MT) colonies, which are characterised by disorganised growth patterns and mimicking an
early stage in the carcinogenic process.

3. The performance of the Syrian Hamster Embryo (SHE) cell transformation assay conducted at a
variety of pHs to detect transforming activity has been established on a large set of substances and has
been reviewed in a database summarized in the OECD Detailed Review Paper (DRP) 31 (6) (9). In
addition, the European Reference Laboratory for Alternatives to Animal Testing (EURL ECVAM) study
(10) (11) addressed the availability of standardized protocols, their transferability, within- and between-
laboratories reproducibility. The EURL ECVAM work also included the analysis of the degree of
similarity between protocols. It concluded that there are no elements suggesting that the EURL ECVAM
experiments differ notably from the experiments reported in the OECD DRP 31, thus making these data
acceptable for use in a retrospective evaluation.

4. When SHE CTA results are used as part of a testing strategy (not as results from a stand-alone
assay) and/or in a weight of evidence approach, they may contribute to the assessment of carcinogenic
potential of test chemicals (12). While the available data (see paragraph 14) would suggest that the SHE
CTA has greater sensitivity for carcinogens acting via genotoxic mechanisms, for non-genotoxic
carcinogens the added value of the SHE CTA is still debated and more information is required.

5. This Guidance Document (GD) provides an in vitro procedure of the SHE cell transformation
assay, as specified in Maire et al. (13) or in the EURL ECVAM DB-ALM protocol on SHE CTA (14),
conducted at pH 6.7 and 7.0. The assay can be performed at either pH 6.7 or 7.0 (see paragraphs 14)
provided proficiency has been demonstrated at the chosen pH (see paragraph 54-55). The morphology of
the normal colonies differs slightly at physiological pH compared to acidic pH, however, the conduct of
the assay at either pH has been shown to give similar results. Other than the difference in the pH, the
experimental protocol for both versions of the assay is the same.
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Current knowledge and understanding about mechanisms involved in cell transformation/

6. The exact molecular mechanisms involved in cell transformations are only partially understood
(15) (16) 17). Although there are uncertainties regarding the causal mechanisms leading to the
transformed SHE colonies, the following paragraphs review current knowledge and understanding based
on the literature.

7. Evidence indicates that cell transformation results from alterations and changes in the expression
of genes involved in cell cycle control, genomic stability, proliferation and differentiation. Genetic changes
affecting these processes may result from direct genotoxic mechanisms. Also, disturbances of gene
expression and genomic stability through hyper- or hypomethylation of DNA, histone modifications and
nucleosomal remodelling are epigenetic mechanisms considered as fundamental in triggering a
carcinogenic process (18). Consistent with these diverse mechanisms, some SHE cell transformants have
been shown to harbour biallelic, inactivated p53 tumour suppressor genes (19). Carcinogens such as DES
can suppress DNA methylation in short-term treatments (20). The initial transformants induced by
polycyclic aromatic hydrocarbons frequently display DNA methylation-associated suppression of gene
expression known to be associated with embryonic differentiation and engineered re-expression suppresses
the transformed phenotype (21). SHE cell transformation by diethanolamine is driven by altered choline
metabolism, an important methyl donor in one-carbon metabolism leading to DNA methylation (22).
Introduction of an activated oncogene (v-Ha-ras), by transfection, will morphologically transform normal
SHE cells (23). Increased frequency of akinetochoric chromosome disjunction occurs during the growth of
the initial transformants (24) which could contribute to the aneuploid characteristic of immortalized clones
arising from such populations (reviewed in Ahmadzai et al., 2012 (25)).

8. Among later stage immortal and malignantly transformed descendents, global DNA
hypomethylation and site specific hypomethylation in ras and myc oncogenes have been observed (20)
(26). Also, methylation-associated suppression of cell cycle checkpoint gene expression, or mono- or
biallelic losses of these genes (ink4a, ink4b), as well as mutations in p53 have been found in immortal
Syrian hamster dermal cells (27). In morphologically transformed SHE cell lines, cell cycle checkpoint
control (G2) is often compromised (28). An activated proto-oncogene (cph) capable of transforming other
cells has been isolated from malignantly transformed SHE cells (29).

9. Non-genotoxic carcinogens have been postulated to act via a number of mechanisms such as
inhibition of gap junction intercellular communication oxidative stress, increased mitogenesis, decreased
apoptosis, interference with tubulin polymerization, inhibition of senescence through activation of
telomerase, interference with signal transduction pathways, and binding to receptors involved in hormone-
mediated processes, and in peroxisome proliferation. Instances of several of these mechanisms have been
demonstrated in SHE cell transformation. Oxidative stress was shown to be causally involved in
morphological transformation (30) (31). Imbalance of cell proliferation via an inhibition of apoptosis has
been related to cell transforming effects of some hepatic peroxisome proliferators and other transforming
agents in SHE cells (32) (33). Growth factor treatments of SHE cells, presumably acting through signal
transduction pathways, can also drive transformation (34) and gap junctional cell-to-cell communication is
frequently impaired by non-genotoxic carcinogens (35).

INITIAL CONSIDERATIONS AND LIMITATIONS

10. The SHE cells are normal diploid, metabolically and p53-competent primary cells, which retain
the ability to biotransform a wide range of xenobiotics as evidenced by studies with substances requiring
metabolic activation (6) (9) (36) (37) (38). From a 3Rs perspective, the use of primary cells means that a
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small number of pregnant hamsters are euthanized; one hamster provides sufficient cells to perform at least
50 to 100 CTAs providing the cells are adequately preserved for future use. The metabolic capability of the
cells should be considered and discussed in the light of interpretation of test results. This is particularly
important when the test chemical requires metabolic activation. Exposure to test chemicals with
transforming capacity results in an increased number of morphologically transformed (MT) colonies,
which are characterised by disorganised growth patterns.

11. Transformation of primary, diploid SHE cells appears to follow a staged process. The
transformation assay in the SHE cells is based upon identifiable colonies of morphologically transformed
cells with irregular growth patterns. The transformants are thought to be stem cells with blockages in their
differentiation pathways (39). Upon further passages in vitro, transformed colonies clonally isolated from
treated cultures frequently generate cells with an infinite cellular lifespan or an ability to form tumours in
syngenic hosts. Untransformed clones become senescent (40) (41) (42). High frequencies of progression
to immortality and anchorage independence were also observed in bulk cultures of SHE cells (4).

12. Although conducted blindly, identification of morphologically transformed colonies by
microscopic scoring is subjective, as for any cytohistochemical endpoint. This subjectivity may, to some
extent, be overcome with appropriate training, and the use of photo catalogues (43) (44). However, to
improve the reliability of the scoring a second opinion or duplicate independent scoring is highly
recommended, especially for ambiguous colonies/or borderline pictures.

13. The assay would be improved by the development of objective measures for scoring
transformation, when these are validated. Some examples include biospectroscopy, which is being
explored to provide an objective determination of transformed colonies (45). In addition, molecular tools
such as gene expression changes promise to provide useful molecular markers for morphological
transformation, like those associated with cytoskeleton effects in the SHE cells (38).

14. To date comparative sensitivity and specificity of the pH 6.7 and 7.0 versions of the assay are
limited to a small chemical database (see annex to DRP 31(7)). An analysis of the sensitivity and
specificity of the assay for genotoxic and non-genotoxic carcinogens that were fully tested in in vitro and
in vivo genotoxicity assays was performed in 2014 and is available in an annex to the DRP.

15. When planning the experiment, careful choice of the optimum pH needs to be taken into account.
Parameters might include ionisable nature of the compounds as affecting the differences in reactivity or
bioavailability. The historical experience of the laboratory with the scoring at either pH should also be
considered. This needs to be taken into account until a wider chemical database has been generated.

16. At this time, the assay conducted as described in this Guidance Document does not provide
information on in vivo potency, or species-specificity or tissue-specificity of the cell transformations.

17. It should be noted that this method has been validated for mono-constituent substances only and
not multi-constituent substances, UVCBs (substances of unknown or variable composition, complex
reaction products or biological materials) or mixtures. Before use of the assay for the testing of a mixture
intended for a regulatory purpose, it should be considered whether, and if so why, it may provide adequate
results for that purpose. Such considerations are not needed, when there is a regulatory requirement for
testing of the mixture.

PRINCIPLE OF THE TEST METHOD
18. SHE cells are obtained from primary cultures of Syrian hamster embryos at 13 days of gestation.

After enzymatic tissue digestion, cells are collected, grown for 24 to 48 hours and then cryopreserved, and
stored in liquid nitrogen. One part of cryopreserved SHE cells is used as feeder cells, the other part as

9
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target cells. The feeder cells are x-ray irradiated to inactivate their capability to replicate, and seeded as
nutrient base and support of metabolic activity. The target cells are used to assess morphological
transformation of colonies.

19. SHE cells (target cells) are seeded at clonal density onto a feeder layer of x-ray-irradiated cells in
culture conditions allowing for the development of colonies, and achieving the necessary cloning
efficiency for fulfilling the acceptability criteria for the CTA (paragraph 60). After plating the cells, they
are exposed to the test chemical for 7 days. Thereafter, cells are washed, fixed and stained. Dishes are
coded and colonies are scored for their morphological phenotype by stereomicroscopy.

20. Cytotoxicity is evaluated by inhibition of cloning efficiency and reduction in size/density of the
colonies. The number of morphologically transformed (MT) colonies relative to the total number of
scorable colonies is calculated for each concentration tested. The frequency of morphologically
transformed colonies relative to total number of colonies in the test chemical-treated groups is compared to
the frequency of MT colonies in the solvent control group.

DESCRIPTION OF THE METHOD

Preparations

Culture media, reagents and solutions

21. The culture medium, reagent and solutions used for cell preparation are described in Annex 1.
Culture conditions and counting of viable cells

22. Cell cultures are incubated in a humidified incubator at 37°C and 10+ 0.5 % CO2. All
centrifugation steps are carried out at 180-250 g for 10 minutes at 4°C. Viable cells are counted using the
trypan blue dye exclusion test using 0.4% to 0.5% (w/v) trypan blue in buffered saline.

Preparation and cryopreservation of SHE cell stocks

23. SHE cells are isolated from 13-days gestation embryos of pregnant healthy female(s) humanely
euthanized. Embryos are washed, transferred into sterile culture dishes containing wash solution, and the
differentiated organs (head, viscera, and limbs) are discarded from each embryo. Cells can be prepared
from single embryos, embryos pooled from a single dam or embryos pooled from different dams sacrificed
at the same time.

24, The remainder of the embryo is minced and dissociated by enzymatic digestion in dissociation
solution under gentle stirring for 10 min at room temperature or at 37°C. The first wash is discarded, and
the dissociation is repeated 2-4 times. Cell suspensions are collected, centrifuged (at 4°C) and re-
suspended in cell isolation medium (CIM). Viable cells are counted and seeded (2 x10° /100 mm diameter
culture dish, or 0.133 x 10° cells/cm” area of 150 or 225 cm? culture flasks) in CIM and incubated (37°C
and 10 £ 0.5 % CO,) until 60-80% cell growth confluency is achieved (usually within 24 to 48 hours).
Then, cells are rinsed with buffered saline, detached with the appropriate detachment solution, and
collected by centrifugation.

25. The cell pellet is suspended in CIM, viable cells are counted and pelleted by centrifugation. Cells
are re-suspended in cryopreservation medium, dispensed into storage vials (1.0 or 2.0 x 10° cells/vial),
step frozen (i.e., successively for 30 minutes at 4°C, 4 hours at -20°C and one night at -80°C), and kept
frozen under liquid nitrogen until use.

10
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Checking of the SHE cells/FBS suitability

26. Before use, each new cell batch should be checked for spontaneous transformation rate, plating
efficiency (colony forming ability) and morphological transformation using a positive control chemical.
Likewise, any new batch of foetal bovine serum (FBS) should be checked for suitability. The combination
“cell batch/FBS batch” should fulfil the acceptability criteria described in paragraph 60.

Preparation of feeder (irradiated) SHE cells

217. Cryopreserved SHE cells in frozen vials are thawed at 37°C, pelleted by centrifugation and re-
suspended in fresh cell growth medium (CGM). This also eliminates most of the dimethylsulfoxide
(DMSO) used in the cryopreservation medium. Ten or 40 mL aliquots of cells are transferred to
respectively 100 mm culture dishes or T225 culture flasks (2.0 x 10° cells/dish or 8.0 x 10° cells in T225
culture flask) and cultured in a humidified incubator at 37°C and 10 + 0.5 % CO, for 2-4 days to achieve
50-90% confluence.

28. On the day of x-ray irradiation, cells are rinsed, detached and immediately re-suspended in CGM.
Cells are exposed to irradiation (5000 rads or 50 grays) so that they remain viable, but no longer capable of
replication. . Before and after irradiation, cells should be maintained on ice, and preferably also during
irradiation.

29. These freshly irradiated cells can be directly used for the experiments soon after irradiation. In
case of cryopreservation of the irradiated cells, cells are centrifuged and the supernatant is removed. The
pellet is re-suspended in an appropriate volume of cold (hold on wet ice) cryopreservation medium. The
viable cells are counted and dispensed into storage vials (5 x 10° cells/vial) on wet ice, and step frozen (as
described in paragraph 25) prior to being stored frozen under liquid nitrogen. The cryopreservation step is
a good way of keeping irradiated cells for a longer period if an x-ray machine is not readily available.

Preliminary cytotoxicity and dose range finding (DRF) assay

30. The maximum dose of the test chemical should be determined taking into account the solubility
and any relevant cytotoxicity information available for the test chemical. In the DRF, a range of at least 10
concentrations to achieve a wide toxicity range should be tested in parallel to the solvent control. At least
five, preferably ten dishes should be seeded per concentration tested. The number of target cells seeded is
the same in all treatment groups. The conditions of testing (test medium, incubation conditions and time)
are the ones described for the main experiment for cell transformation (see paragraphs 41-44).

Test conditions
Solvent use

31. The solvent should be chosen to optimize the solubility of the test chemical without adversely
impacting the assay conduct, e.g. cell growth, integrity of the test material, reaction with culture vessels. It
is recommended that, wherever possible, the use of an aqueous solvent should be considered first. Well
established solvents are for example water, cell culture medium, and dimethyl sulfoxide. Generally the
final concentration of organic solvents in the tissue culture medium should not exceed 0.2% (v/v). This
may be achieved by diluting concentrated solutions (500 x) of the test chemical in CGM to prepare
ultimate dosing solutions at a concentration 2 x, so as to obtain the final concentration (1 x) in the test
medium after addition of an equal volume of the test medium (see Table 1 and paragraph 33 as examples).
If other than well-established solvents are used, their use should be supported by data indicating their
compatibility with the test chemical, the test system, and their lack of transforming potency. In such cases,
untreated controls should also be included.

11
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Selection of test concentrations

32. The maximum concentrations to be tested in cell transformation assay depend on test chemical
solubility and cytotoxicity. For test chemicals of defined composition the highest dose level should be 0.01
M, 2 mg/mL or 2 pL/mL, whichever is the lowest. For test chemical of non-defined composition, e.g.
complex mixtures (plant extracts, tars, environmental extracts etc.), the top concentration should be at least
5 mg/mL. Poorly soluble chemicals should be tested up to the first concentration producing a visible
opacity in the final test medium observable by the unaided eye.

33. In addition to the controls, at least 5 test chemical concentrations should be used in the main
experiment. These are deducted from the range finding study and should include:

= A high test concentration inducing no more than 50% cytotoxicity expressed by decrease in
relative plating efficiency and/or reduction in relative colonies density/size (by visual
appearance). If the test chemical does not show a cytotoxic effect, the highest dose is selected as
indicated in paragraph 32 above for soluble test chemicals, or as the visible solubility limit in the
final test medium for insoluble test chemicals;

= At least one concentration which has no apparent effect on plating efficiency;

= 3 or 4 intermediate concentrations.

Table 1: Recommended concentrations of the test chemical in the intermediate solutions and in the final
test medium

Solvent* Intermediate solution Final test medium
(4 mL test medium) (8 mL=4mL
intermediate
solution+4mL GCM)

Concentration of the test
chemical 500x 2x 1x
Concentration of  the
solvent 100% 0.4% 0.2%

*For water insoluble test chemicals, concentrated solutions (500x) may be prepared in Dimethyl
sulfoxide (DMSO). For water soluble test chemicals, an aqueous solvent is recommended.

12
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Figure 1: Timeline of the SHE CTA assay (the volumes are per each 60 mm culture dish)

Preparation of test cultures
Feeder layer

34, On day 0 (feeder cells day), the irradiated SHE cells are seeded. The cell concentration is
adjusted to 20,000 — 30,000 cells/mL in CGM, and 2 mL of the cell suspension are added into each 60 mm
culture dish (4 to 6 x 10 feeder cells/dish). In case of cryopreservation of irradiated cells, cryopreserved
cells are thawed at 37°C, and pelleted by centrifugation. The cell pellet is re-suspended in fresh CGM and
the viable cells are counted. Freshly irradiated cells can also be used for seeding of the feeder layer.

35. The culture dishes are incubated in a humified incubator at 37°C and 10 + 0.5% CO, for 24 hours
before adding the target cells. For each test, at least 5 dishes filled with feeder cells only will be used
concurrently as controls for the inability of the feeder cells to replicate and to form colonies. No colony
should form in these dishes.

Target cells

36. Cryopreserved SHE cells are thawed at 37°C and seeded for growth in culture flasks. After an
incubation period (usually of 24 hours although shorter duration e.g. 5 hours can be used), the target cells
are detached, counted and the cell concentration is adjusted with CGM to a concentration where
approximately 25 - 45 colonies/dish can be obtained at the end of the test (see paragraph 60). Two mL of
the target cell suspension will be added to each culture dish containing feeder cells. Dishes will be
incubated in a humidified incubator at 37°C and 10 £ 0.5% CO, for 24 hours prior to treatment with the
test and control chemicals.

37. At cytotoxic dose levels, as determined in the Dose Range Finding (DRF) experiment, the target
cell number should be adjusted in order to yield the recommended number of 25 to 45 colonies per dish at
the end of the test to fulfil acceptance criteria (see paragraph 60). The adjustment of target cell number is
explained in paragraph 37.

Treatment of cultures

38. For practicality, one way of preparing dosing solution is to start with a concentration representing
twice (2x) the final concentration (Table 1). Each dosing solution (4 mL) will be transferred to individual
culture dishes (60 mm) already containing the CGM (4 mL) with feeder and target cells (final volume
8 mL) (Table 1). The cultures will be incubated in a humidified incubator at 37°C and 10 £ 0.5% CO, for 7
days without disturbance.

13
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PROCEDURE
Preparation of test solutions

39. The test chemical solutions are prepared on the day of treatment. Solid test chemicals should be
dissolved in appropriate solvents and diluted, if appropriate, prior to treatment of the cells. Liquid test
chemicals may be added directly to the final test medium and/or diluted prior to treatment. Gaseous or
volatile chemicals should be tested by appropriate methods, determined on a case by case basis. Fresh
preparations of the test chemical should be used unless stability data demonstrate the acceptability of
storage. A series of solutions at different concentrations of the test chemical should be prepared under UV
filtered lights or protected from light.

Description of the cell transformation assay

40. A sufficient number of target cells (around 150 cells/dish, but the number of target cells is
dependent on the cell batch/FBS batch) to produce an average of 25 - 45 colonies at the end of the test will
be dispensed in 2mL of complete medium per 60 mm culture dish, each of which was seeded
approximately 24 hours earlier with 4-6 x 10* feeder cells in 2 mL of CGM. For cytotoxic concentrations,
the number of target cells seeded should be increased so as to maintain the target range of 25-45 colonies
per dish (paragraph 60). For instance, an approximate 30 % reduction in the number of colonies may
require to adjust the number of target cells to 1.5x the number of cells seeded in the cytotoxicity assay; an
approximate 50 % reduction, would lead to seed twice (2x) the number of target cells seeded for
cytotoxicity.

41. Twenty four hours after the seeding of the target cells, test and control chemical treatment will be
initiated by addition to the test media (4 mL) of the appropriate dosing solution (4 mL) so as to obtain the
final concentration of 0.2% (Table 1).

42, The treated cell cultures should be incubated for a period of 7 days in a humidified incubator
(37°C, 10 £ 0.5 % CO,) following treatment initiation to allow colony development. The culture dishes
should be labelled as appropriate for identification. The relative cytotoxicity of each treatment group
should be measured by the reduction in plating efficiency and/or colony density and size of the treated
SHE cells compared to the solvent control.

43. After the incubation period of 7 days, the medium should be discarded from the dishes by
aspiration, and the cells attached to the dishes should be rinsed with buffered saline. After removal of the
buffered saline, cells should be covered with fixing solution (ethanol or methanol) and kept for at least 10
minutes at room temperature. The fixative is removed and the dishes are stained for approximately 20
minutes with 3-5 mL Giemsa solution. The stain is poured off and the dishes are rinsed with tap water
before the stained colonies are air-dried.

Morphological cell transformation

44, All dishes, including those of positive and negative controls, should be coded before microscopic
analysis. The stained colonies are evaluated and scored under stereomicroscope for plating efficiency (PE)
and morphological transformation (MT). The scorer should be unaware of the coding. Morphologically
transformed colonies are characterized by a criss-cross pattern of growth and piling up of cells. Individual
cells within the colony are more basophilic relative to their normal counterparts, and have a decreased
cytoplasm-to-nucleus ratio. Pictures of normal and morphologically-transformed colonies obtained at pH
6.7 and 7.0, which can be found in the photo catalogue of Bohnenberger et al. (43) and Maire et al. (44),
respectively, should be used routinely.

14
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45. Sparse colonies are not scored for MT (i.e. if a colony contains less than 50 cells, it is not
counted); however, they are included in the total number of colonies for plating efficiency determination..
Colonies at the edge of the dishes should be scored for MT if clearly morphologically transformed.
Generally, for each treatment group > 1000 colonies should be evaluated for morphological cell
transformation (MT).

46. For each treatment group, normal (non-transformed) colonies and transformed colonies will be
enumerated to evaluate the plating efficiency (PE), the relative plating efficiency (RPE) and the
morphological transformation frequency (MTF) criteria detailed in paragraphs 56-58.

Controls
Solvent control

47. In case the test chemical is not water soluble, an appropriate solvent control should be used. If
DMSO or other organic solvents are selected, they should be used at a final concentration that does not
exceed 0.2% (see paragraph 31). The final concentration of any solvent should be the same in all solvent
control and treated dishes.

Positive control

48. Because of the high amount of data on Benzo[a]pyrene (B[a]P), it should be used as positive
control at the recommended concentrations of 1.0to 5.0 pg/mL in dimethyl sulfoxide (DMSO) to
demonstrate the sensitivity of the assay . However, if justified, other chemicals can also be considered as
positive controls. Each laboratory should establish the performance of the positive control under their own
laboratory conditions (see paragraph 49).

Feeder cells control

49. For each test, at least 5 dishes with feeder cells only should be used concurrently to confirm the
inability of these cells to replicate and to form colonies. For a valid test, no colony should be formed in
these dishes at the end of the test period.

Solubility, pH, and osmolality

50. The solubility/precipitation of the test chemical in the solvent and in the test culture (medium)
should be visually assessed and documented in the test report.

51. The pH of the test chemical dosing solutions should be measured at the time of preparation of the
treatment medium and after at least four hours of undisturbed incubation in an incubator, in humidified
atmosphere at 37°C and 10 = 0.5 % CO,. In case of deviation from the expected pH at any time point, the
pH of the medium should be adjusted to the selected pH. Any deviation should be reported and considered
in the interpretation of the results.

52. The osmolality of the treatment medium should be measured prior to or at the time of performing
the preliminary cytotoxicity determination or the main experiment. Osmolality of the treatment medium
should be compared to the control medium, and any change used in the interpretation of results.

Proficiency of the laboratory

53. In order to demonstrate proficiency, a laboratory should perform tests with the four positive
chemicals acting via different mechanisms, and two negative chemicals, included in Table 2. Proficiency
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should be demonstrated at the pH the assay will be conducted, i.e. pH 6.7 and/or pH 7.0. The choice of the
negative chemicals will depend of the version of the assay the laboratory demonstrates proficiency with.
During the course of these tests, the laboratory should establish:

- A historical negative (untreated, solvent) control range and distribution
- A historical positive control range and distribution.

54. Re-evaluation of laboratory proficiency is recommended if major changes to the experimental
conditions are proposed for the assay (e.g. use of automated instead of manual scoring techniques). Before
starting to use this method, it is recommended that personnel are trained in a laboratory experienced in the
performance of this assay.

Table 2: Substances for Assessing Laboratory Proficiency

Category | Substance | CASRN
1. Carcinogens' (responsive in the SHE CTA (pH 6.7 and pH 7.0))
Benzo[a]pyrene 50-32-8
2,4-diaminotoluene 95-80-7
o-toluidine 636-21-5
Non-genotoxic Di (2-Ethylhexyl)phthalate (DEHP) 117-81-7
carcinogen
2. Non carcinogens’ (non-responsive in the SHE CTA ((pH 6.7 and pH 7.0))
Anthracene 120-12-7
d-manitol (only for pH 6.7)
1 naphtylamine (only for pH 6.7) 69-65-8
Benzoin (only for pH 7.0) 119-53-9

T p p f P f
Rodent carcinogen: sufficient evidence in animals.

2 . . . . .
Rodent non-carcinogen: inadequate or no evidence in animals.

DATA AND REPORTING
Morphological transformation
55. The morphological transformation frequency (MTF) should be calculated for each treatment

group, using the data of one trial, as follows:

MTF = total number of transformed cqlonles < 100
total number of scorable colonies

Cytotoxicity

56. The average number of colonies per dish, the plating efficiency (PE) and the relative plating
efficiency (RPE) should be determined for each treatment group.

57. The plating efficiency (% PE) and the relative plating efficiency (% RPE) should be calculated as
follows:
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total number of colonies per dish

PE = x 100

58.
recorded as parameters of cytotoxicity. The size and density is observed and recorded as three categories:

total number of target cells seeded per dish

PE of treatment group

= x 100

PE of the solvent control group

In addition to the RPE, the colony size and density (number of cells per colony) should be

- Normal (+)
- Slightly reduced (++ ; 20 — 39 % reduction)
- Greatly reduced (+++; 40 — 60 % reduction)

Acceptability Criteria and historical controls

59.

The following criteria have to be fulfilled for the validity of the assay:

At least 1000 colonies per experimental group should be available for morphological
transformation scoring. Occasionally, in case of a significant increase in morphological
transformation rate, less than 1000 colonies are acceptable. However the average number of
colonies per dish should normally not be less than 25.

An average of 25-45 colonies per dish should be available (46). Occasionally, in case of a negative
result, dishes with less than 25 colonies per dish are acceptable. Likewise, in case of a positive
result, dishes with more than 45 colonies are acceptable.

Cloning efficiency of the negative/solvent control is > 20%.

No colony formation should be observed in the feeder cell dishes. Feeder cells should be visible in
the chemical treatment groups except if they are affected selectively by the test chemical. If the
feeder cells are affected by the test chemical, then this observation should be recorded, reported,
and considered in the interpretation of the results.

Transformation frequency in the negative controls (untreated and solvent) is within the
distribution of historical control data of the laboratory (e.g. 95% confidence interval). Based on
historical data from experienced laboratories and data from the EURL ECVAM validation study,
the upper limit of transformation frequency in the negative controls (untreated and solvent) is
0.6%.

The positive control chemical should induce a biologically relevant and statistically significant
increase in morphological cell transformation compared to the solvent control.

Data interpretation criteria

60.
significance and biological relevance of data are considered in the interpretation of the negative and
positive results. The level of concentration(s) increasing the MTF is carefully considered, taking into
account the range of cytotoxic/non-cytotoxic concentrations.

61.
evaluation of results:

Although biological relevance of the results should be considered first, both statistical

Providing that all acceptability criteria are fulfilled, the following criteria are considered for the
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(1) the increase in MT colonies is concentration-related,

(2) atleast one of the test concentration exhibits a statistically significant increase compared
to the concurrent negative control,

(3) the statistically significant result is outside the distribution range of the historical negative
control data (e.g. 95% confidence interval).

62. A result can be considered clearly biologically relevant and a test chemical is considered a clear
positive if all the above criteria are met.

63. A test chemical is considered as a clear negative if none of the criteria above (paragraph 62) are
met.
64. Results are statistically analysed using the one-sided Fisher’s exact test to determine if an

increase in morphological transformation occurred at each concentration level compared to the concurrent
solvent control. A p<0.05 level of significance indicates a treatment related effect on MTF. The Cochran-
Armitage trend test can be used to contribute to the evaluation of positive concentration-related response.

65. When results do not meet the criteria for a clear positive or a clear negative call, the test chemical
should be evaluated by expert judgement and/or the experiment should be repeated. Modification of study
parameters over an extended or narrowed range of concentrations, as appropriate, should be considered in
follow-up experiments. In rare cases, even after further investigations, the data set will preclude making a
conclusion of positive or negative results, and will therefore be concluded as equivocal.

Test report
66. The test report should include the following information:
Test chemical

Mono-constituent substance:
- physical appearance, water solubility, and additional relevant physicochemical properties;

- chemical identification, such as IUPAC or CAS name, CAS number, SMILES or InChl code,
structural formula, purity, chemical identity of impurities as appropriate and practically feasible,
etc.

Multi-constituent substance, UVBCs and mixtures:

- characterised as far as possible by chemical identity (see above), quantitative occurrence and
relevant physicochemical properties of the constituents.

Solvent (if appropriate)

- justification for choice of solvent
- concentrations tested and preparation of the dosing solutions
- signs of precipitation (absence or presence)

- source of cells

- number of cell subcultures

- maintenance of cell cultures
- absence of mycoplasms

18
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identification of serum (provider and batch number)

Test conditions

Results

67.

rationale for selection of concentrations, including cytotoxicity data and solubility limitations
composition of the media, CO,, pH

serum concentration, origin and quality

concentrations of test chemicals

volume of solvent and test chemical added

duration of treatment

incubation temperature

number of cells plated

positive and negative controls

criteria for scoring MT colonies

cytotoxicity results

signs of precipitation

pH, osmolality of culture media after addition of the test chemical
number of total scorable colonies

relative cloning efficiency

concurrent feeder cell control

dose-response relationship, where possible

statistical analyses

concurrent negative (solvent) and positive control data

historical negative (solvent) and positive control data, with ranges, means, standard deviation,
and confidence interval (e.g. 95%)

Data should be presented in tabular form. The following values should be presented for each

group (treated and untreated groups, solvent and positive controls):

1. total number, and average number per dish of scorable colonies for each group
ii. plating and relative plating efficiency %

iil. cloning efficiency

iv. colony size/density

v. number of transformed colonies

vi. morphological transformation frequency (MTF %)

vii. Fisher’s exact test p-value (one-sided)

Discussion of the results

Conclusion

19
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ANNEX 1:
Culture medium, reagent and solutions used for cell preparation

The culture medium is DMEM: Dulbecco’s Modified Eagle’s Medium containing 1g/L glucose, 4 mM
glutamine and 110 mg/L sodium pyruvate, with or without phenol red. The media can be purchased
readymade from the vendors and should be stored according to the parameters (time, temperature)
provided with the batch media.

If powder media is used, depending on the pH selected, the DMEM medium is adjusted to pH 7.0 with 1.5
g/L NaHCO; or to pH 6.7 with 0.75 g/L NaHCO; and sterilized by membrane filtration (0.1 um porosity).

The culture medium can be stored at 4° C during a period not exceeding 2 weeks.

This culture medium serves to prepare the following media:

- Complete growth medium (CGM)
The complete culture medium is prepared with addition of fetal bovine serum (FBS) at a concentration of
15% or 20% (v/v) for the SHE pH 7.0 and the SHE pH 6.7 CTAs, respectively.

- Cryopreservation medium
The cryopreservation medium is the pH-adjusted DMEM, added with 10% FBS and 10% DMSO or
with 20% FBS and 7.5% DMSO (recommended if the test is carried out at pH 6.7).

- Cell isolation medium (CIM)
The cell isolation medium is the pH-adjusted DMEM added with 15% FBS and antibiotics penicillin 100
U/mL and streptomycin 100 pg/mL).

The solutions used for cell preparation and assay protocol are as follows:

- Buffered saline (e.g. calcium- and magnesium-free Hank’s balanced solution (CMF- HBSS) or calcium-
and magnesium-free phosphate buffered saline (CMF-PBS))

- Colony staining solution: 10% (v/v) Giemsa in aqueous buffer

- Cell staining solution (e.g. 0.4% to 0.5% (w/v) trypan blue in buffered saline)

- Fixing solution: ethanol or methanol

- Detachment solution (e.g. 0.25% (w/v) trypsin in buffered saline or [0.05% (w/v) trypsin + 0.02% (w/v)
Na,EDTA-H,0] in buffered saline)

- Dissociation solution (e.g. dispase 2 U/mL in buffered saline or [1.25% (v/v) Enzar-T, 2.5% (v/v)
pancreatin with 200 U/mL of penicillin and 200 pg/mL streptomycin] in buffered saline)

- Wash solution: buffered saline with 200 U/mL of penicillin and 200 pg/mL streptomycin
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