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Table 1 Scale for scoring ocular lesions in the Draize eye test

{1} Cornea

{A) Opactty-degree of density (ares most desse taken for ru.d'ing}
No Opacity....ovicrvnnnions
Beattered ar diffuse ares, dztuh nt irfs tlu.riy -nuhh;
Eaxily diseernible i-ri-nlluml areas, details of iris al:gh'tl;r ni:ﬂcnmd
Opalescent areas, no details of iris visible, size of pupil ‘b.uﬂy diseernible.
Opague, Iris nvisihle. ... .. L L Ll

(B) Ares of cornes involwed
Omne quarter (or less) but not zere. .. ..
Greater than ane gquartar, h-ut]unt.hiahll!‘
Greater than half, butlnl-l.'lhmlhrnqmn R R TP
Grmrthu:hmqmrs.uptowbnkam. e e

L}:BHS - Tots] maximum = 80

P TR

LT

Fnld: Ib-nu n-umﬂ mnn-tmn, lﬂlluq:_. l:-lr:mmn.l ujem:mn {my GF
all of thase or combimation of any thuq)ﬂ- iris eTill ressting io hight
(sleggisk resction iz poaitive]..
No reaction to light, bemorrheage, El‘ﬂl dﬂi!‘ﬂ:hﬂ [Il:j"ﬂr I.]] -DI :hut}
A NS Total maximus = I
(3) Canjunctivae
{A) Redoess (refers to palpebral and bulbar conjunetivas exeluding eornes
and iria)

| -]

Vessels definitely injested above normal .
Mn‘ru diffuse, deeper erimson Ted, J-'I]dl‘i"ldﬁ.:l vmhnut el..ul}- d:mhlg,

SN NEN-]

No swelling. . e e
Any swelling n.bm't nnmml .,s:.r_ludr_a. mtuuu.n,g m.u:shn.n:_,. _______
Gbr.nulmuirtlplnulcw:mnn‘hd:
Bwelling witk lide abowt half closed. .
Swelling with lids aboet balf closed 1o cm;ﬂ-&l-d.v n!m:d
{C) Driseharge
No discharge . .
Any amount d:ﬁeﬂa:- fru:m '.w«.':n.-ll l:dﬁﬂ nr.rf- 1=¢1udc ml_! ATNOURTE nb-
served in immer canthus of normal animels) . - .
Diseharge with molstening of the lids axnd h::s just m:mnt Lo I:ds.. 2
Discharpe with moisteniog of the lids and hairs, and considerable ares
proand the eve, ... . . L .3
Srnre.,&+B-|-L}Kﬂ aﬂt&lmnmum-m

o WD

[=J

[

The table is the same as that reported by Draize et al. (1959)
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Table 2 GHS classification of serious eye damage / eye irritation

Caterory | Criteria
of GHS
1 An eye irritant Category 1 (irreversible effects on the eye) is a test material that produces:
(a) at least in one animal effects on the cornea, iris or conjunctiva that are not expected to reverse or
have not fully reversed within an observation period of normally 21 days; and/or
(b) at least in 2 of 3 tested animals, a positive response of:
(i) corneal opacity > 3; and/or
(i) iritis > 1.5;
calculated as the mean socres following grading at 24, 48 and 72 hours after installation of the

test material

2 An eye irritant Category 2A (irritating to eyes) is a test material that produces:
(a) at least in 2 of 3 tested animals a positive response of:

(i) corneal opacity > 1; and/or

(ii) iritis > 1; and/or

(iii) conjunctival redness > 2; and/or

(iv) conjunctival oedema (chemosis) > 2

calculated as the mean socres following grading at 24, 48 and 72 hours after installation of the

test material, and which fully reverses within an observation period of normally 21 days.
Within this category an eye irritant is considered mildly irritating to eyes (Category 2B) when the
effects listed above are fully reversible within 7 days of observation.

The table is the same as the third revised edition of the GHS (2009).
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Fig. 1 Organization of the second and third validations
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The figure is the same as that reported by Ohno et al.(1999). The facilities of the study directors had
the role of lead laboratory.
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Table 3 List of the co-operating organizations for the Japanese validaton

Adminkstrative organkeations Japan Cosmetic Industry Corporation
Ministry of Health and Welfare Shisedo Safety & Analytical Res. Center
Mational Institute of Health Sciences POLA Corp,

{Div. Pharmacol. Div, Toxicol, Kanebo Lid
and Div. Genetics Mulagen.) KOSE Corp,
L L Cunp,

Universitics KAC Corp,
Yokohama-City University SUNSTAR Inc,

Showa University OPPEN Cosmetie Co. Ltd
: MNOEVIR Co. Ltd

Kit supplicrs Kaminomoto Co. Lid
Orental Yeast Co. Lid Procter & Gamhble Far East, Ine.
Fourabe Industria, Lid Mippon Mcnard Cosmetic Co. Lid
lovitro International Japan, Lud Yakult Central Institute for Microbiological Res,
Toyoba Co., Lid Ajinomota Co, Ine,

Cow Hrand Soap Kyoshinsha Co., Lid

Others Hoyu Co. Lid
RIKEM Gene Bank CLUB COSMETICS Co. Lud

Jupan Scigiken Rescarch Centre Co, Lid — Nippon Shikizi Inc

The table is the same as that reported by Ohno et al.(1999).
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Table 4 List of the participation of organization

First valication Shiseido | Pola | Kanebo | Menard NIHS Kao
Second validation | Shiseido | Pola Menard Sunstar Hoyu Riken gene bank
Third validation | Shiseido | Pola Sunstar Hoyu Riken gene bank

NIHS : National Institute of Health Sciences
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BIEHIENTED, A HODEE, #RYE #E - D DMSO X O Ethanol O fz =i
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-DMSO, Ethanol DISOEEEEE WA G 1L, BAAIMEFIZZE ThHI L, Ml ts
IRSIRWRETHDHE, WBRE LG L7\ 2 LA HATICHERR 95,

HERE DI E
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c~Ara7 L —R)—& —%H\ T 588nm O SEE AR E T 5, 1% 570nm~595nm D
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-t AR DFEAM
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WZIXRRRI 3 [ H &2 S L | 2 [Bl D RICFHMAS R 2B L2 Of RIS EFHE 75,
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BE iR 10% 17 4+ 1L 1% (CS) Z s L 7= | 10%4-R Y2 ik (FBS) Z s 7= MEM %%
MEM 528k 2 5, &% WD,
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ANV H—F T, RO~
X =)V (IIN% . 75180 &2 v
TWHEZTT,

721 Penicillin Streptmycin (GIBCO BRL)%
LDIRFEI /DI Z 5,

BRI DR

12 _X—=T DN~ TR E
O FHBRLTFNEZ A< R E

BB 3B R IZ 10000 1 g/mL D
(YRR 7213 — IR S & T BRI B i
LD, PR E AR E I IR B S T DR
(2, T — | DRSO B I AL B A
AL TESD, /-, DMSO BI Y Ethanol
ZUSBEE U T BRI P IR £ 72138
—IBRBESEDRIENTED, WA WD
s BEBRYE P o> DMSO 3L Ethanol
DX 10000 1 g/ml &35, ff&i
7R W R W D F o BRI E 1T 5000 u
g/mL, ¥EBEOFERYR 1L 5000 1 g/mL &3
Do T2k, BB E A IR SE R
SN E . ST HRE XY — BB L
TWRoT=b DT 5,

Tl el

it

ey TPANAR

W BR W E D A R
!

Bk F— g TN 2
EHWD, B RN T —ay
TITHIBIAEAER DY 20~80%D [
(D7l 3 BB AD AR
ELL/NTAL 1.1 FTEY
Bo BN T — a2 Tl
M fERDY 20~80%D Iz 7
<EH 1 RN ADLAIRSNEL,
INTANEE 1.1 £ THEMT 5,

B kBRI FE A 5000 1 g/mL L, A2 T
AHCGRINEER DS % | ABRELL EDOJRE %
BT Do ZILEDHIDINA L EFRITAZENT
x5, ZORE, D7a<Ed 1000~5000 u g/mlL
OFIPFAD 1C50 Z3RDDHT LN AIRE R LB,
FEDRXELT D,

Rortt et B & 2
BRSO S

FLEZRL

FortE et & LU C Sodium dodecyl sulfate (SDS)
WD, AR 727 aha— L TR S
7= SDS ™ IC50 {%.50~250 1 g/mL O#IFH T
DY ZNE RO SML T 5,

Lo xF B E %
FA 72 3 BR kT
DS

FLEZRL

GHS 123517 % NI Z[F] % 92 Huis ok B ' &
L C Triethanolamine % FV %, BEHER) 727 1
= — LGl 4172 Triethanolamine
IC50 (%, 1000~5000 u g/mL OFIPH THY, Z
NEREBRANL DS 235,

Pt fi A V2
AR RS DA

FhEZeL

P M L& LT 85 2 1’ L 10000 1 g/mL
DMSO 552 W AR £7=1% 10000 u g/mL
Ethanol E5# IR E D, Ziub i3tk
WV R E TR S DERICH WA
BT K> TRIRT 2, RN aha—L
THREBRSNTZGAOWILEEIX 0.4 Z8ix T
B, ZNERBRBNIDOSMET 5,

BEFDORED
PBS(-)?D &

0.2mL/7 =)V

0.2~0.25mL/7 = /v

~Aru7 L —h
— & — DM E K
&

590nm A 3T D W Y FE A
éo

588nm DWW FE AR E T 5, FEEIE 570nm
~595nm DOFIFHN TR ETHIENTED,




IC50 FHH1E

R R T\ RO R A
TERRL ., FEEXRTIRD 50%E 7250
EERD D, FIILMNTY 7 N e
s,

AR AEAF R 50% 2 1 XX Te 2 R E L Z DRI
BUODEFENPOHET D, £z, Xt
TP E-FOS BAR A AERL L | B2 X FR
50%& 72 B A R D TH BV, i Bl e fiEHT
VIZERHIUTENEHNTHE R,

AR OREM NF =2 a NI BITABRE T | b %t Y& T&H D Triethanolamine @
#12. MAS15 2BENFERREZH | 1IC50 LD EERIC XY, GHS TNHIZAHEEND
WNTHME L7 a5 IC50 8 | B % T4 5,

B E LML 72,
BRI FLEkZeL BRI 2 [FAARD IR LTI, Z Ot R K

DEFHH T D, 2 [ O FEAf G RN o723
AIZIXIAEARIC 3 B H 2L | 2 [BD[EICRE
kG A L. ZO%E RIS X354
50

Neutral red HtViA
H iR FE L7
#BOTL—FrOff
M

BN T —ar Tk,
Neutral red HtViAZ bRz I
L7zt D7 L — b fl 10
B Ik,

B REE =ZIRANY T —a0l
BB TiE Neutral red BDiA AR
Bra I L 7otk D7 L —R e
C.Crystal violet 4t iklns &
i3 %5,

Neutral red HUIAZikBRA EhiL7-1% D7
U—hEEH LR,

se: FLHERT RRAEL & O BB\ 2 L0 R Al 2B 7o | B 72 i BH oD JBE 3 TRk 5 2 12720
T RER T E 2,
BB IANY T = a2 O FIERDA A OLITHESISN T otz

$:Neutral red FUVIALIRBREEIELT-H% DT L — LB AL LAWEAS HITZE DO
VW, ZOZEIE Neutral red HUDIA B ikBR %2 EhiL7=% O L — A FHLRWEE — RN T —
2 NZBITH SLS O IC50 fEEFE I LI-5 . 5 = kAT — 3028175 SLS D IC50 (274
IR ENDIHERENT - F2 B — RNV T —a OWRME DT —Z L8 =R\
T =2 ar OB DT —21T T Neutral red BLDIA R FRER DT —Z [T TITEIL
TWAZEMOLHEREI LT, (Itagaki et al, 1995, Tani et al, 1999)

¥, Tabha— VOREIZHT > TUL, BEAREMRICED N T —ar OB AR EX 7~
BB SHEL U, /NG (1999) 1, [FAORRERNSL S8, GHIBRAETER 20~80%D[I2) 1 RAV b
HALR CHMRE R DM BTN EAITE L TWD (TEIUXTIARA ML EABIZZI L2 E
320, BB O RITA 2T half-log Th BV, ZHE0b ., BB 2 [, AAZE 2
TATO, 1S5 BBtEx B2 T R CEZ /R 3 EHIT, IC50 JED STV %23 2 5 LANIZAD L
INREE DR EITOZENKYILEE Z TS HRTL TV D, £72, KEF(1999) 1%, THIIRD
PSP BRI I B Mg D ry M8 OB S OWMb 72 28I XD #BRM'E o 1C50 fE
MRELENTDHIEN DD, Ll W YR E H ORI BIRIZH EVE DB, LIz
ST, FEEOFMIZIBNTIL IC50 fEEWVIAEXE TR T 5L &b I, FEEME LD iz B8\
THRMEE 22N EY) THDH ) Lk T D,
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Fig. 2 ffa MR T A9 E O R FNA (NG, 1999)
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5.4 VT = a ML

NUF =g MFZeI Bt LT 39 #BRYE & Table 6 127,

HERYVE 39 WE ORI, ALFHIZTATHIT DL, FimiEER 18 WHE ., £l of
FEAL A3 19 W', TRIL A3 2 W Ch T, TG AL OB A ONRIT, 7
Jba—)L 3B VARV EE 3 W TV ) — VTR 3 W AR 3 W RUA—L 2 )
B D ATV 2WE ., (F 1 WE . PABATHER ILWE., 730 1 WE Th-oTz, £, 1EEREE ([E
IRETNTIRR) THETDHE, [BIR 20 WE. 1RIK 156 Y. KIEK 4 WE Th-oT,

ZD 39 MEDOIBALERNFUATERSNIZHDIE 18 WE ., 10%/KIEIK CEMSNIZH DX
35 WVE, 1% KA CEMINTZHOIE 3 WE., 0. 1%KER CEBSNTZHDIX 1 ME Th-oT=,
R DY E B AR T E 3BV, 3 JRETEMINIZHOIL 3 WE., 2 IBETE_SNHO
X128, 1 BECTEBIN-LOF 24 WE ThoT-,

ALERPFURTIEmS T 18 WEONFUL, S miEER 3 WE., Wb 2 WE., 7V
a—)L 2 W RVA—)V 2 WE ., ATV 2 W BRRIE 2 W TV — VTV 1 W
PABA #5iE(A | W, 3% 1 WE. 73V 1 WE. ILVRUEE | WE ThoT-,

Table 6 List of the test substances and their characteristics

Substance CAS Class Physical state MW
Isotonic sodium chloride solution 7647-14-5 [norganics Solution 58.4
Polyoxyethylene hydrogenated caster oil (60 E.O.) 61788-85-0 Surfactants Solid -
Polyoxyethylene sorbitan monolaurate (20 E.O.) 9005-64-5 Surfactants Liquid 346.5
Polyethyleneglycol monolaurate (10 E.O.) 9004-81-3 Surfactants Liquid -
Sodium N-lauryl sarcosinate (30% solution) 137-16-6 Surfactants Solution 311.4
Sodium hydrogenated tallow L-glutamate 68187-34-8 Surfactants Solid -
Sodium dodecyl sulfate 151-21-3 Surfactants Solid 288.4
Sodium polyoxyethylene laurylether sulfate (2 E.O.) (27% solution) 3088-31-1 Surfactants Solution 274.4
Polyoxyethylene octylphenylether (10 E.O.) 9002-93-1 Surfactants Liquid 324.4
Benzalkonium chloride 8001-54-5 Surfactants Solid 283.9
Sucrose fatty scid ester - Surfactants Solid -
Glycerin 56-81-5 Polyols Liquid 92.1
Acid red 92 18472-87-2 Color additives Solid 829.6
Polyoxyethylene sorbitan monooleate (20E.O.) 9005-65-6 Surfactants Liquid -
Calcium thioglycolate 814-71-1 Organic salts Solid 130.2
Distearyldimethylammonium chloride 107-64-2 Surfactants Solid 586.5
2-Ethylhexyl p—dimethylamino benzonate 21245-02-3 PABA derivatives Liquid 277.4
Cetylpyridinium chloride 123-03-5 Surfactants Solid 340
Methyl p~hydroxybenzoate 99-76-3 Esters Solid 152.2
Isopropyl myristate 110-27-0 Esters Liquid 270.5
Polyethylene glycol 400 25322-68-3 Polyols Liquid 360~400
Silicic anhydride 7631-86-9 Inorganics Solid 60.1
Benzyl alcohol 100-51-6 Alcohols Liquid 108.1
Sodium salicylate 54-21-7 Organic salts Solid 160.1
m-Phenylenediamine 108-45-2 Amines Solid 108.1
Ethanol 64-17-5 Alcohols Liquid 64.1
Monoethanolamine 141-43-5 Alkanolamines Liquid 61.1
Triethanolamine 102-71-6 Alkanolamines Liquid 149.2
Stearyltrimethylammonium chloride 112-03-8 Surfactants Solid 348.1
Diisopropanolamine 110-97-4 Alkanolamines Solid 133.2
Potassium laurate 10124-65-9 Surfactants Solid 238.4
Cetyltrimethylammonium bromide 57-09-0 Surfactants Solid 364.5
Acetic acid 64-19-7 Carboxylic acids Liquid 60.1
Butanol 71-36-3 Alcohols Liquid 74.1
Chlorhexidine gluconate (20% solution) 18472-51-0 Organic salts Solution 897.8
Domiphen bromide 538-71-6 Surfactants Solid 414.5
Lactic acid 50-21-5 Carboxylic acids Liquid 90.1
Glycolic acid 79-14-1 Carboxylic acids Solid 76.1
Di (2—ethylhexyl) sodium sulfosuccinate 577-11-7 Surfactants Solid 488.5
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5.5 \UF — a2 BT AR Y E O Draize 35T —&

JEAERL LA RO RY T — 2 2B DI ER Y E D {ZISTOD Draize #Ek#% 5% Table 7 I[Z/R T,
GHS TNHZAHHEEND L DIZ I WE . 1. 2A £213 2B I HEENDH DL 9 ME Tdh-7-, GHS

SFEIZHOWTIIEA R “Cﬁj’)ﬂf_%/li AT —ZEEHNZH-S% | [the third revised edition
of the GHS ) D J51E%& FIVVTR D 7=, FHIZEBUWT GHS D43FAMN 1or2A 72> TWDN, ZHUTE
R EAFEIZ B D Draize slBROBIE DT —#73 14 HHETT 21 HHOT =MW =0 |
L 2A X TEI2NTZH THD, wum% ARREHE NI 2[R ET 525 H E’kafét?sf)\ X
BTN Tor2A ) & LTz, GHS T NLZFES DS 6 22 (N; Negative) , ZWLAAMZ/rFE S L
HIEE A (P; Positive) EL7=,

Table 7 Draize eye test results in the Japanese validation study (as is)

. Physical I Yo
Substance (as is) MAS GHS classification
state " .
in this study

2-Ethylhexyl p-dimethylamino benzonate Liquid 0.0 NI N
Isopropyl myristate Liquid 0.0 NI N
Isotonic sodium chloride solution Liquid 0.0 NI N
Silicic anhydride Powder 2.7 NI N
Polyethylene glycol 400 Liquid 4.0 NI N
Glycerin Liquid 4.7 NI N
Polyoxyethylene sorbitan monooleate (20 Liquid 4.7 NI N
E.O.)

Triethanolamine Liquid 8.0 NI N
Methyl p-hydroxybenzoate Powder 8.7 NI N
Sucrose fatty acid ester Powder 28.3 lor2A P
Benzyl alcohol Liquid 31.0 lor2A P
Ethanol Liquid 32.7 lor2A P
Acid red 92 Powder 71.0 lor2A P
Calcium thioglycolate Powder 79.7 1 P
m-Phenylenediamine Powder 80.7 lor2A P
Sodium salicylate Powder 83.7 lor2A P
Distearyldimethylammonium chloride Powder 96.3 1 P
Lactic acid Liquid 102.7 1 P

MAS: Maximal average score of the Draize eye test.

GHS category 1: Severe or corrosive irritant, 2A: Irritant, 2B: Irritant, NI: Non irritant.

lor2A: The Draize eye test results couldn’t discriminate between 1 and 2A for no observation data
on day 21. The observation was performed to day 14.

P: Positive, N: Negative.

IR 10% T Draize sUBRAE RIS E | JFUKIZIITDH GHS K40 TRITELWEIZ OV T,
FTNHDOT —XH| %Ob\f“*ﬁbh@f Table 8 _/T?“ T70bb B 10% TR ED B
K45 1. X4 2A F£7213 K4y SN WAL OITFIR TIZZENLL LR ZED HNLHE
%{E'Jw:o ZMTD 16 WE @Vﬂpﬁ' X, FETEYER 11 WE IVRCEE 2 WE, T va—L ] tr@

g, TNV )—=NTI 2 WEThole, 72k, RHPIZIL ICCVAM OHERT L2 BYEY AN
%Zéﬂ’(b LT =R INZ T, Polyoxyethylene octylphenylether (10 E.O)IZ. ICCVAM @iﬁﬁﬁ%
’TT)XH_W/\T\ JRE Citil H S 755312 GHS K43 1~ S TERY, 10%231F5 1or2A ~

TR DN 2 72 BAR D e Rt ézm‘_o Sodium dodecyl sulfate | ICCVAM OZ RME Y AR
iob\w;%f“ 3%@7—57 [ZHESWT NLIZOFESITODN, JEAER LD 10%D T —Z |
Fo3<E 1or2 A 1T/ SN TRY ., AT 1or2A ELTZ,
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B AERIIT

AR TR DAL ERT —Z 2RV T, GHS TNILIZS

DHESNLDLDITIME., £

PSMTPERSNDODIE 25 WE ., GEF 34 WE Th-oT-, 723,34 WEONFIL, St Al 13
WE. T Na— V3B TN ) =TI 3. ﬁ/b‘r/ﬁ&“ SWHE. BEALEY 2 WHE L R

21“~/1/ 2 ATV 2 W RSN 3 W . PABA &

B ThoTl,

Table 8 Draize eye test results (as is) in the Japanese validation study,

including the classification predicted from the result of 10% concentration

BRI WE, aF LWE. 7] CF@

GHS classification based GHS classification by In vivo
Substance MAS on the data of Japanese ICCVAM Recommended classification
validation study Reference Substance List in this study
2-Ethylhexyl p—dimethylamino benzoate 0.0 NI N
I[sopropyl myristate 0.0 NI N
[sotonic sodium chloride solution 0.0 NI N
Silicic anhydride 2.7 NI N
Polyethylene glycol 400 4.0 NI N
Glycerin 4.7 NI N
Polyoxyethylene sorbitan monooleate (20E.O.) 4.7 NI N
Triethanolamine 8.0 NI N
Methyl p—hydroxybenzoate 8.7 NI N
Sucrose fatty acid ester 28.3 lor2A 2
Benzyl alcohol 31.0 lor2A P
Ethanol 32.7 lor2A 2
Acid red 92 71.0 lor2A P
Calcium thioglycolate 79.7 1 P
m-Phenylenediamine 80.7 lor2A P
Sodium salicylate 83.7 lor2A 2
Distearyldimethylammonium chloride 96.3 1 P
Lactic acid 102.7 1 1 (100%)* 2
Sodium dodecyl sulfate* 15.0= lor2A NI (3%)* 2
Diisopropanolamine* 23.0= 1, 2Aor2B [
Monoethanolamine* 23.3= lor2A P
Glycolic acid* 25.0= lor2A 2
Sodium hydrogenated tallow L—glutamate 26.7= lor2A P
Chlorhexidine gluconate (20% solution)* 28.3= lor2A P
Butanol* 34.0= lor2A 1 (10%)* P
Potassium laurate 38.0= lor2A 1 (10%)* P
Polyoxyethylene octylphenylether (10 E.O.)% 41.3< lor2A 1 (100%)* P
Di (2—-ethylhexyl) sodium sulfosuccinate* 57.0= lor2A 1 (10%)* P
Acetic acid* 68.0= lor2A 1 (10%)* P
Cetyltrimethylammonium bromide* 76.7= lor2A 1 (10%)* P
Benzalkonium chloride* 78.0= lor2A 1 (5%)* P
Stearyltrimethylammonium chloride* 91.3= 1 P
Cetylpyridinium chloride* 94.7= 1 [
Domiphen bromide 96.3= lor2A 1 (10%)* P

* : The in vivo results of as is application were predicted by the data of 10% concentration.
# : Tested concentration is shown in parenthesis.

P: Positive, N: Negative.
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5.6.SIRC AR ERERER DY T — Tz ff R
5.6.1.Jifi 5% NS B

JEARFIFIE TN T —a B TOIVR I E O 6 FRIZ I 1T DRI M - GHS 435803
#IJ%L’CI/%%E ZOWT, SIRC M FEMERER I S<A B R TR R OSEsE N O FFELEA
B LT, Mg N O LENT 2 [ ThHD, 2D 2 [T HE2H L7280 TRERL72iE R ThH D,

Table 9 i BB E B L O faa% COMEEMRER O R CTHY, TEIZ 2 oM inEE
REBRAE R Z, EBICZENO O E R T, AR R B B, R E LT
Triethanolamine % fV >, NI & IS /=56 2k (N) 2L 25 (P) EL7-, &5 1 [|IH O
TN NDOWERYE D 1C50 13545 1 [8] H @ Triethanolamine ¢ IC50 & g U C G & fa - 54
L7=, Triethanolamine ZZEEL7= 5 fiiz% Lab.A, B, G, H, [ lZOWTHERNOBFEMELREIL
T2LZ A FEERNGD 2 EOFERNRIRDZ LT o7, LIznio T gk NOFBIEIX BFEE
b,

728, Triethanolamine % ZEHi L CUNRWERR IZDUWNTIL, BE-fiA E i TE72h o7, IRIZ
HD Trlethanolamme DIFF 1C50 ThD 2090 u g/ml. THIELT-EZA. 2 [BIOHETEER BRI
HRBPNIFROOILT | MOk LR AN B2 DT E FRD bR -7z,



Table 9 Results of repeatability on the SIRC-CVS assay

1C50 (ug/mL)*
In vivo
Substance . .
Classification
Lab.A Lab.B Lab.C Lab.D Lab.E Lab.F Lab.G LabH Lab.l
2-Ethylhexyl N 381(P) 1193 (P) 975 (NE) 570 (P) 484 (P) 120 (P)
p-dimethylamino 284 (P) 1407 (P) 95 (NE) 670 (P) 643 (P) 140 (P)
Benzoate 478 (P) 979 (P) 100 (NE) 470 (P) 325 (P) 100 (P)
Tsopropyl N 10000< (N) 10000< (N) 6000=(NE) 10000< (N) 10000< (N) 10000< (N)
myristate 10000< (N) 10000< (N) 6000 (NE) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 10000< (N 10000< (NE) 10000< (N) 10000< (N) 10000< (N)
Tsotonic sodium N 10000< (N) 10000< (N 50000< (NE) 10000~ (NE) 500000~ (NE) 500000~ (NE)
chloride 10000 (N) 10000< (N 100000< (NE) 10000< (NE) 500000< (NE) 500000< (NE)
solution 10000< (N) 10000< (N 50000< (NE) 10000< (NE) 500000< (NE) 500000< (NE)
Silicic anhydride N 10000 (N) 10000< (N 38750 (NE) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 10000< (N 45000 (NE) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 10000< (N) 32500 (NE) 10000< (N) 10000< (N) 10000< (N)
Polyethylene glycol 400 N 68545 (N) 50000< (N) 32750 (NE) 47500 (N) 34500 (N) 40000 (N)
6522 (N) 50000 (N) 36000 (NE) 48000 (N) 35000 (N) 40000 (N)
7187 (N) 50000< (N) 29500 (NE) 47000 (N) 34000 (N) 40000 (N)
Glycerin N 12746 (N) 53475 (N) 6750 (NE) 5350 (N) 12500 (N) 27000 (N)
10343 (N) 5579 (N) 7200 (NE) 4900 (N) 12100 (N) 32000 (N)
15148 (N) 5116 (N) 6300 (NE) 5800 (N) 12900 (N) 22000 (N)
Polyoxyethylene N 745 (P) 762 (P) 1075 (NE) 1075 (P) 710 (P) 1400 (P)
sorbitan 660 (P) 757 (P) 1100 (NE) 1150 (P) 745 (P) 900 (P)
monooleate (20E.0.) 830 (P) 767 () 1050 (NE) 1000 (P) 675 (P) 1900 (P)
Triethanolamine N 1240 (N) 1430 (N) 1750 (N) 1993 (N) 3850 (N)
1580 (N) 1540 (N) 1850 (N) 1910 (N) 3200 (N)
1300 (N) 1320 (N) 1650 (N) 2075 (N) 4500 (N)
Methyl N 103 (P) 214 (P) 195 (NE) 257 (P) 2155 (P) 255 (P)
p-hydroxybenzoate 140 (P) 238 (P) 240 (NE) 275 (P) 235 (P) 220 (P)
66 (P) 190 (P) 150 (NE) 239 (P) 196 (P) 290 (P)
Sucrose fatty P 250 (P) 304 (P) 315 (NE) 2025 (P) 2045 (P) 2575 (P)
acid ester 240 (P) 301 (P) 315 (NE) 290 (P) 300 (P) 255 (P)
260 (P) 306 (P) 315 (NE) 295 (P) 289 (P) 260 (P)
Benzyl alcohol P 1148 (P) 8885 (P) 1100 (NE) 1485 (P) 830 (P) 1675 (P)
1038 (P) 800 (P) 800 (NE) 1700 (P) 810 1950 (P)
1258 (P) 977 (P) 1400 (NE) 1270 (P) 850 (P) 1400 (P)
Ethanol P 10000< (N) 10000< (N) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 10000< (N) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 10000< (N) 10000< (N) 10000< (N) 10000< (N)
Acid red 92 P 230 (P) 231 (P) 332.5 (NE) 340 (P) 2685 (P) 380 (P)
220 (P) 221 (P) 360 (NE) 340 (P) 252 (P) 380 (P)
240 (P) 241 (P) 305 (NE) 340 (P) 285 (P) 380 (P)
Calcium P 300(P) 660(P) 420(NE) 287.5(P) 292.5(P) 600< (NE; Retest)
thioglycolate 250 (P) 622 (P) 380 (NE) 245 (P) 265 (P) 600< (NE)
350 (P) 698 (P) 460 (NE) 330 (P) 320 (P) 1000< (NE)
‘m-Phenylenediamine” P 167 (P) 73 (P) 255 (NE), 290 (P) 167 (P) 355 (P)
170 (P) 62 (P) 255 (NE) 290 (P) 114 (P) 390 (P)
163 (P) 84 (P) 12-256.6 (NE) 290 (P) 220 (P) 320 (P)
Sodium salicylate P 840 (P) 559 (P) 950 (NE) 1195 (P) 635 (P) 1525 (P)
770 (P) 579 (P) 1100 (NE) 790 (P) 365 (P) 1700 (P)
910 (P) 539 (P) 800 (NE) 1600 (P) 905 (P) 1350 (P)
Distearyldimethylammonium P 185 (P) 438 (P) 355 (NE) 57(P) 32.1(P) 397 (P)
chloride 20.0 (P) 24(P) 35 (NE) 57(P) 332 244 (P)
170 (®) 453 (P) 36 (NE) 57(P) 31(P) 35.0 (P)
Lactic acid P 994 (P) 982 (P) 1315 (P) 1285 (P) 1575 (P)
917 (P) 992 (P) 1380 (P) 1240 (P) 1450 (P)
1070 (P) 971 (P) 1250 (P) 1330 (P) 1700 (P)
Sodium dodecyl sulfate*™ P 182 (P) 172 (P) 117 (NE) 190 (NE) 198 (NE) 149 (NE)
174 (P) 168 (P) 117 (NE) 190 (NE) 201 (NE) 140 (NE)
189 (P) 176 (P) 117 (NE) 190 (NE) 194 (NE) 157 (NE)
Diisopropanolamine® Q 455 (P) 901 (P) 720 (P) 170 (P) 1250 (P)
472 (P) 1040 (P) 820 (P) 170 (P) 1300 (P)
437(P) 761 (P) 620 (P) 170 (P) 1200 (P)
Monoethanolamine* P 446 (P) 9.8 (P) 59(P) 105 (P) 175 (P)
233 (P) 9.6 (P) 72(P) 9.6 (P) 175 (P)
458 (P) 10.0 (P) 4.6 (P) 113 (P) 175 (P)
Glycolic acid* P 914(P) 682 (P) 890 (P) 778 (P) 1075 (P)
938 (P) 558 (P) 880 (P) 820 (P) 1050 (P)
889 (P) 806 (P) 900 (P) 735 (P) 1100 (P)
Sodium hydrogenated P 143 (P) 118 (P) 113 (NE) 908 (NE) 235 (NE) 1115 (NE)
tallow L-glutamate® 142 (P) 115 (P) 83.1 (NE) 77.0 (NE) 250 (NE) 1200 (NE)
143 (P) 120 (P) 143 (NE 104.5 (NE) 219 (NE) 1030 (NE)
Chlorhexidine gluconate P 672(P) 448 (P) 675 (P) 458 (P) 1125 (P)
(20% solution)* 609 (P) 463 (P) 780 (P) 260 (P) 115.0 (P)
735 (P) 433 () 57.0(P) 655 (P) 110.0 (P)
Butanol* P 10000< (N) 4395 (N) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 5190 (N) 10000< (N) 10000< (N) 10000< (N)
10000< (N) 3600 (N) 10000< (N) 10000< (N) 10000< (N)
Potassium laurate™ Q 103 (P) 117 (P) T3H 110 (P) 150 (P)
107 (P) 123 (P) 58 100 (P) 155 (P)
99 (P) 110 (P) 88 120 (P) 145 (P)
Polyoxyethylene P 267 (P) 380 (P) 233 (NE) 323 (NE) 510 (NE) 595 (NE)
octylphenylether 25.1(P) 27 (P) 322 (NE) 175 (NE) 549 (NE) 540 (NE)
(10E.0)* 283 (P) 332(P) 14.3 (NE) 47.0 (NE) 47.0 (NE) 65.0 (NE)
Di (2-cthylhexyl) sodium P 210 (P) 182 (P) 181 (P) 156 (P) 175 (P)
sulfosuceinate* 209 (P) 177 (P) 190 (P) 148 (P) 175 (P)
211 (P) 186 (P) 172 (P) 163 (P) 175 (P)
Acetic acid® P 681(P) 691 (P) 690 (P) 795< # 820 (P)
671 (P) 652 (P) 700 (P) 795 850 (P)
691 (P) 730 (P) 680 (P) 1000< 790 (P)
Cetyltrimethylammonium P 295 (P) 321(P) 172 (P) 2354 250 (P)
bromide* 196 (P) 331(P) 128 (P) 23> 210 (P)
394 (P) 3.10(P) 215(P) 23> 290 (P)
Benzalkonium chloride™ P 162 (P) 252(P) 13.2 (NE) 155 (NE) 29.0 (NE) 15.0 (NE)
157 (P) 183 (P) 13.6 (NE) 145 (NE) 283 (NE) 165 (NE)
16.6 (P) 32.1(P) 12.8 (NE) 16.5 (NE) 29.7 (NE) 13.5 (NE)
Stearyltrimethylammonium P 107 (P) 147 (P) 131 (P) 17 (P) 290 (P)
chloride* 142 (P) 1.25(P) T42(P) 0.98 (P) 280 (P)
0.71(P) 168 (P) 120(P) 136(P) 3.00(P)
Cetylpyridinium chloride™ Q 053 (P) 0.96 (P) 0.88 (NE) 255 (P) 2245 (P) 2.85 (P)
0.59 (P) 095 (P) 0.94 (NE) T8 (P) 2.6 (P) 23(P)
046 (P) 096 (P) 0.82 (NE) 33(P) 189 (P) 34(P)
Domiphen bromide* P 13.4 (P) 11.4(P) 755 (P) 134(P) 148 (P)
12.10 (P) 108 (P) 7.70 (P) 129 (P) 130 (P)
147 (®) 11.90 (P) 7.40 (P) 13.9 (P) 16.5 (P)

#:Value was excluded from analysis due to deviation from SOP. (Tani et al., 1999)

*:The in vivo results of as is application was predicted from the data of 10% concentration.
$: The intralaboratory results show as two IC50 values in lower parts and the averages in upper parts.

P:Positive, N:Negative, NE:Could not be evaluated

Blank column: Not tested
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Table 10 Results of interlaboratory reproducibility on the SIRC-CVS assay

Substance In. vivo' In vitro classification
classification Lab. A Lab. B Lab. G Lab. H Lab. 1

2-Ethylhexyl p-dimethylamino N P P P P P
benzoate
Isopropyl myristate N N N N N N
Isotonic  sodium  chloride N N N
solution
Silicic anhydride N N N N N N
Polyethylene glycol 400 N N N N N N
Glycerin N N N N N N
Polyoxyethylene sorbitan N P P P P P
monooleate (20E.O.)
Triethanolamine N N N N N N
Methyl p-hydroxybenzoate N P P N N N
Sucrose fatty acid ester P P P P P P
Benzyl alcohol P P P P P P
Ethanol P N N N N N
Acid red 92 P P P P P P
Calcium thioglycolate P P P P P
m-Phenylenediamine# P
Sodium salicylate P P P P P P
Distearyldimethylammonium P P P P P P
chloride
Lactic acid P P P P P P
Sodium dodecyl sulfate* P P P
Diisopropanolamine* P P P P P P
Monoethanolamine* P P P P P P
Glycolic acid* P P P P P P
Sodium hydrogenated tallow P P P
L-glutamate*
Chlorhexidine gluconate (20% P P P P P P
solution)*
Butanol* P N N N N N
Potassium laurate* P P P P P
Polyoxyethylene P P P
octylphenylether (10 E.O.)*
Di  (2-ethylhexyl) sodium P P P P P P
sulfosuccinate®
Acetic acid* P P P P P
Cetyltrimethylammonium P P P P P
bromide*
Benzalkonium chloride* P P P
Stearyltrimethylammonium P P P P P P
chloride*
Cetylpyridinium chloride* P P P P P P
Domiphen bromide* P P P P P P

P:Positive, N:Negative

*:The in vivo results of as is application was predicted from the data of 10% concentration.

#:M-Phenylenediamine was excluded from analysis due to instability. (Tani et al., 1999)

Blank column: NT(Not tested) or NE (Could not be evaluated)
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Table 12 The 68 substances

Substance CAS Class Physical state MW
1 Ethyl-2-methyl acetoacetate 609-14-3 Esters Liquid 144.2
2 Ammonium nitrate 6484-52-2 Inorganic salts Solid 80.0
3 Butyl Dipropasol Solvent 29911-27-1 Ethers Liquid 176.3
4 3-Chloropropionitrile 542-76-7 Nitriles Liquid 89.5
5 Cyclopentanol 96-41-3 Alcohols Liquid 86.1
6 3,3-Dithiodipropionic acid 1119-62-6 Acids Solid 2103
7 Hexyl cinnamic aldehyde 101-86-0 Aldehydes Liquid 216.3
8 N-Lauroylsarcosine sodium salt 137-16-6 Surfactants Solid 293.4
9 Maneb 12427-38-2 Organic metals Solid 265.3
10 2-Methyl-1-pentanol 105-30-6 Alcohols Liquid 102.2
11 Propasol Solvent P 1569-01-3 Ethers Liquid 118.2
12 6-Methyl purine 2004-03-7 Heterocyclic compounds Solid 134.1
13 Ethyl 96568-04-6 Esters Solid 280.1
2,6-dichloro-5-fluoro-beta-oxo-3-pyridinepropanoate
14 Triton X-100 9002-93-1 Surfactants Liquid 250.4
15 is0-Octyl acrylate 29590-42-9 Esters Liquid 184.3
16 tetra-Aminopyrimidine sulfate 5392-28-9 Organic salts Solid 238.2
17 2,4-Difluoronitrobenzene 446-35-5 Aromatics Liquid 159.1
18 n,n-Dimethylguanidine sulfate 598-65-2 Organic salts Solid 272.3
19 2-(n-Dodecylthio)ethanol 1462-55-1 Alcohols Liquid 206.3
20 iso-Propyl bromide 75-26-3 Halogenated Liquid 123.0
hydrocarbon
21 Di-iso-butyl ketone 108-83-8 Ketones Liquid 142.2
22 iso-Octylthioglycolate 25103-09-7 Thiols Liquid 204.3
23 2,4-Pentanediol 625-69-4 Polyols Liquid 104.2
24 2,2-Dimethyl-3-pentanol 3970-62-5 Alcohols Liquid 116.2
25 Potassium tetrafluoroborate 14075-53-7 Inorganic salts Solid 125.9
26 3-Methoxy-1,2-propanediol 623-39-2 Polyols Liquid 106.1
27 Toluene 108-88-3 Aromatics Liquid 92.1
28 2-Bromo-2-Nitropropane-1,3-Diol 52-51-7 Polyols Solid 200.0
29 Benzalkonium chloride 8001-54-5 Surfactants Solid 283.9
30 Benzophenone-1 131-56-6 Benzophenones Solid 214.2
31 Benzophenone-2 131-55-5 Benzophenones Solid 246.2
32 Butoxyethanol 111-76-2 Alcohols Liquid 118.2
33 Butylene glycol 107-88-0 Polyols Liquid 90.1
34 Cetrimonium chloride 112-02-7 Surfactants Solid 320.0
35 Cetyl alcohol 36653-82-4 Alcohols Solid 242.4
36 Chlorhexidine digluconate 20% solution 18472-51-0 Organic salts Solution 897.8
37 Chlorophene 120-32-1 Aromatics Solid 218.7
38 Chloroxylenol 88-04-0 Aromatics Solid 156.6
39 Diethylhexyl adipate 103-23-1 Esters Liquid 370.6
40 Diisopropyl adipate 6938-94-9 Esters Liquid 2303
41 Dioctyl sodium sulfosuccinate 577-11-7 Surfactants Solid 488.5
42 Ethylhexyl palmitate 29806-73-3 Esters Liquid 368.6
43 Hexylene glycol 107-41-5 Polyols Liquid 118.2
44 Isocetyl stearate 25339-09-7 Esters Liquid 508.9
45 Isopropyl Myristate 110-27-0 Esters Liquid 270.45
46 Isopropyl Palmitate 142-91-6 Esters Liquid 298.5
47 Lauramide DEA 120-40-1 Surfactants Solid 2874
48 Methoxyisopropyl acetate 108-65-6 Esters Liquid 132.2
49 Oleyl alcohol 143-28-2 Alcohols Liquid 268.5
50 PEG-40 stearate 9004-99-3 Surfactants Solid -
51 Phenethyl alcohol 60-12-8 Alcohols Liquid 122.2
52 Phenoxyethanol 122-99-6 Alcohols Liquid 138.2
53 Phytantriol 74563-64-7 Polyols Liquid 330.6
54 Propylene carbonate 108-32-7 Dioxolanes Liquid 102.1
55 Resorcinol 108-46-3 Aromatics Solid 110.1
56 Safflower (Carthamus tinctorius) oil 8001-23-8 Oils Liquid -
57 Sesame (Sesamum indicum) oil 8008-74-0 Oils Liquid -
58 Sodium dehydroacetate 4418-26-2 Organic salts Solid 190.1
59 Sodium naphthalenesulfonate 532-02-5 Organic salts Solid 230.2
60 Sodium stearate 822-16-2 Surfactants Solid 306.5
61 Sorbitan oleate 1338-43-8 Surfactants Liquid 428.6
62 Sorbitan sesquioleate 8007-43-0 Surfactants Liquid 1175.7
63 Squalane 111-01-3 Hydrocarbons Liquid 422.8
64 Stearalkonium chloride 122-19-0 Surfactants Solid 424.2
65 TEA-Lauryl sulfate 40% solution 139-96-8 Surfactants Solution 415.6
66 Triacetin 102-76-1 Triacetates Liquid 218.2
67 Triethylene glycol 112-27-6 Polyols Liquid 150.2
68 Triisopropanolamine 122-20-3 Amines Solid 1913
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Table 13-1 GHS classification of the substances

GHS classification by 1 T;l © i
Substance ICCVAM Recommended cassiiearion
Reference Substance List L Lol
study
1 Ethyl-2-methyl acetoacetate 2B P
2 Ammonium nitrate 2B P
3 Butyl Dipropasol Solvent 2B P
4 3-Chloropropionitrile 2B P
5 Cyclopentanol 2B P
6 3,3-Dithiodipropionic acid 2B P
7 Hexyl cinnamic aldehyde 2B (12.5%)" P
8 N-Lauroylsarcosine sodium salt 2B P
9 Maneb 2B P
10 2-Methyl-1-pentanol 2B P
11 Propasol Solvent P 2B P
12 6-Methyl purine 2B P
13 Ethyl 2B P
2,6-dichloro-5-fluoro-beta-oxo-3-pyridinepropanoate
14 Triton X-100 1(100%), 2B (5%), NI (1%) P
15 is0-Octyl acrylate NI N
16 tetra-Aminopyrimidine sulfate NI N
17 2,4-Difluoronitrobenzene NI N
18 n,n-Dimethylguanidine sulfate NI N
19 2-(n-Dodecylthio)ethanol NI N
20 iso-Propyl bromide NI N
21 Di-iso-butyl ketone NI N
22 iso-Octylthioglycolate NI N
23 2,4-Pentanediol NI N
24 2,2-Dimethyl-3-pentanol NI N
25 Potassium tetrafluoroborate NI N
26 3-Methoxy-1,2-propanediol NI N
27_| Toluene al N P:  Positive, N:
Negative.

k.

Tested concentration is shown in parenthesis.
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Table 13-2 GHS classification of the substances

GHS GHS classification obtained from grobal
GHS classification classification chemical databases The
by ICCVAM GHS classification obtained classification
Substance Recommended predicted from the from s
Reference previous paper Japanese L 13 iy
Substance List validation Sy

study
28 2-Bromo-2-Nitropropane-1,3-Diol 2B, 2Aor 1 P
29 Benzalkonium chloride 1 (5%)* 2B,2Aoor 1 2A0r1 1(10%)& P

(10%)
30 Benzophenone-1 2B P
31 Benzophenone-2 2B P
32 Butoxyethanol 1 2Bor2A*, 2Bor2A’ P
33 Butylene glycol NI NI* N
34 Cetrimonium chloride 2B,2Aor1 P
35 Cetyl alcohol NI NI* N
36 Chlorhexidine digluconate 2Aorl P
37 Chlorophene 2Aorl P
38 Chloroxylenol 2B,2Aor1 P
39 Diethylhexyl adipate NI NI, NI N
40 Diisopropyl adipate NI N
41 Dioctyl sodium sulfosuccinate 2B,2Aor1 2A%, P
42 Ethylhexyl palmitate NI N
43 Hexylene glycol 2B,2Ao0r1 2B,2Aor 1¥, NI, 2B or 2A° P
44 Isocetyl stearate NI N
45 Isopropyl Myristate NI NI NI* N
46 Isopropyl Palmitate NI N
47 | Lauramide DEA 2A0or 1 P
48 Methoxyisopropyl acetate 2B, 2Aor 1 NI, 2B or2AS P
49 Oleyl alcohol NI N
50 PEG-40 stearate NI N
51 Phenethyl alcohol 2B,2Aor 1 2B or 2A* P
52 Phenoxyethanol 2A 2B or2A%,  2B,2Aor I® P
53 Phytantriol 2B,2Ao0r1 P
54 Propylene carbonate NI 2B or 2A* P
55 Resorcinol 2B,2Aor 1 2Aor 1* P
56 Safflower (Carthamus tinctorius) NI N

oil

57 Sesame (Sesamum indicum) oil NI N
58 Sodium dehydroacetate NI N
59 Sodium naphthalenesulfonate 2Aor 1 P
60 Sodium stearate NI N
61 Sorbitan oleate NI N
62 Sorbitan sesquioleate NI N
63 Squalane NI N
64 Stearalkonium chloride 2Aor 1 P
65 TEA-Lauryl sulfate 2Aor 1 2Aor 1* P
66 Triacetin NI NI*, NI® N
67 Triethylene glycol NI NI* N
68 Triisopropanolamine 2B,2Aor 1 P

P: Positive, N: Negative.

*: Tested concentration is shown in parenthesis.

#: It was classified on the basis of the data from the [UCLID.

$: It was classified on the basis of the data from SIDS.

&: It was classified on the basis of the data from ECETOC Technical report No.48 (2).

6.6. 68 FEOPERYE D SIRC MR ER
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Table14 Results of the 68 substances

IC50 of the first measurement IC50 of the second measurement In In .
No. Substance 3 X Evaluation
vitro vIvo
Substance Triethanolamine Substance Triethanolamine
1 Ethyl-2-methyl acetoacetate 2978.4 2164.2 3410.9 1620.4 N P False negative
2 Ammonium nitrate 1999.0 2000.5 1439.6 1808.3 P P True positive
3 Butyl Dipropasol Solvent 2729.9 1675.7 3646.0 1401.5 N P False negative
4 3-Chloropropionitrile 47.2 1757.2 50.1 1604.0 P P True positive
5 Cyclopentanol 2684.1 1656.6 2366.4 1687.6 N P False negative
6 3,3-Dithiodipropionic acid 1436.8 1940.1 1313.8 1674.5 P P True positive
7 Hexyl cinnamic aldehyde 49.1 1709.2 125.5 1704.8 P P True positive
8 N-Lauroylsarcosine sodium salt 53.3 22289 55.1 1694.8 P P True positive
9 Maneb Could not be Could notbe P Could not be tested
tested tested
10 2-Methyl-1-pentanol 1665.9 1558.9 1688.2 1386.8 N P False negative
11 Propasol Solvent P 3889.9 1868.2 3816.8 1663.4 N P False negative
12 6-Methyl purine <39.1 1669.9 <39.1 1576.9 P P True positive
13 Ethyl 2,6-Dichloro-5-fluoro-beta <39.1 19329 842 1461.8 P P True positive
-ox0-3-pyridinepropanoate
14 Triton X-100 <39.1 1945.1 <39.1 1599.5 P P True positive
15 iso-Octyl acrylate 327.7 1424.0 98.1 1251.7 P N False positive
16 Tetra-Aminopyrimidine sulfate 97.8 1666.2 85.7 1347.1 P N False positive
17 2,4-Difluoronitrobenzene 30.4 1012.3 36.2 1595.4 P N False positive
18 n,n-Dimethylguanidine sulfate 1380.8 1526.8 1018.5 1690.2 P N False positive
19 2-(n-Dodecylthio)ethanol <39.1 1501.7 169.6 1448.5 P N False positive
20 iso-Propyl bromide >5000 1763.3 >5000 1206.8 N N True negative
21 Di-iso-butyl ketone >5000 1773.9 >5000 1808.9 N N True negative
22 iso-Octylthioglycolate 399.6 1614.6 219.1 1452.7 P N False positive
23 2,4-Pentanediol >5000 14359 3126.7 1295.2 N N True negative
24 2,2-Dimethyl-3-pentanol 1399.8 1500.2 976.2 1429.1 P N False positive
25 Potassium tetrafluoroborate 4595.1 1525.0 >5000 1683.3 N N True negative
26 3-Methoxy-1,2-propanediol >5000 1820.5 >5000 1451.3 N N True negative
27 Toluene >5000 1349.7 >5000 1782.0 N N True negative
28 2-Bromo-2-Nitropropane-1,3-Diol <39.1 1786.8 <39.1 1757.9 P P True positive
29 Benzalkonium chloride <39.1 1664.1 <39.1 1118.3 P P True positive
30 Benzophenone-1 52.4 1338.9 92.9 1452.3 P P True positive
31 Benzophenone-2 49.4 21453 76.0 1669.1 P P True positive
32 Butoxyethanol 2099.4 1861.3 2275.0 1330.7 N P False negative
33 Butylene glycol >5000 1770.2 >5000 1488.4 N N True negative
34 Cetrimonium chloride <39.1 1611.9 <39.1 1534.3 P P True positive
35 Cetyl alcohol <39.1 1550.9 <39.1 2290.9 P N False positive
36 | Chlorhexidine digluconate 20% <39.1 1408.8 <39.1 1437.1 P P True positive
solution
37 Chlorophene <39.1 1260.3 <39.1 1441.2 P P True positive
38 Chloroxylenol 81.1 1267.2 69.7 1374.6 P P True positive
39 Diethylhexyl adipate >5000 1695.5 >5000 1354.3 N N True negative
40 Diisopropyl adipate 372.0 1495.1 333.9 1486.9 P N False positive
41 Dioctyl sodium sulfosuccinate 53.2 1339.4 55.5 1303.1 P P True positive
42 Ethylhexyl palmitate >5000 1218.0 >5000 1662.7 N N True negative
43 Hexylene glycol >5000 1484.0 >5000 1485.4 N P False negative
44 Isocetyl stearate >5000 1468.0 >5000 1696.4 N N True negative
45 Isopropyl Myristate >5000 1531.6 3606.0 1452.4 N N True negative
46 Isopropyl Palmitate >5000 1222.7 >5000 1557.3 N N True negative
47 Lauramide DEA <39.1 1737.8 <39 1555.9 P P True positive
48 Methoxyisopropyl acetate 2482.4 1662.5 4172.9 1647.2 N P False negative
49 Oleyl alcohol <39.1 1706.2 <39 1283.2 P N False positive
50 PEG-40 stearate 288.9 1436.5 249.0 1700.4 P N False positive
51 Phenethyl alcohol 621.0 1446.6 753.3 1508.0 P P True positive
52 Phenoxyethanol 970.7 1471.9 1420.5 2276.3 N P False negative
53 Phytantriol <39.1 1545.5 53.0 1565.2 P P True positive
54 Propylene carbonate >5000 1584.5 >5000 1552.1 N N True negative
55 Resorcinol 401.3 1413.8 386.7 1498.2 P P True positive
56 Safflower (Carthamus tinctorius) oil 1786.3 1439.4 2644.7 1601.9 N N True negative
57 Sesame (Sesamum indicum) oil >5000 1622.5 >5000 1009.0 N N True negative
58 Sodium dehydroacetate 827.1 1621.0 1012.7 1499.5 P N False positive
59 Sodium naphthalenesulfonate 1321.2 1464.9 639.4 1381.5 P P True positive
60 Sodium stearate 194.2 1857.2 3379 1628.4 P N False positive
61 Sorbitan oleate 784.6 (testl) 1403.1 (test1) 866.0 (test3) 1424.0(test3) P N False positive
3142.8 (test2) 1446.3 (test2)

62 Sorbitan sesquioleate 1439.8 1713.5 917.4 1781.1 P N False positive
63 Squalane >5000 1513.6 >5000 1550.3 N N True negative
64 Stearalkonium chloride <39.1 1631.5 <39.1 1341.0 P P True positive
65 TEA-Lauryl sulfate 40% solution 234.4 1825.7 241.6 1586.1 P P True positive
66 Triacetin 1470.1 1685.9 1482.6 1576.9 P N False positive
67 Triethylene glycol >5000 1769.7 >5000 1446.2 N N True negative
68 Triisopropanolamine 845.5 1642.3 614.0 1549.9 P P True positive

7.SIRC AR FEPERER 2 XD NI O T H]
SIRC MR EEMERBRIC X > T GHS 234D NI EZ LIS & KB TEDEEDNTHONWT, JEAER
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fFFED 33 B DT — X B NFRBR TR L 72 68 WE DT — X &Mz THRETLTZ, NI &2 (N) |
FNLIAEBEEP)E L TR LT=, Benzalkonium chloride, Polyoxyethylene octylphenylether (10
E.O.) (BI]4& Triton X-100) . Isopropyl myristate 38X OF Di(2-ethylhexyl) sodium sulfosuccinate(5!]
4, Dioctyl sodium sulfosuccinate), @ 4 ¥/EIXfmEICIBTHY , SSHITEMRABR THWS L=
Maneb (ZEEAMEM: CRBRCXRh o720, FEEMITIL 63 WE OIBINE/RY A7 96 ¥'HE THf

otk RREt L 7=, 7235 Benzalkonium chloride. Polyoxyethylene octylphenylether (10 E.O.).
Isopropyl myristate 3TN Di(2-ethylhexyl) sodium sulfosuccinate D& FAZOWTIL, BEAER
WL LB NERER O TRERIT— L, A ERITBIT DB, % SIRC Mfa BRI e
LLTFRILT,

96 WE 65 M DOFERBALE R REA R T—E LT, fAFEMEIL, Ethanol, Butanol,
Ethyl-2-methyl acetoacetate, Butyl Dipropasol Solvent, Cyclopentanol . 2-Methyl-1-pentanol,
Propasol Solvent P, Butoxyethanol, Hexylene glycol, Methoxyisopropyl acetate. Phenoxyethanol
Propylene carbonate Tdh-o7-, ZIHILT /La—/L 6 WP, =AT )V 2WE . =—T /L 2 WE R
F— 1 WEBIOVAXF YT IMETHY, 77 8I% 180 KiiiiDIKS) %T&;é}:m%@%ﬁ
LTV e,

RIA =N ONTIHEA LV ER T MEZ RT3 #'E (2-Bromo—2-Nitropropane—1,3-Diol,
Hexylene glycol, Phytantoriol) . /> E 7R T4 7~ 9 6 #'E (Glycerol, Polyethylene glycol 400,
2,4-Pentanediol, 3-Methoxy—1,2-propanediol . Butylene glycol, Triethylene glycol) {Z-D\ N THi
FEIL. S WE TA U ERaEA L ERDRILE L7223, Hexylene glycol DI fAat:Z2 R LT,

1AL, iso—Octyl acrylate, tetra—Aminopyrimidine sulfate, n,n-Dimethylguanidine sulfate.
2—-(n—Dodecylthio)ethanol . iso—Octylthioglycolate . 2,2-Dimethyl-3-pentanol . Cetyl alcohol .
Diisopropyl adipate, Oleyl alcohol, PEG-40 stearate, Sodium dehydroacetate, Sodium stearate,
Sorbitan oleate. Sorbitan sesquioleate, Triacetin CTdh>77,

K FRELE | (ARGYEEE | (ARRVEEE | — BTN 79%(44/56), 53%(21/40)., 48%(19/40),
21%(12/56), 68%(65/96) T 7=,



Table 15 The eye irritancy of test samples predicted by the SIRC-CVS assay

In vitro

( Classification by SIRC-CVS assay using triethanolamine as a reference substance for non-irritancy)

In vivo
(Classification by
GHS)

Positive
(1, 2Aor 2B)

Negative
(ND

Positive

(19)

2-Ethylhexyl p—dimethylamino benzoate
Polyoxyethylene sorbitan monooleate (20E.O.)
Methyl p~hydroxybenzoate

iso—Octyl acrylate
tetra—Aminopyrimidine sulfate
2,4-Difluoronitrobenzene
n,n—Dimethylguanidine sulfate
2-(n-Dodecylthio)ethanol
iso—Octylthioglycolate
2,2-Dimethyl-3-pentanol
Cetyl alcohol

Diisopropyl adipate

Oleyl alcohol

PEG—40 stearate

Sodium dehydroacetate
Sodium stearate

Sorbitan oleate

Sorbitan sesquioleate
Triacetin

Negative

(12)

Ethanol

Butanol*

Ethyl-2-methyl acetoacetate
Butyl Dipropasol Solvent
Cyclopentanol
2-Methyl-1-pentanol
Propasol Solvent P
Butoxyethanol

Hexylene glycol
Methoxyisopropyl acetate
Phenoxyethanol
Propylene carbonate

1)

Isopropyl myristate

Isotonic sodium chloride solution
Silicic anhydride

Polyethylene glycol 400
Glycerin

Triethanolamine

iso—Propyl bromide
Di-iso—butyl ketone
2,4-Pentanediol

Potassium tetrafluoroborate
3-Methoxy—1,2-propanediol
Toluene

Butylene glycol

Diethylhexyl adipate
Ethylhexyl palmitate

Isocetyl stearate

Isopropyl Palmitate

Safflower (Carthamus tinctorius) oil
Sesame (Sesamum indicum) oil
Squalane

Triethylene glycol

*:The in vivo results of as is application was predicted from the data of 10% concentration.
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Table 16 Predictive capacity of the SIRC-CVS assay

N Sensitivity Specificity False positive False negative Concordance
rate rate
SIRC-CVS
assay vs 96 79% 53% 48% 21% 68%
Draize eye (44/56) (21/40) (19/40) (12/56) (65/96)
test

WIZ, SIRC MR EEERBRIC L AL 'E - JFUR D IR E O T RN BEL | #5RE i F %
FZFREL THET LT, UREFHI DWW TIZ ICCVAM 1238\ T A4 IR V8 36 1 OV 18 14 2 Bk
(BCOP) i H AR R (ICE) Z3H 2RI T TERY, ZhboikRd OECD HARZ A
THRFEOWEREZ RN T D2 LGRS TND, BRI E O FHF A BRI U7 ERE T
Ta—)b ATV T—T )L TC, B0 R 180 RiDIKy LUz, ZOIBARS 7D
TIL2— U ZOWTIL, A ERIOLO EFHE T IR 725800 SIRC Mifd R BRI B W CAkE
MR T REE LT ohno 5(1999) (ZXVBEIZHRIES L TUVA,

YT D 14 BRI E BRI TR AR ETL 724G B, 82 W T 63 WE OFERAA B e
LAVERT—E LT, 1AM X Hexylene glycol & Propylene carbonate, 2 ¥/& CTdh-o7z, B,
WESLEE ABBGMERE | (AFEMEEE . —BUEIXENE I 95%(42/44), 55%(21/38), 45%(17/38). 5%(2/44),
TT%(63/82) ClooTe, ZOXSTHABRA L7 MBI AZ S HZL1E NI &2 T 252 TR
RThdEEDNT,

DA EEY | SIRC Alfa st alii, sBRIED R 2 PR L THWARB1E, GHS @ NI IZES
NOWE % TR CEXHRBRIETHL LML,
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Table 17 The eye irritancy of test samples predicted by the SIRC-CVS assay

In vitro ( Classification by SIRC-CVS assay using triethanolamine as a reference substance for
non-irritancy)

In vivo Positive
(Classification by | (1, 2Aor 2B)
GHS)
Negative
(ND

Positive

(17)

2-Ethylhexyl p—dimethylamino benzoate
Polyoxyethylene sorbitan monooleate (20E.O.)

Methal o lad 1 "
P

iso—Octyl acrylate
tetra—Aminopyrimidine sulfate
2,4-Difluoronitrobenzene
n,n—Dimethylguanidine sulfate
2-(n-Dodecylthio)ethanol
iso—Octylthioglycolate

"7,“) IRt
Cetyl alcohol
Diisopropyl adipate
Oleyl alcohol

PEG-40 stearate
Sodium dehydroacetate
Sodium stearate
Sorbitan oleate
Sorbitan sesquioleate
Triacetin

TR ) 4 1
P

Negative

Hexylene glycol

Meath H 1 tot
PEOPY

Phenexyethans!

Propylene carbonate

1)

Isopropyl myristate

Isotonic sodium chloride solution
Silicic anhydride

Polyethylene glycol 400
Glycerin

Triethanolamine

iso—Propyl bromide
Di-iso-butyl ketone
2,4-Pentanediol

Potassium tetrafluoroborate
3-Methoxy—1,2-propanediol
Toluene

Butylene glycol

Diethylhexyl adipate
Ethylhexyl palmitate

Isocetyl stearate

Isopropyl Palmitate

Safflower (Carthamus tinctorius) oil
Sesame (Sesamum indicum) oil
Squalane

Triethylene glycol

*:The in vivo results of as is application was predicted from the data of 10% concentration.




Table 18 Predictive capacity of the SIRC-CVS assay

N Sensitivity Specificity Falser:t(;smve Falserszatlve Concordance
SIRC-CVS assay ) 95% 55% 45% 5% 7%
vs Draize eye test (42/44) (21/38) (17/38) (2/44) (63/82)

8. £L¥

SIRC HEfaFMRER X, e DEARVFE IO/ )T — 2 al WIS BTk [H O BB 23 &
W2 &R Draize iR MAS15 A Bt &4 50 BTk D m W TRIEEDS I E STV D, Ll
PRI5 ARBIE MR BR ORI EE L COR YR T 720 MM P2 E O FARE T C& 528
EWMER T DMEN D -T2, T2 T, JBERZ RO T — X & HNTL ., SOIC1E% CTEIEL -8
DT —%2% Nz, SIRC i FENERERDY GHS O NI Z2 Pl Al RENE DN OV TR ETL 72, FEAM
|Zd7=> Tl Triethanolamine % ELEIFEMIE L CTHW. ZD 1C50 LL ETHAHEE%E NI &5
FRIFIEE LT, ZOFEE EARLFIED T — 20BN I K OE % L I EMER B
HCTHHEVIRE REMG T2, £20BINT —2 &Mz z NI O FHIBEORF TIL &Y+ (h &
180 AJilli) DT Va—)L AT )V T—T NVEE R THIEILD NI EZTFHITELE b,

PLEXD . SIRC #Hfa FEEaRBR (X5 E O R E A BRE L CTH WA 51E, GHS @ NI IZ/3FES
LB T CEDRBRIE THL LI LT,
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Appendix 1 Draize iRBRIZIDIEHESL, BRI 5 D JFUEFD IR M FEA
(1) Draize #BRDAHIFREN SIERHI~DHD AfL

Draize sB&1%, 1981 4FIZ OECD 7 AN ARTAUAZYLE S AL, 1987, 2002 4 (ZEh) = O
SOHWIEETZ (OECD, 2002), <D E 4 THRENZED AL TETERY, AHTHE L
SR OIRBNZ BT, Draize RN WL TWA, b « [E A S FOEIRGE T AR T 7
2006 ({LAE i« R FRT AN M BELE R TE T AR 7 v 7 REE, 2006) (2%, AT O X723 BRiEN GRS
naTnsd,

F 1 AbWE S - EFE A LRGSR FE T AR T 7 2006 (ZHBE S TVDRER 5 1E 04

— ARSI AR —
RERE | AL TR AR A AT Y%
EL7/p o JFEHIEUCIRESPELL |
Jiih JFEHAIIEL T 0. 1mL (E1A) X3 100mg ([E42)
5 hE | A ORO FRBZIREREVEECC S ZBEL, MEIRENICE G L, ETIRkBE
1 BEREeHICE DY D, T OIRITARLEOETFEL, MAETRIRET
%o MRFNENEZ 7R3 B L IR S TEIR 21T,
JRANELT 1, 24, 48 72 BLO 96 FEEZICHROBIELAATH, Ffseth o A sk
%%” ntu&)roj/bf_ = %@‘fx i)J:U\T %@ﬁﬁ \_/Dl/\féﬁ %‘f)Lj—
5

8l

ph

(2) Draize BRI T HBIR AT

Draize FERTIZVHFOIRIZ0.1mL OFEFZ G- L, A, W% RO F 2 WIREIZE LA
a7 B, AaT V712X, Draize OIEMENFH SIS, WEERYE OIRBIL M DS &4
FREEE L CIE, — AR RO A (MAS) 28 WSS, BREGAD7: MAS O i 110 47
ThD, Bl :i AL 80 i, MR 10 s, FEE 20 ;U THY, ENTOEEO BHEMENLA BEOZL
ICHEENREPNTND (4, 1996),

1 A
A RBHE JRBORE (Lo tbIRB LR 54 D)
RBWE72L
W& AR CE DR E D BIEN D OMBMED RE L
B O AN FMITIERLIT TR
W OREDBIEL TERD, BEFLO K EZ(INAICTHRBITE D
W B TER
B AN ik
Eq
0<A<1/4
1/4<A<1/2
1/2=A<3/4
3/4=<A
5 AXBX 5 (R AE:80)
I H%(A)
1EH
WERERZ AL, Fe i, NERR., AR PR O T M (W10, HHWEE T, A LT A A D) 1
BALNDD, FEHHEFEDOND  GEBRGETE) ,
KRS 25, HAIL, JRERPH OB (W 1o, HHWITET) BRABID, 2
FERMCAXS (BKfE:10)
I A&
A FEFR (AR L OME R 2 R i, BRAE )
E& 0
Fe it Uitk
JEFEHA D TRAT L7201 3 OB A 2

= w N = O

> w N = O

—
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EIROUAL AL
B &I
EH
JERRTHE (BRigZ & te)
R g DHEB 73 IS S 2 D AR
ERRZ D 1/2 FREEDOHR IR PASH
JEIRZAED 1/2 DL E ORI BHER
C 73
1

R LS (IEF 28 OWN I oI SD BT E Fe0)

ARG s K ORI B3 D B it
HRHE: 5 L OMHR 0D J&] P 2 AR =5 4 P 1 78

FE:(A+B+C) X2 (B KfE:20)

> w N = O

w N = O

Z% 2 Draize REROARa T T

(3) Draize FRER|CI T D 2R HEHE
Draize sABRIZISIT DM FEAEL L Cld, AR 2 2R BLEN S ST D, Kay & Calandra(1962)
EOFAREAELZ DL TSRS, 2O/, Guillot & (1982) DFHH:#E . DeSousa & (1984) D FEAf

FHER LD D,

# 3 Kay & Calandra =D FE L

Ohno %(1999) (249 Kay & Calandra {ED & ZE 03728 7z, i, Kay & Calandra =D HEAED
FONTHN <3 FE T HZEIE, Draize MERD XD DI EZZHEERITZLNEDEZLIZESNT
WD, ZLT, ABICSUGNETRO SR EITHD MASLS 2 ALKE S FUEFREAL 0] B 55
YL WD, ZAUL T X DOIROREMED E 6T D UG, T2 i 2 R~ A i
WL SIS ZR A, — T DRITRIREE ZFF S To MBI D WU A IS N R AL TLDD, 2055
—IRBPEDFFFEERIPIZ O W TIFFA I ET 5B 2 7 Th5H, 7ok, REHEL, kb T 2E4EFR
SEWFIEIZ LD AR R BR R BE D iR [N 7 — T av OBl tR RIS R S, OB IE O AT

WZHWBTE,

e N TN I i
0-0.5 ST
0.5-2.5 T )
2.5-15 BRI
15-25 B FEE IR
25-50 FRRR R P
50-80 oL R S PR
80-100 FEH BRI
100-110 o B

# 4 kay & Calandra 250 25 A&
(Ohno et al, 1999)



S s i TN e i

0~15(LLF) TR IR
15~25 SV AR
25~50 rRRR B D R AL M
50~110 SR R S

F72., Ohno (2004) IFALHE St TR O IR AEREAMIZ 35UV T, SHICE MR B LI EELL
THED MAS 15 JTR<L 5 mAEBHUTALRE SRR O HI ¥ B ES R L Td, ZOFEHEX
Bk T HE AR E I LD IR BB ERBR R EIE AN T — a0 TR, NUT —a i
FETOINTRE RIS Z B RII, [IREBRIEELAGA A TEALRE S O HR A FEAT A 2 A
(ZH ANDITZ, [BAERFEIEOT — 22 HDE MAS 5 5% TR 51121 2 ha o)
AR TED TRITIE, A bz ZEICHWZERC, BB ThIVUIEME ThIVZIRAEME X
DITINTHDHIE, T725 Draize Bk MAS15 LU F THHIENSOITHERII R E D20 EE 25
b,

7% 5 Ohno(2004)1Z &2 T Aff 25 ¥

AL R A | B

0~5(LLF) O IR
5~25 F9 VR I
25~50 HRRE BE D BRI
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Appendix 2 A7/ L — =N T T —F DR
SIRC HilaEMEREBRICK T~ A/n7 L — %/—)/77—71@%@%@ IOWTHREILT, 7
— 7 DOFE LD O LB IREEHER T D701, FIEICIEWHIIRZ Y — B L 7- 96 /X~
ATV =Dy DINTT— T EREFL, 72 H#F'EHP%U_ AT Yt B LWL E DORIEEAT
ofc, RBRE 2 ISR /RS, MR £ R a2 R~ T RN RE O IZ 2213 70< | bk
kPR F L ONG BRI D IC50 FOFNBLFEREDEE R L. LI-> T, ~A(7ua7L
—h~ =V 7T —T ORI FE M ERER ORI 5 2 DB T D 7 R L 7=,

Effect of microplate sealing tape in the SIRC cytotoxicity test

Marker No.1 No.2 | Average
Without microplate sealing tape OD of negative control 0.684 0.685 0.6845
IC50 (ug/mL) of trietanolamine | 1805.2 1619.3 | 1712.25

IC50 (ug/mL) of SDS 90.2 89.4 89.8
With microplate sealing tape OD of negative control 0.638 0.701 0.6695
IC50 (ug/mL) of trietanolamine | 1413.3 1035.1 1224.2

IC50 (ug/mL) of SDS 86.8 90.2 88.5
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Appendix 5 Data of triethanolamine and Sodium dodecyl sulfate

(1) Results of triethanolamine

IC50 (pg/mL) Lab. Year Lot. 1C50 Lab. Year Lot.
(ng/mL)
1540 B 1995 611E1858 1620.4 A(Shiseido) 2009 810W1077
1320 B 1995 611E1858 1808.3 A(Shiseido) 2009 810W1077
1850 C 1995 611E1858 1401.5 A(Shiseido) 2009 810W1077
1650 C 1995 611E1858 1604.0 A(Shiseido) 2009 810W1077
1910 D 1995 611E1858 1687.6 A(Shiseido) 2009 810W1077
2075 D 1995 611E1858 1674.5 A(Shiseido) 2009 810W1077
3200 E 1995 611E1858 1704.8 A(Shiseido) 2009 810W1077
4500 E 1995 611E1858 1694.8 A(Shiseido) 2009 810W1077
1580 A(Shiseido) 1995 611E1858 1386.8 A(Shiseido) 2009 810W1077
1300 A(Shiseido) 1995 611E1858 1663.4 A(Shiseido) 2009 810W1077
2164.2 A(Shiseido) 2009 810W1077 1576.9 A(Shiseido) 2009 810W1077
2000.5 A(Shiseido) 2009 810W1077 1461.8 A(Shiseido) 2009 810W1077
1675.7 A(Shiseido) 2009 810W1077 1599.5 A(Shiseido) 2009 810W1077
1757.2 A(Shiseido) 2009 810W1077 1251.7 A(Shiseido) 2009 810W1077
1656.6 A(Shiseido) 2009 810W1077 1347.1 A(Shiseido) 2009 810W1077
1940.1 A(Shiseido) 2009 810W1077 1690.2 A(Shiseido) 2009 810W1077
1709.2 A(Shiseido) 2009 810W1077 1448.5 A(Shiseido) 2009 810W1077
2228.9 A(Shiseido) 2009 810W1077 1206.8 A(Shiseido) 2009 810W1077
1558.9 A(Shiseido) 2009 810W1077 1808.9 A(Shiseido) 2009 810W1077
1868.2 A(Shiseido) 2009 810W1077 1452.7 A(Shiseido) 2009 810W1077
1669.9 A(Shiseido) 2009 810W1077 1295.2 A(Shiseido) 2009 810W1077
1932.9 A(Shiseido) 2009 810W1077 1429.1 A(Shiseido) 2009 810W1077
1945.1 A(Shiseido) 2009 810W1077 1683.3 A(Shiseido) 2009 810W1077
1424.0 A(Shiscido) 2009 810W1077 1451.3 A(Shiseido) 2009 810W1077
1666.2 A(Shiseido) 2009 810W1077 1782.0 A(Shiseido) 2009 810W1077
1526.8 A(Shiseido) 2009 810W1077 1757.9 A(Shiseido) 2009 810W1077
1501.7 A(Shiseido) 2009 810W1077 1118.3 A(Shiseido) 2009 810W1077
1763.3 A(Shiseido) 2009 810W1077 1452.3 A(Shiseido) 2009 810W1077
1773.9 A(Shiseido) 2009 810W1077 1669.1 A(Shiseido) 2009 810W1077
1614.6 A(Shiseido) 2009 810W1077 1330.7 A(Shiseido) 2009 810W1077
1435.9 A(Shiseido) 2009 810W1077 1488.4 A(Shiseido) 2009 810W1077
1500.2 A(Shiseido) 2009 810W1077 1534.3 A(Shiseido) 2009 810W1077
1525.0 A(Shiseido) 2009 810W1077 2290.9 A(Shiseido) 2009 810W1077
1820.5 A(Shiseido) 2009 810W1077 1437.1 A(Shiseido) 2009 810W1077
1349.7 A(Shiscido) 2009 810W1077 1441.2 A(Shiseido) 2009 810W1077
1786.8 A(Shiscido) 2009 810W1077 1374.6 A(Shiseido) 2009 810W1077
1664.1 A(Shiseido) 2009 810W1077 1354.3 A(Shiseido) 2009 810W1077
1338.9 A(Shiseido) 2009 810W1077 1486.9 A(Shiseido) 2009 810W1077
21453 A(Shiseido) 2009 810W1077 1303.1 A(Shiseido) 2009 810W1077
1861.3 A(Shiseido) 2009 810W1077 1662.7 A(Shiseido) 2009 810W1077
1770.2 A(Shiseido) 2009 810W1077 1485.4 A(Shiseido) 2009 810W1077
16119 A(Shiseido) 2009 810W1077 1696.4 A(Shiseido) 2009 810W1077
1550.9 A(Shiseido) 2009 810W1077 1452.4 A(Shiseido) 2009 810W1077
1408.8 A(Shiseido) 2009 810W1077 1557.3 A(Shiseido) 2009 810W1077
1260.3 A(Shiseido) 2009 810W1077 1555.9 A(Shiseido) 2009 810W1077
1267.2 A(Shiseido) 2009 810W1077 1647.2 A(Shiseido) 2009 810W1077
1695.5 A(Shiseido) 2009 810W1077 1283.2 A(Shiseido) 2009 810W1077
1495.1 A(Shiseido) 2009 810W1077 1700.4 A(Shiseido) 2009 810W1077
1339.4 A(Shiseido) 2009 810W1077 1508.0 A(Shiseido) 2009 810W1077
1218.0 A(Shiseido) 2009 810W1077 2276.3 A(Shiseido) 2009 810W1077
1484.0 A(Shiseido) 2009 810W1077 1565.2 A(Shiseido) 2009 810W1077
1468.0 A(Shiseido) 2009 810W1077 1552.1 A(Shiseido) 2009 810W1077
1531.6 A(Shiseido) 2009 810W1077 1498.2 A(Shiseido) 2009 810W1077
1222.7 A(Shiseido) 2009 810W1077 1601.9 A(Shiseido) 2009 810W1077
1737.8 A(Shiseido) 2009 810W1077 1009.0 A(Shiseido) 2009 810W1077
1662.5 A(Shiseido) 2009 810W1077 1499.5 A(Shiseido) 2009 810W1077
1706.2 A(Shiseido) 2009 810W1077 1381.5 A(Shiseido) 2009 810W1077
1436.5 A(Shiseido) 2009 810W1077 1628.4 A(Shiseido) 2009 810W1077
1446.6 A(Shiseido) 2009 810W1077 1424.0 A(Shiseido) 2009 810W1077
1471.9 A(Shiseido) 2009 810W1077 1781.1 A(Shiseido) 2009 810W1077
1545.5 A(Shiseido) 2009 810W1077 1550.3 A(Shiseido) 2009 810W1077
1584.5 A(Shiseido) 2009 810W1077 1341.0 A(Shiseido) 2009 810W1077
1413.8 A(Shiseido) 2009 810W1077 1586.1 A(Shiseido) 2009 810W1077
1439.4 A(Shiseido) 2009 810W1077 1576.9 A(Shiseido) 2009 810W1077
1622.5 A(Shiseido) 2009 810W1077 1446.2 A(Shiseido) 2009 810W1077
1621.0 A(Shiseido) 2009 810W1077 1549.9 A(Shiseido) 2009 810W1077
1464.9 A(Shiseido) 2009 810W1077 1012.3 A(Shiseido) 2010 810W1077
1857.2 A(Shiseido) 2009 810W1077 1595.4 A(Shiseido) 2010 810W1077
1403.1 A(Shiseido) 2009 810W1077
1713.5 A(Shiseido) 2009 810W1077
1513.6 A(Shiseido) 2009 810W1077
1631.5 A(Shiseido) 2009 810W1077
1825.7 A(Shiseido) 2009 810W1077
1685.9 A(Shiseido) 2009 810W1077
1769.7 A(Shiseido) 2009 810W1077
1642.3 A(Shiseido) 2009 810W1077

The substances were obtained from Kanto Chemical CO., INC.



(2) Results of Sodium dodecyl sulfate

160 Lab. Year Manufaturer Lot. 160 Lab. Year Manufacturer Lot.
(pg/mL) (pg/mL)

168 B 1994 Nikko Chemicals 2802 90.8 A(Shiseido) 2009 Wako TCG8149
176 B 1994 Nikko Chemicals 2802 89.1 A(Shiseido) 2009 Wako TCG8149
172 B 1994 Nikko Chemicals 2802 91.8 A(Shiseido) 2009 Wako TCG8149
17 C 1994 Nikko Chemicals 2802 932 A(Shiseido) 2009 Wako TCG8149
117 C 1994 Nikko Chemicals 2802 95.1 A(Shiseido) 2009 Wako TCG8149
117 C 1994 Nikko Chemicals 2 92.5 A(Shiseido) 2009 Wako TCG8149
190 D 1994 Nikko Chemicals 2802 93.1 A(Shiseido) 2009 Wako TCG8149
190 D 1994 Nikko Chemicals 2802 924 2009 Wako TCG8149
187 D 1994 Nikko Chemicals 2802 96.5 S 2009 Wako TCG8149
201 E 1994 Nikko Chemicals 2802 89.6 A(Shiseido) 2009 Wako TCG8149
194 E 1994 Nikko Chemicals 2802 89.4 A(Shiseido) 2009 Wako TCG8149
198 E 1994 Nikko Chemicals 2802 86.0 A(Shiseido) 2009 Wako TCG8149
140 F 1994 Nikko Chemicals 2802 94.8 A(Shiseido) 2009 Wako TCG8149
157 F 1994 Nikko Chemicals 2802 96.7 A(Shiseido) 2009 Wako TCG8149
123 F 1994 Nikko Chemicals 2802 89.7 A(Shiseido) 2009 Wako TCG8149
174 A(Shiseido) 1994 Nikko Chemicals 2802 88.1 A(Shiseido) 2009 Wako TCG8149
189 A(Shiseido) 1994 Nikko Chemicals 2802 91.5 A(Shiseido) 2009 ‘Wako TCG8149
176 A(Shiseido) 1994 Nikko Chemicals 2802 913 A(Shiseido) 2009 ‘Wako TCG8149
102.2 A(Shiseido) 2009 Wako TCG8149 86.0 A(Shiseido) 2009 ‘Wako TCG8149
87.2 A(Shiseido) 2009 Wako TCG8149 914 A(Shiseido) 2009 ‘Wako TCG8149
91.1 A(Shiseido) 2009 Wako TCG8149 91.5 A(Shiseido) 2009 ‘Wako TCG8149
91.0 A(Shiseido) 2009 Wako TCG8149 89.1 A(Shiseido) 2009 ‘Wako TCG8149
90.5 A(Shiseido) 2009 Wako TCG8149 90.6 A(Shiseido) 2009 Wako TCG8149
90.5 A(Shiseido) 2009 Wako TCG8149 89.0 A(Shiseido) 2009 Wako TCG8149
103.1 A(Shiseido) 2009 Wako TCG8149 91.0 A(Shiseido) 2009 Wako TCG8149
101.7 A(Shiseido) 2009 Wako TCG8149 96.4 A(Shiseido) 2009 Wako TCG8149
90.6 A(Shiseido) 2009 Wako TCG8149 93.0 A(Shiseido) 2009 Wako TCG8149
95.1 A(Shiseido) 2009 Wako TCG8149 90.4 A(Shiseido) 2009 Wako TCG8149
96.1 A(Shiseido) 2009 Wako TCG8149 92.8 A(Shiseido) 2009 Wako TCG8149
914 A(Shiseido) 2009 Wako TCG8149 953 A(Shiseid 2009 Wako TCG8149
924 A(Shisei 2009 Wako TCG8149 87.1 A(Shisei 2009 Wako TCG8149
96.2 A(Shisei 2009 Wako TCG8149 90.4 A(Shi 2009 Wako TCG8149
90.3 A(Shiseido) 2009 Wako TCG8149 113.6 A(Shi 2009 Wako TCG8149
98.8 A(Shisei 2009 Wako TCG8149 92.4 A(Shi 2009 Wako TCG8149
101.7 A(Shiseido) 2009 Wako TCG8149 91.1 A(Shiseid 2009 Wako TCG8149
108.0 A(Shiseido) 2009 Wako TCG8149 943 A(Shiseido) 2009 Wako TCG8149
104.2 A(Shiseido) 2009 Wako TCG8149 88.2 A(Shiseid 2009 Wako TCG8149
92.7 A(Shiseido) 2009 Wako TCG8149 939 A(Shiseid 2009 Wako TCG8149
100.2 A(Shiseido) 2009 Wako TCG8149 929 A(Shiseid 2009 Wako TCG8149
97.2 A(Shiseido) 2009 Wako TCG8149 91.7 A(Shiseid 2009 Wako TCG8149
103.5 A(Shiseido) 2009 Wako TCG8149 911 A(Shiseid 2009 Wako TCG8149
1137 A(Shiseido) 2009 Wako TCG8149 92.5 A(Shiseido) 2009 ‘Wako TCG8149
107.2 A(Shiseido) 2009 Wako TCG8149 90.1 A(Shiseido) 2009 ‘Wako TCG8149
93.5 A(Shiseido) 2009 Wako TCG8149 89.7 A(Shiseido) 2009 ‘Wako TCG8149
85.9 A(Shiseido) 2009 Wako TCG8149 943 A(Shiseido) 2009 ‘Wako TCG8149
91.8 A(Shiseido) 2009 Wako TCG8149 91.0 A(Shiseido) 2009 ‘Wako TCG8149
91.2 A(Shiseido) 2009 Wako TCG8149 92.9 A(Shiseido) 2009 ‘Wako TCG8149
92.1 A(Shiseido) 2009 Wako TCG8149 92.7 A(Shiseido) 2009 Wako TCG8149
96.9 A(Shiseido) 2009 Wako TCG8149 93.6 A(Shiseido) 2009 Wako TCG8149
91.9 A(Shiseido) 2009 Wako TCG8149 109.2 A(Shiseido) 2009 Wako TCG8149
96.0 A(Shiseido) 2009 Wako TCG8149 91.3 A(Shiseido) 2009 Wako TCG8149
86.3 A(Shiseido) 2009 Wako TCG8149 92.2 A(Shiseido) 2009 Wako TCG8149
93.4 A(Shiseido) 2009 Wako TCG8149 93.5 A(Shiseido) 2009 Wako TCG8149
95.2 A(Shiseido) 2009 Wako TCG8149 87.2 A(Shiseido) 2009 Wako TCG8149
91.8 A(Shiseido) 2009 Wako TCG8149 101.6 A(Shiseid 2009 Wako TCG8149
95.5 A(Shisei 2009 Wako TCG8149 89.7 A(Shiseid 2009 Wako TCG8149
93.3 A(Shisei 2009 Wako TCG8149 915 A(Shiseid 2009 Wako TCG8149
96.0 A(Shisei 2009 Wako TCG8149 93.8 A(Shiseid 2009 Wako TCG8149
94.0 A(Shisei 2009 Wako TCG8149 91.8 A(Shiseid 2009 Wako TCG8149
90.7 A(Shisei 2009 Wako TCG8149 93.7 A(Shiseid 2009 Wako TCG8149
89.9 A(Shiseido) 2009 Wako TCG8149 93.5 A(Shiseido) 2009 Wako TCG8149
90.8 A(Shiseido) 2009 Wako TCG8149 92.1 A(Shiseid 2009 Wako TCG8149
94.4 A(Shiseido) 2009 Wako TCG8149 952 A(Shiseid 2009 Wako TCG8149
96.6 A(Shiseido) 2009 Wako TCG8149 91.0 A(Shiseid 2009 Wako TCG8149
90.0 A(Shiseido) 2009 Wako TCG8149 92.6 A(Shiseid 2009 Wako TCG8149
92.0 A(Shiseido) 2009 Wako TCG8149 91.9 A(Shiseid 2009 Wako TCG8149
91.5 A(Shiseido) 2009 Wako TCG8149 90.7 A(Shiseido) 2010 Wako TCG8149
91.5 A(Shiseido) 2009 Wako TCG8149 95.1 A(Shiseido) 2010 ‘Wako TCG8149
90.7 A(Shiseido) 2009 Wako TCG8149

92.2 A(Shiseido) 2009 Wako TCG8149

89.1 A(Shiseido) 2009 Wako TCG8149

93.0 A(Shiseido) 2009 Wako TCG8149

98.7 A(Shiseido) 2009 Wako TCG8149

93.6 A(Shiseido) 2009 Wako TCG8149

93.6 A(Shiseido) 2009 Wako TCG8149

96.5 A(Shiseido) 2009 Wako TCG8149

100.6 A(Shiseido) 2009 Wako TCG8149

913 A(Shiseido) 2009 Wako TCG8149

93.8 A(Shiseido) 2009 Wako TCG8149

89.1 A(Shiseido) 2009 Wako TCG8149

96.6 A(Shiseido) 2009 Wako TCG8149

92.8 A(Shiseido) 2009 Wako TCG8149

94.4 A(Shiseido) 2009 Wako TCG8149

91.4 A(Shiseido) 2009 Wako TCG8149

Nikko Chemicals: Nikko Chemicals CO., LTD.
Wako: Wako Pure Chemical Industries, Ltd.




Appendix 6 JEEBMEIFILT — X LBINT —X DLl

JEAER RIS DT —H [(WF2E 11 &BIMERER DT — 2 [WF9E 21% LLlk L. [RIRE725FAR A3 Al
B ENZHERL-, WM& CTREBLZYE T Isopropyl myristate . Triethanolamine .
Polyoxyethylene octylphenylether (10 E.O.) (B4 Triton X-100) . Sodium dodecyl sulfate.
Benzalkonium chloride . Di(2—ethylhexyl) sodium sulfosuccinate ( Bl % Dioctyl sodium
sulfosuccinate) @ 6 #ERY'E TH -7~ Isopropyl myristate, Triethanolamine |[G]—A— 7 —Tnm
R IR0 DD 4 WM I A— T — I3 B> Tz, GHS T NI 23 2 B = LIsk s
4 WeBRME ThoT-, AIFFE 1 BLOWIFE 2 @ 1C50 fi. I TNZ Triethanolamine % FhBZ % FREL 7=
REDRRFAED T ] IFERZ TRITRT,

P D#E R B (ND ST (NI LIS >O7Hil_EOFRE X RO HIR-T2,
6 BB H51T % 1C50 EDINERLIZ DV NTIEL AFSE 2 @ Triton X-100 & Benzalkonium chloride
EBHIT ICH0 fEAS 39. Tug/mL Al THY HFFE 1 OEAEE D[R EMEEZERIN MR 3D LA k72
INOTEN G _ EDZEITFRD BN oTz. , LTZBA> T, WO E B W THRME_Eo
ZZHIIFRDO LT, W OfE S % O ClRIEEO TN 23 7] RE &I L 7=,

The comparison between the Japanese validation study data and the additional data

The Japanese validation study data  (IC50;ug/mL o (S0
Substance MAS GHS D A ! uay ( ng/ml) dus (CBwemD)
Lab.A Lab.B Lab.C Lab.D Lab.E | Lab.F Lab.G Lab.H Lab.I Lab.A
Isopropyl 0 NI 10000< 10000< 6000< 10000< 10000< 10000< 4303<
myristate ™) ™) (NE) M™N) ™) ™) ™)
Triethanolamine 8 NI 1440 1430 1750 1993 3850 1579
) ™) M) ) N) )
Triton X-100* 413= lor2A 26.7 38.0 233 323 51.0 59.5 <39.1
P) P) ®) (NE) (NE) | (NE) P)
Sodium dodecyl 15.0= lor2A 182 172 117 190 198 149 94
sulfate* (P) (P) (P) (NE) (NE) | (NE) (P)
Di(2-ethylhexyl)
sodium 57.0= lor2A %11)? l(g I(E; 1(152? l(lzi (51;‘)
sulfosuccinate*
Benzalkonium 78.0= lor2A 16.2 252 13.2 15.5 29.0 15.0 <39.1
chloride* (P) P) (P) (NE) (NE) | (NE) (P)

P:Positive, N:Negative, NE:Could not be evaluated
Blank column: Not tested

The additional data of Triethanolamine and Sodium dodecyl sulfate are the mean of 134 tests.
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Appendix 7 B IEHEICHE S Lo 72— AT T

SE RIS A Lol r—AE LT T D 3 WM E bl SIS & F B e FE i L

71 3—-Chloropropionitrile 383X 2,4-Difluoronitrobenzene (Z-2UNClI, HERICLA B O = /v

DO R EEME) PBO LN | BIGIREZ T CHRBR%Z %L 72, £7-. Cyclopentanol
Lov\f 1, BBt FROOME (SDS: 63.2 1 g/mL) 23 FEVEME A T [E] 57700 FFaki - FEhi L7,

The reasons of the retesting

No Substance Number of test at each concentration The reasons
5000ug/mL 500pg/mL 50ug/mL

D Acceptance :1 | Acceptance :2 Effect of the volatile
4 3-Chloropropionitrile Rejection:1 Rejection: 1 substance

5 Cvelopentanol Acceptance :2 Abnormal value of

yelop Rejection:1 the positive control

17 2,4-Difluoronitrobenzene Rejection:2 Rejection:2 Acceptance :2 Effect of the volatile

substance
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Appendix 8 BT -4 THESNTCNDT —H D LL#E

A EREINU7Z 388506 SOV T EARITIZ 2008 4 H RE) FEBRARUBE 728 21 [BIRES THUE
S TWS SIRC BT — X (JSAAE 7 —2)ED R A1T 7=, JSAAE 77— 4 TIL, SIRC AR i
FEBREEDN 1.5x10° {8 /mL THY JZ AR FAFFELIBMFABR TOD 1x10° 8 /mL LT H7R2>Tu, F
7o BRIV Lo CIRIA LD F 720 | SH1Z, GHS O NI O[RIER H I E LT 7R Tldiaun
72, [Al—7'L—k_ET® Triethanolamine OFERZ R EL TV oTo, TD78H, fFHH172
IC50 1% 1000 12 g/mL AfiZ Btk 5000 u g/mL LA E&REMESL, 1000~5000 1 g/ml % Equivocal
Ll

WH ORISR LT R, 41 BERME OOD 37T YR E OFFAA— B Equivocal (3,
Phenethyl alcohol F3JX TN Triacetin @ 2 #EEWE CThoTz, — 7, —E LT #5RE 1T
Sorbitan oleate 33T Sorbitan sesquioleate ™ 2 #¢ERME T -7~

-4 3_



The comparison between the additional data and the previous data
meeting of the JSAAE

reported at the 21th annual

28 | 2-Bromo-2-Nitropro P Medium <39.1 P Medium 6.42+0.85 P
pane-1,3-Diol
29 Benzalkonium P DMSOMedium <39.1 P DMSO Medium 3.47+0.47 P
chloride
30 Benzophenone-1 P DMSO/Medium 72.7 P DMSO /Medium 29.3+8.0 P
31 Benzophenone-2 P DMSO/Medium 62.7 P DMSOMedium 53.4+6.4 P
32 Butoxyethanol P Medium 2187.2 N
33 Butylene glycol N Medium 5000< N Medium 10000< N
34 Cetrimonium P Medium <39.1 P Medium 0.56+0.16 P
chloride
35 Cetyl alcohol N DMSO/Medium <39.1 P DMSO Medium 25.1£12.1 P
36 Chlorhexidine P DMSO/Medium <7.82 P DMSO /Medium 7.92+3.92 P
digluconate [<39.1] [39.6+19.6]
(20% Solution)
37 Chlorophene P DMSO/Medium <39.1 P DMSO /Medium 25.69.1 P
38 Chloroxylenol P DMSO/Medium 754 P
39 | Diethylhexyl adipate N EtOH/Medium 5000< N Medium Could not be tested
40 | Diisopropyl adipate N DMSO/Medium 353.0 P DMSO /Medium 633£16 P
41 Dioctyl sodium P DMSO/Medium 54.4 P DMSOMedium 81.3+4.8 P
sulfosuccinate
42 | Ethylhexyl palmitate N EtOH/Medium 5000< N Medium 10000< N
43 Hexylene glycol P Medium 5000< N Medium 7500+600 N
44 Isocetyl stearate N EtOH/Medium 5000< N Medium Could not be tested
45 | Isopropyl Myristate N EtOl/Medium >4294.5 N Medium Could not be tested
46 | Isopropyl Palmitate N EtOH/Medium 5000< N Medium Could not be tested
47 Lauramide DEA P DMSO/Medium <39.1 P DMSO Medium 18.3+4.1 P
48 Methoxyisopropyl P Medium 3323.5 N
acetate
49 Oleyl alcohol N EtO/Medium <39.1 P Ethanol /Medium 41.9+13.3 P
50 PEG-40 stearate N Medium 269.1 P Medium 230+79 P
51 Phenethyl alcohol P DMSO/Medium 688.0 P Medium 1830+1360 E
52 Phenoxyethanol P DMSO/Medium 1195.6 P
53 Phytantriol P DMSO/Medium <46.1 P DMSO /Medium 37.2+11.8 P
54 | Propylene carbonate N Medium 5000< N Medium 60504490 N
55 Resorcinol P Medium 394.5 P
56 Safflower N DMSOMedium 2215.1 N Medium Could not be tested
(Carthamus
tinctorius) oil
57 Sesame (Sesamum N DMSO/Medium 5000< N Medium Could not be tested
indicum) oil
58 Sodium N Medium 919.9 P Medium 860+224 P
dehydroacetate
59 Sodium P DMSO/Medium 980.2 P
naphthalenesulfonate
60 Sodium stearate N Medium 266.1 P Medium 56.5+8.2 P
61 Sorbitan oleate N i i 825.2 P L 5170+£1560 N
62 Sorbitan N DUEO e 1178.6 P Lt 10000< N
sesquioleate
63 Squalane N DMSO/Medium 5000< N Medium Could not be tested
64 Stearalkonium P EtOH/Medium <39.1 P Ethanol /Medium 2.66+0.56 P
chloride
65 | TEA-Lauryl sulfate P Medium 95.2 P Medium 117+3 P
[40% Solution]) [238.0] [290+4]
66 Triacetin N Medium 1476.4 P Medium 1780+720 E
67 Triethylene glycol N Medium 5000< N Medium 10000< N
68 | Triisopropanolamine P Medium 729.8 P

P: Positive, N:Negative, E: Equivocal

NE: It could not be evaluated.

[ ]:The data was obtained from diluted agent.

[ J:The precipitation was appear at the concentration of 10000ug/mL in the culture of 72hr. The maximal
concentrations without the precipitation were 5000ug/mL and 2500ug/mL in No31 and No38, respectively.
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Blank column: Not selected, because of no in vivo data at 10% concentration

2 FRBR T CRE N — B L 72~ 72 2 #8R%)'E (Sorbitan oleate 33 J TN Sorbitan sesquioleate) |22
W ZDRRITHIaE O 2B L OEEOF TR EMRL TWDEBZ LI, 728, ZhHD 2 #
BRWVE IR IR RS TI, RRBES Y CEH LT E Th -7,

ZORRNEIEATH-OIC, Fl— R T TIREOF IEIZEDEZRA & C OE)BIOE—FM:
T CTHIREIC LD R (A & B OF) MR35 2 DOIBIMREZ I LT-, TR R S of
M2 LD RBRRE AT OGN B0 Pa A W5 A St OB R SRR S Tz, — 7 Mila gk
DEWTIL 2 RS TR R 720 Sorbitan oleate OB RITIZIZFZE TH-T-78,
Sorbitan sesquioleate TIXAA LR =D ARSI,

ZOREFRLD  FEAKEEME DO YR E VT U2 PR A O TR 72138 — IR B S 5 2 80
1 E2R M M RER AT L CHUERHY oM — ERICHE T HZENEEEZE X DI
7=, Sorbitan oleate & Sorbitan sesquioleate D FHIZ-DUWNTIXW VT Iub il THA L HIM LT,

Effect of cell concentration and/or medium in the SIRC cytotoxicity test of sorbitan oleate and sorbitan sesquioleate

Test condition A B C
Final cell concentration 1x10° cells/mL 1.5x10° cells/mL 1x10° cells/mL
Medium Medium Medium Medium
Solvent DMSO DMSO -
Sorbitan oleate 1Cs50=825.3 P 1Cs50=1490.7 P 1Cs50=1722.1 N
(1413.6) (1753.0) (1600.8)
[96.2] [90.2] [92.5]
Sorbitan sesquioleate I1Cs0=1178.6 P 1Cs50=3476.4 N 1Cs50=4460.0 N
(1747.3) (1774.0) (1640.9)
[92.5] [89.8) [89.0]

(n=1:Test condition B and C)

(' ): IC50 of triethanolamine (ug/mL)
[ ]:1C50 of SDS (ug/mL)

-4 5_



Appendix 9 #Z5RY)E O FH &P O R E

SIRC il EtERkER (C L DAL E - AR D IR D TN BIL | $8RY E oo I 2 (R
FELTRET LT, B E ORI OB LI E R, 73— 22T VB LU= —
TIVT, IR0y 180 Rl AR 1L UTe, RARVFHIIEIZ I T DB E D5 BRI &

THZRE S ORI E 1L 3 - Th -7,

The three preclusive substances in the Japanese validation study

Substance CAS MW MAS In vivo In vitro
classification classification

2-Ethylhexyl p-dimethylamino benzoate 21245-02-3 277.4 0.0 N P
Isopropyl myristate 110-27-0 270.5 0.0 N N
Isotonic sodium chloride solution 7647-14-5 58.4 0.0 N N
Silicic anhydride 7631-86-9 60.1 2.7 N N
Polyethylene glycol 400 25322-68-3 360~400 4.0 N N
Glycerin 56-81-5 92.1 4.7 N N
Polyoxyethylene sorbitan monooleate (20E.O.) 9005-65-6 - 4.7 N P
Triethanolamine 102-71-6 149.2 8.0 N N
Methyl p-hydroxybenzoate 99-76-3 152.2 8.7 N P
Sucrose fatty acid ester - - 28.3 P P
Benzyl alcohol 100-51-6 108.1 31.0 P P
Ethanol 64-17-5 64.1 32.7 P N
Acid red 92 18472-87-2 829.6 71.0 P P
Calcium thioglycolate 814-71-1 130.2 79.7 P P
m-Phenylenediamine 108-45-2 108.1 80.7 P

Sodium salicylate 54-21-7 160.1 83.7 P P
Distearyldimethylammonium chloride 107-64-2 586.5 96.3 P P
Lactic acid 50-21-5 90.1 102.7 P P
Sodium dodecyl sulfate* 151-21-3 288.4 15.0= P P
Diisopropanolamine* 110-97-4 133.2 23.0= P P
Monoethanolamine* 141-43-5 61.1 23.3= P P
Glycolic acid* 79-14-1 76.1 25.0= P P
Sodium hydrogenated tallow L-glutamate* 68187-34-8 - 26.7= P P
Chlorhexidine gluconate (20% solution)* 18472-51-0 897.8 283= P P
Butanol* 71-36-3 74.1 34.0= P N
Potassium laurate™® 10124-65-9 238.4 38.0= P P
Polyoxyethylene octylphenylether (10 E.O.)* 9002-93-1 324.4 413= P P
Di (2-ethylhexyl) sodium sulfosuccinate* 577-11-7 488.5 57.0= P P
Acetic acid* 64-19-7 60.1 68.0= P P
Cetyltrimethylammonium bromide* 57-09-0 364.5 76.7= P P
Benzalkonium chloride* 8001-54-5 283.9 78.0= P P
Stearyltrimethylammonium chloride* 112-03-8 348.1 91.3= P P
Cetylpyridinium chloride* 123-03-5 340.0 94.7= P P
Domiphen bromide* 538-71-6 414.5 96.3= P P




JEAER TR I LONBINFEZBRIC W TERIN T DHBR B IE 14 FECTh o7,

The 14 preclusive substances

Substance Class Molecular Weight Result

Benzyl alcohol Alcohols 108.1 True negative
Butanol Alcohols 74.1 False negative
Butoxyethanol Alcohols 118.2 False negative
Butyl Dipropasol Solvent Ethers 176.3 False negative
Cyclopentanol Alcohols 86.1 False negative
2,2-Dimethyl-3-pentanol Alcohols 116.2 False positive
Ethanol Alcohols 46.1 False negative
Ethyl-2-methyl acetoacetate Esters 144.2 False negative
Methoxyisopropyl acetate Esters 132.2 False negative
Methyl p-hydroxybenzoate Esters 152.2 False positive
2-Methyl-1-pentanol Alcohols 102.2 False negative
Phenethyl alcohol Alcohols 122.2 Ture positve

Phenoxyethanol Alcohols 138.2 False negative
Propasol Solvent P Ethers 118.2 False negative
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Appendix 10 {ARaM:E72-7- Hexylene glycol 122V NT

Hexylene glycol I% SIRC fifa gl Clafattz m Uiz, — 75, &L T 5 Butylene
glycol IFAVERBIOA B a2 THo7z, — AN DA BRI (REHET
=) 7] OFRIZIRAENENE (GHS; 1.2A F721% 2B) 23585503, Hexylene glycol
/% Butylene glycol (FEMEW'E) 7212 Helg U CER SRS 2 I8 2\ 2 L2 20 s M OO A 1) 703 5 2
D, FERAYIZ Ethanol E[RIUIHZRZEE) (AFaME) Z2n T LHEZ S -, T3 IZ Butylene glycol &

Hexylene glycol DIEfRMEDEVE RS,

The differences of butylene glycol and hexylene glycol

Butylene glycol Hexylene glycol
Predicted GHS evaluation NI 1,2A or 2B
SIRC cytotoxicity test result Negative Negative
Molecular weight 90.1 118.2
Solubility
Water Soluble Soluble
Alcohol Soluble Soluble
Ether Insoluble Soluble
Acetone Soluble -
Benzene Insoluble -
Carbon tetrachloride Insoluble -
Aliphatic hydrocarbons Insoluble Soluble
Aromatic hydrocarbons - Soluble
Fatty acids - Soluble

The data of solubility is taken from CIR final report (Journal of the American College of Toxicology,

4 (5),223-248, 1985) .
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Appendix 11 SIRC flfa 77 ER D% B3 18 # S QDR S0 W T 1AM E O BE SR

SIRC i el 5 MEFBR 12 &5 1C50 234 dk & TV 5ia 3L (Kitagaki et al., 2006) (23T,
ICCVAM Recommended Reference Substance List, ECETOC Technical Report No.48 (Z GHS (Z
KDIRAEIE S FEH DI N AR AT HE7R Draize RERT — X MBI QO DR E 12>
WTHREEL . AV ERREA U ERDOSHIG AR LTz, W YEIL SIRC il ia B MR B SR 23
1000 12 g/mL. AT 2 BG4 FEPEIE 5000 1 g/mL BA EZFEMEEL,1000~5000 1 g/mL O fHI%
Equivocal &3 AL 7=, # DfE 5. Acetone BTN 2-Propanol DMaAFEME I SIS W T b+ &
13 180 AR Coo7z, LT2i3> T 38 180 A D7 /b — /W IHNA 7 b b AR I A a2 R
FRIREMED RIB I LT,

The eye irritancy predicted by the SIRC cytotoxicity test

Substance CAS MW Class GHS Reference of in vivo J— (IS;gu 5D Evaluation
Styrene 100-42-5 104.2 Aromatics NI Nodg et feet 9 (068.8+1821.9 Equivocal
Ethyl acetate 141-78-6 88.1 Esters NI Noag Cfechmeal Revot | 4575 74+ 1784.5 Equivocal
2-Propanol 67-63-0 60.1 Alcohols 2A Nodg | mekeSt 6534 9+58] ] False negative
Silver I nitrate 7761-88-8 169.9 Inorganic salts 1 e 21402 True positive
1-Octanol 111-87-5 130.2 Alcohols 2A VAN i ccommended 328.1+243.9 True positive
Trichloroacetic acid 76-03-9 163.4 Acids 1 T e 1989.4+123.6 Equivocal
Imidasol 288-32-4 68.1 Heterocyclic 1 e 554.7+102.8 True positive

compounds
1-Hexanol 111-27-3 102.2 Alcohols 2A T e 643.4=*15 True positive
2-Butoxyethanol 111-76-2 118.2 Alcohols 1 Refrante subsommn it | 2549.8+1034.5 Equivocal
Sulfuric acid 7664-93-9 98.1 Acids 1 e 1454.6-785.5 Equivocal
Isobutanol 78-83-1 74.1 Alcohols 2A R 2461.1+1329 Equivocal
Pyridine 110-86-1 58.1 Heterocyclic 1 e 1762.5+951.8 Equivocal
compounds
Acetone 67-64-1 58.1 ketones 2A Retmente sibsimeee it | 7287.31866.3 False negative
Potassium hydroxide 1310-58-3 56.1 Inorganic salts 1 N 752+434 True positive

The data of the SIRC cytotoxicity test is the same as that of Kitagaki et al.(2006).




Appendix 12 References of the /n vivo data of the 41 substances

No Substance References
28 | 2-Bromo-2-Nitropropane-1,3-Diol JACT 3(3):139-155,1984. JEPT 4(4):47-61, 1980.
29 | Benzalkonium chloride JACT 8(4):589-625, 1989.
30 | Benzophenone-1 JACT 2(5):35-77, 1983.
31 | Benzophenone-2 JACT 2(5):79-84, 1983.
32 | Butoxyethanol JACT 15(6):462-526, 1996.
33 | Butylene glycol Hifu 26(5):1065-1074, 1984.
34 | Cetrimonium chloride 1JT 16(S3):195-220,1997.
35 | Cetyl alcohol JACT 7(3):359-413, 1988.
36 | Chlorhexidine digluconate (20% Solution) JACT 12(3):201-23, 1993.
37 | Chlorophene 1JT 23(S1):1-27 2004.
38 | Chloroxylenol JACT 4(5):147-69, 1985.
39 | Diethylhexyl adipate JACT 3(3):101-30, 1984.
40 | Diisopropyl adipate JACT 3(3):101-30, 1984.
41 | Dioctyl sodium sulfosuccinate 1IJT 17(S4):1-20, 1998.
42 | Ethylhexyl palmitate JACT 1(2):13-35, 1982.
43 | Hexylene glycol JACT 4(5):223-48, 1985.
44 | Isocetyl stearate JACT 4(5):107-46, 1985.
45 | Isopropyl Myristate JACT 1(4):55-80, 1982.
46 | Isopropyl Palmitate JACT 1(2):13-35, 1982.
47 | Lauramide DEA JACT 5(5):415-54, 1986.
48 | Methoxyisopropyl acetate 1JT 27(S2), 2008.
49 | Oleyl alcohol JACT 4(5):1-29, 1985.
50 | PEG-40 stearate JACT 2(7):17-60, 1983.
51 | Phenethyl alcohol JACT 9(2):165-83, 1990.
52 | Phenoxyethanol JACT 9(2):259-77, 1990.
53 | Phytantriol IJT 26(Suppl. 1):107-117, 2007.
54 | Propylene carbonate JACT 6(1):23-51, 1987.
55 | Resorcinol JACT 5(3):167-203, 1986.
56 | Safflower (Carthamus tinctorius) oil JACT 4(5):171-97, 1985.
57 | Sesame (Sesamum indicum) oil JACT 12(3):261-77, 1993.
58 | Sodium dehydroacetate JACT 4(3):123-159, 1985.
59 | Sodium naphthalenesulfonate 1JT 22(Suppl. 2:37-44,)2003.
60 | Sodium stearate JACT 1(2):143-77, 1982.
61 | Sorbitan oleate JACT 4(3):65-121, 1985.
62 | Sorbitan sesquioleate JACT 4(3):65-121, 1985.
63 | Squalane JACT 1(2):37-56, 1982.
64 | Stearalkonium chloride JACT 1(2):57-69, 1982.
65 | TEA-Lauryl sulfate (40% Solution) JACT 1(4):143-67, 1982.
66 | Triacetin 1JT 22(S2):1-10, 2003.
67 | Triethylene glycol 1JT 25(5):121-138,2006.
68 | Triisopropanolamine JACT 6(1):53-76, 1987.
[JT: International Journal of Toxicology, JACT: Journal of the American College of Toxicology

JEPT: Journal of Environmental Pathology & Toxicology




Appendix 13 SIRC ffaFMERBRICED 68 FEOLFWE DR - 7 aha—L
MR &A% VY —F ¥ —

2009 4F 11 H 30 H{ERK (CKRZEDB DI T Sz XS H72)

AR i BRI T A IR AR 2-12-1 (D& AR UV —F o2 —& R\ &
ARBR AL B PR

1.LHMY
AGBRIT, 68 O FWE % V. SIRC Al BRI O3 AR fi i s B A R £ L€ GHS
O WEFTHNIED)E (NI) &EZ I LIS CRIBEMEE) 2 KB CEDMEIN TR EE H LT
éo

2. BRIED B
SIRC iz 7Bk 1% Crystal violet 23AEFHAEOMAENIIZ AVIA AL TYETAHEEZFIHL
7= 07T D S %1 735, Crystal violet Yefa i IHITEAE DMIIZEH T, 551
DRE R LI Z TE L CNATe8 MR EEME O 5 BRIEE L THWOILTWD, FT-, #B(E
DS C, BEAROEEHRE DS HE THHZ LIIARREBRIED B MEEZ R THLOTH S,

3B}

3. 1A
FIPRIL 7 25 £ B SR ORR LA CT& % SIRC #MfiE (Statens Seruminstitut rabbit corneal:
ATCC No. CCL-60) & I\ "%, BARMIZIL, AT K A AR S 2EmE T
ATCC(American Type Culture Collection)xW AF-L | #RIREE R F CTHFERGF S 2b D% H
AV

3.2 84Kk (BEAT)
IREBITAA L =B — (=B A AT ¢ I (R MCO-17AIC)
JV)— T (A CCVI300E)
~Ara 7L —R N —Z— (R (F TR FRTR—X(#R)F Benchmark Plus™)
NARZEFESE (Nikon 8 ECLIPSE TS100)
F—h7L—7 (TOMY # BS-325 3L TN SS-320)
B A DB (KUBOTA # 5800)

3.3 8K R E)
BB I AF 7522 (B2 EE : Them?® £7713 175¢m?)
96 N~ AL —kh
YINTFF RN E SNy MBI O~ A7 mE Rk
F AR —R LA
10 (15mL, 50mL)
A7t~y F 7 (200 1 L, 1000 ¢ L, 5mL)
~Ara L —h =T T—

3408 (BRI L UNAER)
Minimum Essential Medium (MEM)
Fetal Bovine Serum (FBS)
Penicillin/Streptomycin/Amphotericin B (P/S/F) solution
(Antibiotic—Antimycotic x100)
L—-Glutamine
Sodium bicarbonate
Phosphate—Buffered Saline (=) (PBS(-))
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0.25w/v% Trypsin (1mmol/L EDTA-4Na)
Dimethyl sulfoxide (DMSO)

Ethanol (EtOH)

Crystal violet

Methanol

Sodium Dodecyl Sulfate (SDS)
Triethanolamine

7o, RIEDOA—T— myMNIFK 1 OEVET D,

3.5. 555 K
MEM ZAERUK (1L) I2iafRsE, A — ML —7 12 CHE T 5.
i HREIZ, FBS & 10%R 12, P/S/F & 1% 12, L-Glutamine % 200mM & 27251510
WAL . 512 7.5% Sodium bicarbonate /KVAHE % Hs 28 K D4 )3 AR A7 D F TINZ S,

3.6.Crystal violet 5%
Crystal violet Z A% /— WZEEMEL ., 0. 4% & TR 95,

3.7. 9B
R 2R TWE AR E L THWD,

3.7. 1. 4B E DR

PR B IS RIRIT 10000 1 g/mL O FEI TR 713858 — | RE S T B iR &
5o HESR)E IR AR F T X R S D BRI, 50— IR SO R LB A D BN
T&5, £7-. DMSO LU Ethanol ZIREEE L TR, B2 PSR iR £ 721385 — I
WDHIENTED, TWEZ FHWDER, g E i > DMSO XU Ethanol Ol EE L
10000 2 g/mL &%, Fef&H7 BRI E O sl BR I FE 1 5000 o g/mL, O FAERIR A
1% 5000 u g/mL &35, 7235, HBRYE T FH % IR E DR O LN E . 78 T 5IRE X
BB L QR Tmb D ET 5,

3.7. 2.9 BRWE R DA IR
BRI R DL FE PR PR TN 2 T 8 BERE (100ul./well) L. ARG 1 J=REEICxiLC2 7= /L
T B,

3.8.% '
3.8. 1. [h st FR T
Bkt B 1T SDS & A, SDS O FH B EE 1S 1000 1 g/ml. &%,

3.8.2. bl I
bt &L T, Triethanolamine % FV %, Triethanolamine ML X 10000 1 g/mL &
T5,

3.8.3.[& Mkt R
Fa Pkt R L C L EE3EE. 10000 1 g¢/mLDMSO B2 IR IR £7-1% 10000 1 g/ml.Ethanol E2%%
TR A D, ZIUS IR B 2 AR £ 1 TSR S B A BRI W IR s Lo TR ¢
Do

4. 5%

4.1 FRR O EE3E LIk
D10%4=Ie 1R 1% (FBS) ZH L7 MEM B5#8 ik A ., 37°C, 5% CO, THEET 5, Hifk
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& 1Z1% Antibiotic—Antimycotic (GIBCO BRL)% 1% D& 272 A I HERIKR T~z 721
D& HNWD, 728, ZOREOHIAEME O PR FEIX Penicillin 100U/mL, Sreptmycin 100 u
g/mL.Amphotericin B 250ng/mL Toh 5,

@SIRC MIFEOMAN T E T EE R 7 T A BEFERIRA TV FRE, 512 Trypsin inhibiter £72%
3% % S B BR< 7= . PBS(H)10mL CHIfE K E % 2 [RIYEFT 5,

@PBS()ZEFREL#., 0.25%Trypsin % (1.5-2mL)Z M £ ORI TEIEDLIHIMZD
(2-10 FPREEE) o

@0.25%Trypsin Rz R L7214, Mz FIEESE 572012 37T°CH T 2~3 /A F=2X—h
L. 77 AaOMINEBEE HEN DRSSy 7 L HBES Y5, FIEkE% ., # &0 MEM (10%FBS)
)1 d et N ns PN SN e/ A N ) B R ] o e  a s3 a F R2 g  A YARN
BREFEMUC THIBARZ 2 HAIL | B5381812 T 6~8x10°cells/mL IZFHHL-4%, 1mL DO#MM (6
~8x10° cells) & 15~30mL @ MEM (10%FBS) {212 A% (35,

4.2 FA R iR D R

DSIRC M DB 7 T AanbE R A T RX . 512 Trypsin inhibitor 2725 MG % T84y
R 728, PBS(-)10mL CTHlIEZK A 2 [ 95,

@PBS(-)&BRELT=#. 0.25%Trypsin #% (1.5-2mL)%& #lMaZE f O 2RICATE IS O M 25
(2-10 FPREEE) o

(30.25%Trypsin & FRE LIt Mz RBES S 572012 37TCH T 2~3 /A F=aX—h
1%,

@7 7 A DO DI & T LRS- 5,

O HIBER , W EOEERIREZIMZ 1%, + 07 X7 4 712 10 Bl b S8 )52 /i
R Z RS 5,

@ ERFH AR THIIE A FHIL . 5588112 T 2x10°cells/mL (IZFHEE T2,

4.3. 458 D H

OPBS(), Fatxt B E . W ONZHBR A E | Bkt IR st B E O A BRGR 1
(100pL/well) 24 1 (27792912 96 )R~ A 77— NI/ERIT S, (BHR)

@2x10°cells/mL O LFK A 0.1mL, X 2 (2R 9 =/ VISR 5,

QW BRI E PMEFRVELUE B OT 2V~ BE 52 D REMEZE L, VoV a B ~Arar
V=0T =T %95, ks BRI E MOy 2 VTR B R 5 2 -5 E I
%, AR CHRBR TN TED,

@OWILTZ 96 /X~ A 277 L— NI A B R IR I T — 0G5 SE LTI, £DEFE
IV = _UFNTEAE (SRIE, 20 0D L, Z20%, CO A FaX—ZHIET,

®OF 72 K. 37°C.5% CO, 5 F T &5,

4.4.Crystal violet Juf%,

OE R WIMIAE T 1%, 96 XK~ A7u7 L — e R B 2 3 TR R i 15T 0,

@PBS (=) & 200pL FIMUAELH L2 . KESSHE PBSO)ZETD, 2 2Rl ik,

396 K~ A7 L —hrDE T /LT Crystal violet methanol &K% 100ul 237EL . 30 43
Qa4 2%,

@OYEWIRIHE T 12, 96 R~ A7n 7L — e FED T ERSE Crystal violet T8iRAHET, U
D) SAKGET Dy /3= 2 AL BT L —MERE K ER OGRS,

OUWI SANRRL LT, ~ A7 —R ) —& —Z W TE DT = /L OO EE (588nm) 2
ET D,

4.5.1C50 DHH

PR E 25 FIR BRI = L O AR Z 100%E L2 B IS BT 2480 = /L Ol
el AEAF R AR EE SR 5, MIRRAAFR 50%% <3 #BR B IR (1C50) DRI H T
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ST, FMIRAELER 50%2 138t 2 BELZOREZRBITDMIBAEFERNLA LoglCh0=
[(50-y1logx2-(50-y2logx1]/(y2-y1) ZHAWTHE TS, X3 1%. WBRWEIEE x1 (K
REMD . x2(EREAICBIIAZZENZENOMATTRE y1, yv2 TrRY, Log 1% Hxt
BThHd, )

R E O EIEE THD 5000 1 g/mL THIFAETERD 50%LL FICRBRWVEAIE
[C50>5000 1 g/ml &9%, F7o, MR U7 AARIREE T2 39.1 wg/mL THRIAL AN 50%
RO AL, 1C50<39.1 1 g/mL &£9°%,

72 FKFHHEY 7R (Exce) IZBWTC, Mifla A FRA2 R H T2 BBELIE /NI T 2H1 B %
MEH AT D,

4.6. 74l
LRkt BB &L C Triethanolamine % FV N, #X5RM)E OIRFEMEE T RIL | FEAG 325, #25k
W)’ 1C50 73 Triethanolamine @ IC50 LA _E%F&M: | Triethanolamine @ 1C50 A & Boi it &
HET D, RIL 2 FIZARD KL TITWD, EDORE RIS EFHI T2, 2 [BIO R F A3 572
STEEAITIEFEERC 3 I HZSEHL ., 2 B0 R Ul a2 A L, 2 OfE I ITE D ZFEn
LN

7B AL
RO E A LI T O 5 HE TI79, & TOHE CHEAER -9 22 BRI O F &7
60

ORMEX RDFDI DRI E OREHEIE, KT =/ VICEEREL7Z 1x10*E ORI 72 IFfH
DT A I IEH 22BN E R L CWOBENERL TS, L723->T.96 R~A7
17U — DA ITER E LT FaE st RO S FE DS 0.4 % ERIHZ LA BR DA # S 1E
15,

QG RR(SDS)?D 1C50 E23GR E LI 8P CU £HZ &2 BRI LD R L35, Z D[
VL ARG TIEH 72 SDS DY) 1C50+3SD (99%(F #H X ) ThD 77.7~258.7
wg/mlL ZatEEEHEET D,

O RN RS B2 HARD AT-012.96 v A7 L — DA et i 3%

W OWSLEE N R ChHDHZ L2 MR T D, /oA DRt B LR 75>£{M)$i’3
W EHE D 15%LANCEE = 15U EAHZ LA RO AL T2,

@ L8 %) FR(Triethanolamine)?® IC50 fE 2GR € L7-#uHICIN FAZ LA BR AT D Stk 45,
ZOFPAIX, 1000 1 g/mL LL_E 5000 1 g/mL K& 935,

OFEhE A7 2 [ OREBE R FERE THDHI LA MERT DO 2R ORE 2 E R T 5
ZEMMBETH D, LT3 T, 2 BRER R TR %] FR (SDS)O) IC50 fE A +2 fFLAPNITIY
FOLILEAIEILUELT D,

BN

K.Saotome, H.Morita and M.Umeda, Toxicol. in Vitro, 3, 317 (1989).

H.Itagaki, S.Hagino, S.Kato, T.Kobayashi and M.Umeda, Toxicol. in Vitro, 5, 139 (1991).
Y.Ohno, T.Kaneko, T.Kobayashi et al., /n Vitro Toxicol, 7, 89 (1994).

Y.Ohno, T.Kaneko, T.Kobayashi et al., AATEX, 3, 123 (1995).

H.Itagaki, M.Shibata, N.Tani et al., AATEX, 3,182 (1995).

MO EZ H D TEBE &L JFCRF O BR il 3 2 3E il 9~ 2 12 & 72 > T o Fa #f ) AATEX,5,Suppl.,
Guideline Draft1-3 (1998).

Y.Ohno, T.Kaneko, H.Itagaki et al., Toxicol. in Vitro, 13,73 (1999).

N.Tani, H.Itagaki, Y.Ohno et al., Toxicol. in Vitro, 13,175 (1999).
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# 1 REDOA—F—, ay

Reagent or Medium Manufacturer Code or CAS Lot
MEM (Minimum Essential Medium) Nissui Codett: 05900 603901
Fetal Bovine Serum JRH Bioscience Cati#: 12603C-500ML 6M0030
Penicillin-Streptomycin-Glutamine(x100) GIBCO/BRL REF#: 15240-062 546123
L-Glutamine (200mM) GIBCO/BRL REF#: 25030-081 624236
Sodium bicarbonate Wako CAS#: 191-01305 1892
Phosphate-Buffered Saline (PBS(-)) Nissui Codett: 05913 167903
0.25w/v% Trypsin (Immol/L EDTA4Na) Wako Cat#: 209-16941 WTB9071
Dimethyl sulfoxide (DMSO) Kanto CAS # 67-68-5 10701458
Ethanol (EtOH) Wako CAS # 64-17-5 KWK2614
Crystal violet Wako CASH# 548-62-9 WKF0614
Methanol Wako CAS # 67-56-1 ALF0566
Sodium Dodecyl Sulfate Wako CAS # 151-21-3 TCG8194
Triethanolamine Kanto CASH# 102-71-6 810W1077

Nissui: NISSUI PHARMACEUTICAL CO., LTD
Wako: Wako Pure Chemical Industries, Ltd.

Kanto: KANTO CHEMICAL, CO., INC.

-55-




®2 HBRWE

No. CAS Substance Alias Manufacturer Lot
1 609-14-3 Ethyl-2-methyl acetoacetate Sigma-Aldrich 00619PC
2 6484-52-2 | Ammonium nitrate Sigma-Aldrich 09223A]
3 29911-27-1 | Butyl Dipropasol Solvent Di(propylene glycol) propyl ether | Sigma-Aldrich 06127HJ
4 542-76-7 3-Chloropropionitrile Sigma-Aldrich 17504LA
5 96-41-3 Cyclopentanol Sigma-Aldrich S23317-088
6 1119-62-6 | 3,3-Dithiodipropionic acid Sigma-Aldrich 04619LB
7 101-86-0 Hexyl cinnamic aldehyde Sigma-Aldrich 13102MO
8 137-16-6 N-Lauroylsarcosine sodium salt Sigma-Aldrich 058K 0069
9 12427-38-2 | Maneb Fluka SZE9030X
10 105-30-6 2-Methyl-1-pentanol Sigma-Aldrich 02929]J
11 1569-01-3 | Propasol Solvent P Propylene glycol propyl ether Sigma-Aldrich 03616HJ
12 2004-03-7 | 6-Methyl purine Sigma-Aldrich 049K 1156
13| 96568-04-6 ﬁﬁ;gﬁ’ggg;ﬂfgm'beta'°X°'3' 5f£§@chloro-s-ﬂuoro-beta-oxo-3- Sigma-Aldrich 09620MU
pyridinepropanoate
14 9002-93-1 | Triton X-100 Sigma-Aldrich 118K0160
15 29590-42-9 | iso-Octyl acrylate Isooctyl acrylate Sigma-Aldrich 10428CH
16 | 5392-289 | tetra-Aminopyrimidine sulfate 51’;1‘%: QS'Tetmmm"pyﬁmdme Sigma-Aldrich 15022HH
17 446-35-5 2,4-Difluoronitrobenzene Sigma-Aldrich MKAA4323
18 598-65-2 | n,n-Dimethylguanidine sulfate sle{nl — Dimethylguanidine sulfate | ;0. Ajgrich $42370-327
19 1462-55-1 | 2-(n-Dodecylthio)ethanol Dodecyl 2-hydroxyethyl sulfide Sigma-Aldrich g jf 7{?091’;; &5
20 75-26-3 iso-Propyl bromide 2-Bromopropane Sigma-Aldrich 08331AE
21 108-83-8 Di-iso-butyl ketone 2,6-Dimethyl-4-heptane Sigma-Aldrich S26421-416
22 25103-09-7 | iso-Octylthioglycolate Isooctyl mercaptoacetate Sigma-Aldrich g jf 7{3091’;;:; &5
23 625-69-4 2,4-Pentanediol Sigma-Aldrich 02714CJ
24 3970-62-5 | 2,2-Dimethyl-3-pentanol Sigma-Aldrich 06520KA
25 14075-53-7 | Potassium tetrafluoroborate Sigma-Aldrich 08216PE
26 623-39-2 3-Methoxy-1,2-propanediol Sigma-Aldrich 10402CU
27 108-88-3 Toluene Sigma-Aldrich KWG6293
28 52-51-7 2-Bromo-2-Nitropropane-1,3-Diol fluoro chem F3542A
29 8001-54-5 | Benzalkonium chloride TCI GCo1
30 131-56-6 Benzophenone-1 Wako ALMO0931
31 131-55-5 Benzophenone-2 Wako TSF1031
32 111-76-2 Butoxyethanol 2-Butoxyethanol Wako ALP5483
33 107-88-0 Butylene glycol 1, 3-Butanediol Wako TSQ5034
34 112-02-7 Cetrimonium chloride Wako WKF1369
35 36653-82-4 | Cetyl alcohol Wako WKIL2169
36 18472-51-0 | Chlorhexidine digluconate 20% solution Wako TSQ4561
37 120-32-1 Chlorophene Wako TCK0988
38 88-04-0 Chloroxylenol Wako TSN6941
39 103-23-1 Diethylhexyl adipate Octyl adipate Wako PEN5136
40 6938-94-9 | Diisopropyl adipate Wako WKJ4099
41 577-11-7 Dioctyl sodium sulfosuccinate Alfa aesar K30S031
42 29806-73-3 | Ethylhexyl palmitate Octyl palmitate Wako TSM0246
43 107-41-5 Hexylene glycol 2-Methyl-2,4-pentanediol Wako PEN6553
44 25339-09-7 | Isocetyl stearate Isohexadecyl stearate Wako TCK0946
45 110-27-0 Isopropyl Myristate TCI AGNO1
46 142-91-6 Isopropyl Palmitate Wako SDK5401
47 120-40-1 Lauramide DEA Wako ALMO0258
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48 108-65-6 Methoxyisopropyl acetate 2-Methoxy-1-methylethyl acetate | Wako PEQ4882
49 143-28-2 Oleyl alcohol Wako LTK3360
50 9004-99-3 | PEG-40 stearate Wako TSG0625
51 60-12-8 Phenethyl alcohol 2-Phenylethanol Wako PEP5880
52 122-99-6 Phenoxyethanol Wako WKE1655
53 74563-64-7 | Phytantriol Wako TCP0387
54 108-32-7 Propylene carbonate 4-Methyl-1,3-dioxolan-2-one Wako TSF0417
55 108-46-3 Resorcinol Wako WKF1256
56 8001-23-8 [ Safflower (Carthamus tinctorius) oil Wako 5765J
57 8008-74-0 [ Sesame (Sesamum indicum) oil Wako 4363]
58 4418-26-2 | Sodium dehydroacetate Wako ALP5014
59 532-02-5 Sodium naphthalenesulfonate Wako LTF0381
60 822-16-2 Sodium stearate Wako ALN6945
61 1338-43-8 | Sorbitan oleate Sorbitan monooleate MP Biomedicals 7272H
62 8007-43-0 | Sorbitan sesquioleate Wako DPRI1512
63 111-01-3 Squalane Wako PEJ4649
64 122-19-0 Stearalkonium chloride Wako ALN0903
65 139-96-8 TEA-Lauryl sulfate 40% solution Wako TSG0252
66 102-76-1 Triacetin Glycerol triacetate Wako ALR3379
67 112-27-6 Triethylene glycol 3,6-Dioxa-1,8-octanediol Wako WKG5787
68 122-20-3 Triisopropanolamine Wako PEN1131

Sigma—Aldrich: Sigma—Aldrich Corp.

TCI: Tokyo Chemical Industry Co., Ltd.

Wako: Wako Pure Chemical Industries, Ltd.
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