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V. Al

4.1. Al XEXn)

THP-1 AlZ+= 10% F-Eio} 3 (FBS), 0.05 mM 2-mercaptoethanol, 100 units/mL 3]
YA, 100 pg/mL ~EZEnto]Aloe] H7te RPMI-1640 A Zuj ) ol A 37°C, 5%
COE Fdte 7tz et Axe sis = Ho 27HLE7tA] Aldia) ol
7VsslH, Al 4 (passage number)= 30 23T 4 gty THP-1 MEXs IFHo=Z
0.1~0.2x10° cells/mLe] YE 2 2-34nict Ahat™, 0.1~1.0x10° cells/mL BEE
gth A1E Ao THP-1AZE 0.1x10° cells/mL & 0.2x10° cells/mLY] Wx =z z+zt
72X B 48417 FF v Sep2I oA AuiF ok Al Fd e wi g S
AN F83 AEE 2x10° cells/mLe) =2 A2 A Fujgul o] A & Erato]
well 3H ulg S o]ENY] 500 yL (1x10° cells/well)e] A E &AE EF3HAL 96
well Z#o|Eo] 80 uL (1.6x10° cells/well)e] A E &AS EFF ),

42 A ERVESAAH

Alg Ao, THP-1 AMXe] tgt w34 A2 AEE =9
o

&
=
2,4-dinitrochlorobenzene(DNCB) % &4FJA(NiSOs) ¥ A, B 4H(Lactic acid)
oj-gsto] FqFT WA 1S FTHI HET AP o] &E F Uk

43. A9 Ed 2 YQ2ER A

AFEZLS A HA &uj/F3A=Z A2 AT X

AlgEdo] o] F Jul/EZA o] A EGAY FAFHoE EEA FE A F

L /F-PAZ dimethylsulfoxide(DMSO)E A8 sttt 3EF YU W (stock solution)> A 2]
AAF e MEujgulR|e] -9+ 100 mg/mL, DMSO2] 7%+ 500 mg/mLE <£H| g
=3 % A
=
[e)

ok
=3

A

L rf
=

42 A B/ FIAE o83t 28] AL At 879 ﬁ?—%@ﬂ(sﬂﬂ
T)s ZAEkL, ol AEujdui Al FMFHAAALT T AlZuFuiA
Hj, DMSO : 250). A2t Al xujefujzle] 45, ZHolES FHu }4%%501
1000 pug/mLolA F=4YU A5, AZSZATES A8t Adse
o, HFTHO=Z 5000 ug/mLS ZHs|A= ¢ Hrh. DMSO2] 7
olEJM Y HFFE+ 1000 ug/mLE ZFsHME ¢ Hh

44. NEER2 4 txEF 3§

A Zuj el A = 3] H AP 8 H(working solution) 24 well F+= 96 well & ]

Eo| FHIE AL dg943 11(v/v)E EFgTh A E FHolEE 37°C, 5% CO¥7
]_

oA 24+0.5A413F FQt Ml FET 244054 F =T F, AlExe AE FEE &4

e 10

D =delER #7149 49 H3 vie SolEE ovlsiy 1 ool Ft uie FEolE ¥
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45 LFHAZAFEPI A, NZAEE 23

)
T2 24+05A7F A3 AEE Pl Ao T AAF AE ELS

ANEELSE 8 &%

ALbeth @A AZE AH & G4 4F A 400 L) 2 AdEstar, PI §H4(20

uLyE FZFTHA, A Pl #5+ 0625 ug/mL °|th). PI 942 FAXEEH7]9 3

5 Al'd(acquisition channel) FL-3S &8sl E4EY. 75%9 THP-1 MXE AEES
=45l g

BAY Hn ¥EE 43a0

o =

UEE 559 CV75 ZH25% 2] Aﬂz A)e

Al‘é%él% ik ﬁwqxﬂlféoﬂﬁ FAeh 1.2xCV75°] 1008 (4 @t Al 2l Fui =]
o] B-%) Ex= 50081(DMSO®] A-9)ell 483t == 43T CVI5E AT +
$= 73%(%*3 °of #FHA & 73%), A Al OhﬂHXH 8- 5000 pg/mlL,

Hj R 9] ) EE 500x1.2xCV75~500x0.335xCV75(DMSO2] 399 85 =Z
. CD86/CD54 T3-S S43t7] A= 24 well EHO|ETE o] &3jjof st}

He HAag 7 WY S9FQ MEAFES Fs)of gt xRS DNCB(YRH
o2 HFEFEE 40 ug/mL)E AR

Hl A4 E]éig 3} ﬁ—’:‘—%"—‘,‘[lOOXl 2xCV75~ 100xo335xcv75(*£aé}° FU ME
Z

AFELS 8 T2 24+0527F AEg AEE CD86/CD549 M %W ZAAZ
AT FARHS AZE AH F H5o|F Wﬂﬁ%‘ A-gHo g AHegstal 4°C
o A 158 FoF w3tk o] F, M E= 180 uLel 37 AR EFHAo 7 YFo] 96
well & HIH FEo]EY rlojag RH=E EF3I0 A4H4EY ¥ AE= 50 uLé
FITC-labelled anti-CD86, anti-CD54 X+ wl-$-2~ IgGl (isotype) FAZ 4°C oA 30&
T dAsith A dFAoZ AHS T A FA S5 (400 pL)oll THA] FFA]
7131, PI&9Y e & AEx=4d ZAAY & A7 st CD86/CD549 HdS &

AE EA712 SHSH (" 1 Fa).
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Cv75Zt MEHE Eo -
=Y 8% 5% et L CD86/CD54 3l %%
FsERCI 000000
g S s B2 2g 42 QOO0
. A= e
SOOE0

24 well - 1.0 x 106 cells/well
or 96 well - 1.6 x 10° cells/well

24 well - 1.0 x 106 cells/well

g
*
1
L

Cell viability (%)
g

AlHZ2E (8 5K} |:> " |::> AIEHEE (8 5K)
M8 = 24N b E : IR HE 5 247 =E
b d
l 1 10 100 1000 l
, Test dose (ug/mL)
LoaCVTS = (76—¢) X Log(b) — (76 —a) X Log(d) CD86/CD54 24
RS a—c J/
a: 75% oA} N A1E 20| 4g SHEBMIIE 0|25
c: 75% oA} A= A= 2o ozt CD86/CD54 Bt =X
b, d: Z}Z10] AR £ E aol oS UehiEs 5%

)

a9 1. h-CLAT AlE"

V. dB883

A 2 Bl /R A 2T MEAAEEC] 90% o]dolojok sta Gulj/FEF A =z
oA CD86 B CD542] Z4tha &3¢ 7%= (RFI) 3 %A 715(CD86 RFI > 150% %
CD54 RFI > 200%)< Z3stA| ool sttt wiH wijzx] 2 &/ RYPA iz EF
53 (isotype) ETol WI CD8 2 CD542] Z+ 73T B 7 E(mean
fluorescence intensity, MFI) B]&-2 105%E X3 afoF sttt FAtEa< DNCBoI A

£ CD86 2 CD549] RFI ko] %A 715(CD86 RFI > 150% % CD54 RFI > 200%)<

FE85 AZAEL] 50% ool olof Fl.
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B3 1. Y EOECD TG 442E)

A HAEAZA : AA AEXF A3 A F(h-CLAT)

In Vitro Skin Sensitisation: human Cell Line Activation Test

I A&

1. UN9| ststz el 25 9 ®A0 #3 FAZ23A2H(UN GHS)e| Folo maw w57k
AL AR AEste] guzr] v dodle %@% %t‘&u}“% ® 7he]=2el2 UN GHS 7]
Fol we ARpLEAT vgLEde PEsder AREEE A9 AFWERIT AEF 24

3= o] &3 IR 72 A|FH, human Cell Line Activation Test, h—CLAT)—% A '55}\:}( ),

2. A57ztel Belshe Fa ABSHY @4se] YA Utk MR BAD HoA/ AR

&7 7IHE g 7E AHEL FALHHZ(Adverse Outcome Pathway, AOP)9] &2 o

2 gosld dug & o S4RIAFRE BA FF 7] dAN T dAE AF

FAET, F BAEAH JRIS dodle RPog olFolH oyd AY, BA FF 27

AR WA 4 GA)e o5 @ Ee] g ST A Mg S FRAT = A

olty. FAALFLRAN F WA A4 DAle AEAEAA dojup GSuE Fatst/ AL
o J

189 4-o]FEA 7 2 (Antioxidant/electrophile Response Element (ARE)-dependent pathways)
o} po] 593 A AsAeAze pdY Sd4 BAe] Walz erdoh A wA 94 v
Ale FAFA EZ(Dendritic Cells, DC)9] &Adolw Iytdoz 54 Mx 3W EAA, ART}
, AelE7RQlY] T o g Hugg ] WA A4 dA= T-Axe S40H vhe-LE ol

Y3z AP (Local Lymph Node Assay, LLNA)S o] &3lo] b do g Hr1itd,

3MRRAAS Wrke duHon APFEL oGV AUALE ol&F AT P49
Magnusson ¥ Kligman®] Guinea Pig Maximization Test (GPMT)$} Buehler Test (TG 406)”
= HRge] RERAL FURAS TF BTG HAFE o8 AW TP A
FH(LLNA, TG 42992 LLNA®] HIMARA w3yl

BrdU-ELISA (TG 442B)%¢ 2% f=w7 9] wh-guhs
R I L R A B L R R

JE 3}
7] W) MR APPo gk,

A<
o= T MM

HT= 7124011 ZA3% in chemico (OECD TG 442C, W37+ SR AZ e 3 HA &
SIS & Feol= w34 AP, Direct Peptide Reactivity Assay (DPRA))”<} A <]
A1@‘?:1(OE<:D TG 442D, 9F-2 S ARAZ RS F+ WA d4 dAE HF= ARE-Nrf2
Luciferase *l%"ﬂd)@’ﬂ stetEde] HRA A8 Hrtel tig 7 E < m”o} A& =] A
| SAREAAE VWS AdHoZ FHAY
fﬂ% 2Hd3] diAsH] {8 HlEE 1‘34H4—“—
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5. h-CLAT Al @R2 9332 SAARAZ =AM Al iA 4] SAE Hrtshes Aoz, izt
Ao =39 F QXF G WEy A EFQ THP-1004 ‘%514:[19} FA A E (CD86JJr
CD54)9] @43t #}487 #dE AE FH FAAKCell surface marker)d] H&S s}
54" CD86% CD54 Al ¥ A Bd 52 viaady vizaads 7Es

#s) o]8-=t

6. h-CLAT A 3H2 et 34 79 3N S22 gRpaEda vzt
sy A% HEA A AE 2
AFGO, e gre 2Fste] h-CLAT HolHE AH4a Alds Fa
(12)13)(14)(15)(16)(17)(18)(19)

O

7. B 7tol=eelel A AL gole] Felt ¥2 10] F1&Ho] rk

0. 27 1A AT

) 33](5—]’%@94 v —r%” Loﬂ ek Frbel AHAsina Y. a8y FAGAE &
A3t IR SALEAR T s 4 @Al BHsty] Wil FAGAE &3t
FAAE Q5= AN e FEBeRZE oW FeEdo] FRFAso] glvta A8
= WE7l olHo webA h-CLAT AldRlelA 2ol dvlojEe T8 BHaA HRE, A& &
o] IR HARAFZ] T2 4] FAES tdFe A9 AIHH FA SEEATY
FB/d 84 (Read-across)& E AT BIAFHO2RY fd HJEs3 et TFF4H7I¢t
T FHEA Ao Wl g Ao gt
9. ¥ 7Zlol=giQlelX AHE AFHe FEFAHIEE wWFeA AFAAAUN  GHS
Category 1) HIZFEAE S F-8stk=H AHEE 4 Aok 1A% 1BY] E/7IES +9%t=

&g e

B, & ZelEERlvte e YRAAEES UN GHSOAM 71483 o F 7HA de7]ee=

AlEd —}F %izﬂﬂ, HAA BHE AT dSe= AR 5 gtk 2y A A whE
& HS Category 12 7% + Uth

C
z
Q

10. h-CLAT A8 AXE 9E 713 FAE E4(flow cytometry analysis)oll @] FH 3
APAAA AP = ok & AR 45T + e AP Wl A 2434 139 A
B4 BF O 80% FEReIG. AZAF®e nud g A7® dzxs FRAEW
HNA7HH}HL&QEHH%A@ﬁ%?ﬂ%%&Hchmsemww1w+m%&@%iﬁ%
st A= 85%°1H(N=142), 93%< 7%= (94/101)9F 66%2] Eo|=(27/41)5 YEFHTH(C]
A2k EURL ECVAME] A&l 7|tele] e 7|E dHolH+ adshy we 12014 7«
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Aol g3 5 o 21 #FZF). Log Kowrl 355 & Alg

ste Asko] PP, agem= Log Kow7} 35HTH & A|@=He

& gttt 22y Log Kow7} 358 T & A=A Y& 847
et AHEE & Aok tSo] ASE MEF AT

A "ol 53] Atst&o] vd Z=Z el (pro-hapten, P450 E48 F

7 22 3l (pre-hapten, AFstell 93] &A33tee E4)° B9¢E h-CLAT A

2 AR F Yo F3 NP EEL h-CLAT A1dHoz F7kg & Ao,
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O o 2 gl mx e oo &ouomy

oo 2 X ko oo

(K

B3t SFREAMQ o] &X] 2 Aol o] E(fluorescein isothiocyanate, FITC)u
olo]  t}o] = (propidium iodide, P)AH 245 WEdte 43 3 AFELS FAXE 24
3 AAE WEsty] wiol FITC 94 Ay PIE AHE-3te] B3] Brtistr] oo
2 E o AANE sdx g0s 98 EZ=Z(Proficiency substances) 433l

w

=]
5
Bas GAG ALEA BAAT} FITC BA FA(92 31 22) PI(det 25 22)9b F4}

1) 2013 64, &3 ejollA Al
7%k 3 B dBEHA ALY ot
2) o] o] 2014\ 4¥e] ¥ OECD2 AFAH Z2axl 7123 2dut oo Aok, o= At
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P ADE AT 5 ATY FRAL PG AESH BAAE 247 A8 5 ATk A
AFT uhsh o], SHATE A HH AW A} FHSAB Aol M A
@wel AR} Anstel Aol Bk J1ek 54 WFY APRAe] h-CLAT A EHS 7
82 4 Gt AL 9FE FA7 A2 A4S 2 54 WRAE B AUHS AN
= o 9

13, 9104 A Bk o], hCLAT APUE ARFRAGS NFALE PESE N3
G otk ey B oABWe IATASH 2o B3E 42 $H0R A8 3% 445 Bt

SFeHE f830P00, S 2rsa
i BEsE A2 seets] e o Be
TH,

bS]
-CLAT 237} o|gA A7 734sS
T7HE3], A "HolE el nigs F

m. Aad=

14. h-CLAT AlEH& AFE A0 2423 S =23 § A @37 98 x5 THP-1
MEAA AE FH FAZHCD86F CD54)e] LA FFS ATFsets AL EAWolth ol
g FH A= 9T THP-1 &7d3ke] AR FAA N T AE 27keo] F83 A
§ e FARAE F4S 2T £ ok BUREAAY 2 Jre B3 FA o] AX
2 A% F FAX B4S B3 ST 29 BXA DY FFxHe] A EAS f
FetA] e AsmodA TAs=AE Hrketr] s AEESPARAE st S &
/HRA T vaste] FHEAAS] G ¥ Adre AFAAELAR HAAEES
TS A7 dSEA(HH 33 Fx)dAM AEH o] 8HT

15, & 7jol=eielel ] A9a A9 Qo
&

10709 dx E4& o] &3ty 7

V. Al

16. & 7Fo]=@kRl2 EURL ECVAMe] F#3 HFATA AHed ZE2EFS Yehls
h-CLAT (DataBase service on Alternative Methods to animal experimentation, DB-ALM) 3t
ZEZ no. 15870 wlgE Fa gtk o] Z2EZS AP h-CLAT A@Ho] 285«
A5 AHgeteE dREH. o2 h-CLAT e Fa 743 dxfe digh dxolt
h-CLAT "2 &34 93} CD86/CD542] L& F4olghs F |@AR o Fojzint



7b AE FH

17. h-CLAT Ald¥& F33t7] Aside 1z @85 sjdw A2 THP-15 o] 8-sfoF gt
A 5 (TIB-202™) ATCC(American Type Culture Collection)$} o] 83 AZH A3

2 53 Ruses AgE

18. THP-1 A2+ 10%2] & ®o} 3 (FBS), 0.05 mM$] 2-mercaptoethanol, 100 units/mL<]
iﬂb]/“‘?] 100 ug/mLe] ~EZEujo]ilo] H7tel RPMI-1640 A Zulj Ful XA 37C, 5% CO &
= ZhEgEACdA wikE . Azl fuf Aol AUAdb T 2EREvto] S AFREA] B
Ty olH g B¢ vl Al ZujFui Aol FAAE AFEEA] = o] Ao opF
| F=tes Ae ARSEAPE 75 26 VedE sdE: H30S A% =25 AP
ot ofH Afedx, o9 APS Haster] Hal AEujFEiAe] &

BAOl 4 ME w7 F(good cell culture practice)S wlol sty THP-1 MEe
202 01~02¢10° cells/mLe] WEE 23vitt Av)ach 0.1~1.0x10°
cells/mLe] WEZ fAFojof st} A|@sl7] o, o] AEZE|
o AEstafol stk THP-1 Al X ik vk Sl

2 4-dinitrochlorobenzene(DNCB)(CASN. 97-00-7, =99%<%),
>99% =) SAWET, ZAHLA)(CASN. 50-21-5, >85%
9} NiSO4+= CD863} CD54 A|:Z 3 EAA EFo 5}
LAE CD86%} CD54 A %W JEAX
RIS g AET FA40 o] 82 F Uth AlE
3tk Al 4%(passage number)w 305 =% 4 gith

Aato] weh 58w ojof Feh.
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19. AES 93] THP- 1A ZE 0.1x10° cells/mL & 0.2x10° cells/mLe] YE=Z wjekafol &}
, A4ZE 7223 s 4841 B vk EEtAACAM AujF FT(SlA led F 7HA
At 210 F & 7HA BHES o] &ste). 7 Aty Mujg A5 w g S ¢k Mx
D=7t HAojgk A5t FAEte Aol Fastth Ml AF wid Fepaa <k Al Ex
7} Qe 2] 2 Qo) o8 FE¥ CD86/CD54 e ATFe = 4 7] wFo|g®, A

¥ A £33 AZE 2x10° cells/mLY EEZ A Z-E A E )] k) 2o
A@e h 29 oS, 24 well SHo]E 500 yL (1x10° cells/we11)91 Az §HS #F53)
Z Y o]Eo 80 uL (1.6x10° cells/well)o] A E &H-S HF3
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o AEEAS dE2Ed 24

-CLAT Al@HolA AFELLS H
£ 500 mg/mL (DMSO¥ 7-$)7}
§ g/ FHAZ A AF Al
FAle =2 @AY tFHow &
@Eﬂzv} el A g 3 o

Al ZAE AlFdlop gt

o\

i = booff

21 AFEED} dzede AF Lo A3

100 mg/mL (X224

A FAAACE s=l(PE 12 Fx), A

AE AgstAY, wter AlgEdo] of 5 v/

& A% 7 WA &/ FFAE (DMSO, 9%

i/ FBAE A B s Ao
o

/5BAN N AREA kAol e H o]

‘l‘lf‘im:r
5

ok
rx Ko

@

l‘lm Sl'-.—l
op T N o Ju

ofN 1o

£ ow
e to

o K

o

==
o
-

22. A

=

FE0] tg 100 mg/mL(A A5 HME P =) EE 500 mg/mLDMSO)e] I

(stock solution)oll A Al&tetm, -3 2o 3| AX}S whefof gt

- A ‘ﬂEHHOkHHXV]' B/ FEA A5 WD S/ FHAE o]&st 2u) A&

3 Mste] 8709 FEFAY (87HA] FE)S ZAGH. I Ty, o] EFHAES Al E 8 el A]

(A8, working solution)ol] 50u] &]4] HolEe] Hi HFFE<R] 1000 pg/mLo]
FE5A4Y B, AZEE AEZSAATES 4 TE AAARsNoF stk Ay AT
U A Zzujekuf Ao &lEAY dAFHSZ FAHE AFEZY ZHOIEAdAY HF FE
T 5000 ug/mLS ZHs|A = <t €t

- DMSO7} S/ B ARJN A Y S/ FEAS

A 8714 FE)S ZASTTH 1 v, o] AAS AlZEu]uA
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23. h-CLAT A&l AHEE S/ FFA thEa2 Al E ] ol = (A 2 Fa A A2l
7

Fo & HAY kFF oz FAE AFELY BS (TF 12 #Fx)) e ZHEEAdA AF
H 9d HFT FE, = 02 %S DMSODMSO® &&= A tgH o=z Fibd Al@EAY] 7
) AR o] S/ FEA TS ¢ IEF 22004 A& Hel via} A A wpzd

2 AR ERAS dxEEAY H&

24, ket 2223004 7)Edt AlEZujgulA] e AP SR 24 well == 96 well EH O]E]
THE AE dgdS o] &35t 1Lil(v/v)E EdSHTEE 19 #Fx). AZE FHolEE 37°C,
5% CO37do) A 240543 &<t HHOkGPE‘r ANA=ZES et A ZHOEE 28 A (ol
. wlo]ZE ZgolE WR ]#)s}oq 2 QA3 wellztell Al@E Ao
o wate o] WA A FrF Fosfof Fp®)

jgl
o
L
i
>
o
i
i
Lo
olN
T
1)
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v}, Propidium iodide(Pl) |

For AZE APBAA wET T AE FRZ $70n A4S A

Dot A3Ae MeT e AEE 01 %9 AFALRUEA 3o FHE 20

WL (96 well®] %) 1 600 uL (24 wellel B8l 9 95 A2 A G5(PBS)R A @Ewt
A9) EE 0

200 yLA ];L_ AN S 96 well T vt ZHOJE(9%6 welld]
%7 200 uL (96welld] 73-%) =
F A AFHST vAe R, Axe G4 S5 (400

OPO
O
:Ii
—
N
(@}
=
-
\_/

HA7reth (& 591, HF Pl ¥=< 0.625 ug/mL ©]th). = 20 7]&= %E & Al
d=d AY 55 T8t vE FHAERE PIgt FAS 2AE de F AEe 4T T A
< 7% 7-AminoactinomycinD(7-AAD), E&|# &F Y OE AEFAH EZAAE AHEE F
AT}

dh FAE AT CVTsE APE B AESAE 37

26. PI 5 FAE £4719 g5 Ad(acquisition channel) FL-3-& &-8§3to £4HY. &
10,0007] 9] oile= AXEPI F4) 530 FAX &4 T2 o]8ste] oo 54
o8 ME AEES AT F Ut AE AES0] @ B, FS AXEE EFste Hd
30,00074 2] AEE E=sfof ot e, FAE A4S AAG & 1& &<t HolHE ¢S5 F
At
AEgEgy o e AES

B

75%9] THP1ME AZE8<S UEhlE $E9 CV75 gH25%° AEEA)e (ve 20 %) of
o] 245 o] &8st Z21-43% EZHY(Log-linear interpolation) .= A4k

o
.
o

LogCVT5— (75—¢) X Log(b) — (75 a) X Log(d)

a—
100 —F 5 5. —

ale g a:75% ol AE AEH Axy
g ¢ 75% ol AMXE AEEe Aut
2 | \ b, d: 2tz AZ AEE ast cgte YEhiE
T} I b
S U 1 1 k. :\“

b d
1 10 100 1000

Test dose (sg/mL)
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A}. CD86/CD54 Hd =3
1) AFEZD g2EZ Y =4

27. NBEHS &t AY tHF o= EAA717] H&l AAES Sul/FEA
FujekulA] =E DMSO, @& 21 Fx) AME3 |

1.2xCV759] 1008 (A 2] A vt A Zaf kiAo 3-¢) =
TEE 3T (B 26 FR). CV7HAE F
o] #FHA &gs A9 W/ REAZ AT AF=E
Hog FAAZA F A

% &%7} 5000 ug/mL
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M X0 ofw 2
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2 Ae
2 Lo
Lo g

7

Moo oo rfroro X

=2

i

N>£E0H‘

=
Ay A ZujFulAe] A$) == 1000 pg/mL(DMSOY 7%
O ke, h-CLAT Al@RolA A8 EHE e &0/ F3A=

__ﬁ o2

A
£ M < Hoe

1.28] 9% A4S 3t TFLA(100x1.2xCV75 ~ 100x0.335xCV75( 2] 4 =1} Al Zulf ol %]
o] 7$) T+ 500x1.2xCV75 ~ 500x0. 33SXCV75(DMSO«] Ao 8714 FE)
o
i

~—

o]

Ir

o
W o] oo thdiAE DB-ALM ZZEF NO. 158 #x). 28 tg, © E%%
G A (A& H)ell 508 (FEA DT AlE HHOkHM)
138qe FeolEoA HFAo= 2u BAHEE ¢ 3
A7t A AEE il ©e 353604 Tled A@<
o A CV75E 247 Hs &FEAAANDS vHES. CD86/CD54 13s S5 ¢
A= 24 well ZHO|ET o] &3loF dhe HS Foslof 3

>

28. @ 230] 1% E B2 ful/ YA RS AP h-CLAT AFHe A45E 34
27 DNCBo|t(Her 18 #%). DNCBE 93] DMSOZ %FUNS XAt v 2744
71" gz o] NS 8|4t DNCBE ZHolEY HF FE(IRFHSZ 4.0 ug/mL)olA
CD86/CD542] W& AL E =437 93 FAHWRTOE o] &3t Z#o]Ec]H DNCBY
40 pg/mL F=E Fo2H, 2 mg/mLe] DNCB %FHYS DMSOH A = ]o}oq A
A2 2508 & A3ste] 8 ug/mLe Al@EAoz vt 23

A A DNCBY CV757} FAUZT 52 o848 & Ak v Agddands =3

2

= 4A dolgrt ot g2 A3 FHURTS ol§T & A FHUERTFY FE, =9
oJE9 HF ®E7l 5000 ug/mL (A4 1000 ug/mL

(DMSO®] o%>e 2|4 ok B ARAH RS AF 2 uhel Fola)
o (2 35 Fx). 2eu FAUzTel B SR AP oo UW“# AEREEE]

< o efolth

N
O
N
N
Lo
>,
o
i
X
5
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N
il
i,
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of HAZEE A ol 4 AP HL F WY YA vrEAA(run)o] Attt
(G2 33-34 #Fx). WMEAFLS 747 g2 3 e 2 DojgE gexds Ut AA S
T Utk a) AFEAS FA LAl s 2 AL FFART AFEYo] B HE=E F
HE A9, b) Y Ad AxE sidEis o2 ud EEtaada AFHE AEF AEE A
S A FEAG00 pL)o2 FHlE AFEAY 2EFS 500 uLe] FRAIEAx10° AE) 1:
o] HlgE TEsT HMITE @ 2720804 7143 AHY 240547 ot wjksith H2 3
T oY FYHAR] MEAES S8 AFe] FRHY] Wi Z vEAPA Ad=ds dx
=42 7 vre SN E SHeE FEIT

3) AX d43 £4

30. 24+05A)17F F<F = 3z A PSR Y

Cla EE 24 well FHOEA HEF FEREZ 744 o
gFdqoz(Fe A AFAAe] F71E F o) F A A HIT A
2 Zo MEE 600 Lo vISo]Z FA DAY A& H(blocking solution)[0.01% (w/v)e] 2=
E¢ (Cohn fraction II, I, F9: SIGMA, #G2388-10G)S &3t 4 gFdjoz g o]
4°C oA 158 &< vikdoh. Blocking *2 ¥, AEE 180 uLol 3709 A5 EFHAoz |
0] 96 well T HIE FHo]EY rlo]ag FHE 534

31. 9AEY F HEE 50 uLe FITC-labelled anti-CD86, anti-CD54 & vh$-2 IgGl
(isotype) FAZ 4°C o4 30% F<¢t G43th h-CLAT DB-ALM Z2EF no. 15894 7]
=H A= G4 dFdo=z 325 (v/v, CD86S 7§ (BD-PharMingen, #555657; Clone:
Fun-1))4 3:50 (v/v, CD54¢] 7% (DAKO, #F7143; Clone: 6.5B5) 121l IgGl (DAKO,
#X0927))E 3|43t ARGt o]efst A A wj&2 Ho 2& o 3F5¥l(signal-to-noise
ratio)E A|Fst= SR AW NEAEC oa] FoHAd AP AEAY BES ZAR
g o, A9 3 e BE 34Y ME OE lot 7+ X3 a2y AFEAE A A

3 =

gstr] s AAle AFd 2HdAM FAE AAs= Ae 1T ¢ AN
=1
=

@

3 AMEEEE TF

B2 20 V|&d <dE 222 A3t FITC 92 A9 a8t 498 A3 5 IS
d= 4 Atd g2 FFAM4AT EAE anti-CD86 Z anti-CD54 A2 A& = o} F
23} 42 h-CLAT DB - ALM protocol no. 15870l X 71%8 AxE F2ou &A1Y FF=
E vt Ay 9 £ 5 Athe Aotk 150 ul Ev 1 o)Ak g4 gFdo =z 2
A 33k AR T AZe 98 FA400 pL)ol Tl FH{AI715L, PIEA(0.625 ug/mLe]
TEEE R3] fel 20 pl) Ev OE AESA EAAY &A@ 25 Fx)o] HItHT
CD86 and CD549] & Ao} AEX AEEL FAX EX7|5 o] &3] EA3c)

VI. Al@ 23 9 B3
7}. dlolE B}

32. CD86%9} CD549] U3& FAHE EA7 FL-1 Adox] EAHY 7883 33 A=
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X
Vi 100

ST
X

CD863} CD542]
= A

3]

Els

B

MFI— &) /53 A

hyaA

MFI— A

[mouse IgG1 (isotype)

hya
s i

(ctr) T Al F=2 A7l Aol i

of we} Ak

AVA
I

A AEAE A A
S /-G A A 2] thz Al

RFI=
=2d

=

=

o = (Isotype control) Al

[€]

Z(RF)E ot

5
. 4

RS o W W R T O
o W LW R
g Mo oo 37w
B N Moﬂ__OCT,ml,
G ool 2T
HL_v HM:n O# ﬂu_l 71_“%% __OL
- =
7% RS R
o) 5 = C—
%o A A
™ Nr x = ¥ ﬂ.rA % = _fma °
Wy = B3 %97 _ 5
o B oL AN Al _ ~ N A W N
G < oo T
Ed oo g Mo
o 9 CRRCN < oo Em
T B Zo =0 o W d — B oo
TTm T omw BRI 9
4 n = = < o W
B o T T O = T g -
ENEZ,:IJ - = -~ .muﬂtl\lﬂi
e T © P Xw
ol g No 7 =~ = B0 >
U o 0 auﬂexod;.ﬂi
o AN ke w P g ol
TR LN BS o R o= e
— o~ 0 — & v SR~~~
~ E._ HL ﬂ__lﬂ_/#o_/
SRS ol x &uuu%
PR e BEE T FTew
T W o of A
T 3F wi TBE
sp Ty FF  wxiTOw
ﬂoaﬁwz‘#‘q o U o_n ﬂo_u_ L_L 5.0
Al M_u g TT K ﬁ Ao =
_ = . = ‘
m“%ﬂrm 5 EW:TWMQ
PHIY pp ZOXT L0
< T S i} T X
R T o oo Voo
D..r_d Bl ria— _z__l;o,uAl\Hleluﬂ
S I B L A R e
2 r o o o o ajo @rﬁ o
0T mg T TEWEYT
@ WE ggeaT oo
S m B N v F & R Mo Nr

5t

°©

A= CD54(0]

Al &)
=

=

A A} BA(0]3F Po)oll tisl] FAdolH h-CLAT <

I Py)el

S

_22_

o A& CD86(°]

=

3 Al HA

Ql



=l HE= 2l
*
P> &N
*
P, & Py, N&N P, &N
PIZ&PI PZ&N
PIZ&PZ PI&PZ
P, &P,
P2 8 P; A M
3EH M 3 HE # #
HE,II—L.E':' HKEI_L,E':' S P, &N &N
=EH s t 5b b P,&NB&N
P, &P, &P, 1
P& P, &P, ot B FE
P, 8 Py, & N PiaP &N
(e] F5 O M P, &P, &N
= =S PL&P, &N
P&P, &N
P, &P, &N
&+ 24

39 1: h—CLAT Al@¥ol AH8d o5 2

h—=CLAT &2 o2t 9, 11 2 129 W&ol we} Fd59% 71 Wetox g ofof ghrt
Py 1 CD86IT FA2 23
Py : CD54ol 9 A2 23
Py, 1 CD86Z CD540] 5 A A
N : CD86 FE= CD540l]l B5F FAJo] opbd 43
# 9 A9 AHE T oW A A& Ay #A 2 AL AFe] FAee FHele]
e Zlolth
# 9 a¥e 9 29 vEhd A&

J_':_.
A de Az A 2FS vehath ST e dne] £t v e

34. h-CLAT A @A SPo2 oS5 e AFELY 74
759+ EC2002]
150 =& 2009 RFI #< F=3)
Aoz AHE A #HT0e Briehe

Ao,

<
)
N,
fru
Jo
o
off
kT
s
0
)
filo
iin
o
o
=N o
32
Y
i
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EC150(f01' CD86) = Beconcentration + [(150 - BRFI) / (ARFI - BRFI) X (Aconcentration - Bconcentration)]

ECZOO(fOI‘ CD54) = Bconcentration + [(200 BRFI) / (ARFI - BRFI) X (Aconcentration - Bconcentration)]
Aconcentratione RFI > 150 (CD86) HE 200 (CD54)9] 7Hd *& %% (ug/mL)

Beoncentration RFI < 150 (CD86) = 200 (CD54)9] 714 #2 &% (ug/mL)

Arpre RFI > 150 (CD86) HE+ 200 (CD54)9] 713 wr& sxolA =43 RFI

Brat RFI < 150 (CD86) E+ 200 (CD54)9] 714 2 F=4 =33 RFI

J_E:I_ =]; il 2 fl
o zorgroz AP Al ve wEAY % F a4 A2e 22 A% (@92 0 A
E ! o}

35. h-CLAT A @& AHEE 0 b APdd s S5 op o),

- A 2 S/ REA gz AEYEELS 90% o]gelofok gt

- Buj/REA zTolA CD86 P CD549] RFI e %A 7]&(CD86 RFI >150% %
CD54 RFI =200%)s Z338}A gfoftof ek, v/ R A thxa9] RFI gt @ 329
ZlEd FAE AMESte] ARt (“AIFEZESY MFI'E 8/ FEA ] MFI"E O A = o
of alm, “gul/ 2R A o] MFI"& “(WiA)thZ 7S] MFI”& thA] = ojof gheh).

A 2 g/ REA 2T EFolA 5 (isotype) tiETol thik CD86 2 CD542] MFI
H| &S > 105%°]o]oF 3t}

- YANZT(DNCB)oIA CD86 % CD542] RFI 32 44 715(CD86 RFI >150 ¥ CD54
>200)S FFalof 3tal MEABEELS 50% o]Folojof gt
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Adopted:
29 July 2016

OECD GUIDELINE FOR THE TESTING OF CHEMICALS

In Vitro Skin Sensitisation: human Cell Line Activation Test (h-CLAT)

INTRODUCTION

I. A skin sensitiser refers to a substance that will lead to an allergic response following skin contact as
defined by the United Nations Globally Harmonized System of Classification and Labelling of Chemicals
(UN GHS) (1). This Test Guideline (TG} describes the in vitro procedure called human Cell Line
Activation test (h-CLAT), to be used for supporting the discrimination between skin sensitisers and non-
sensitisers in accordance with the UN GHS (1).

2. There is general agreement regarding the key biological events underlying skin sensitisation. The current
knowledge of the chemical and biological mechanisms associated with skin sensitisation has been
summarised in the form of an Adverse Outcome Pathway (AOP) (2), starting with the molecular initiating
event through intermediate events to the adverse effect, namely allergic contact dermatitis. In this instance,
the molecular initiating event (i.c. the first key event) is the covalent binding of electrophilic substances to
nucleophilic centres in skin proteins. The second key event in this AOP takes place in the keratinocytes
and includes inflammatory responses as well as changes in gene expression associated with specific cell
signalling pathways such as the antioxidant/electrophile response element (ARE)-dependent pathways. The
third key event is the activation of dendritic cells (DC), typically assessed by expression of specific cell
surface markers, chemokines and cytokines. The fourth key event is T-cell proliferation, which is indirectly
assessed in the murine Locai Lymph Node Assay (LLNA) (3).

3. The assessment of skin sensitisation has typically involved the use of laboratory animals. The classical
methods that use guinea-pigs, the Guinea Pig Maximisation Test (GPMT) of Magnusson and Kligman, and
the Buehler Test (TG 406) (4), assess both the induction and elicitation phases of skin sensitisation. The
murine tests, the LLNA (TG 429) (3) and its two non-radioactive modifications, LLNA: DA (TG 442 A)
(5) and LLNA: BrdU-ELISA (TG 442 B) (6), all assess exclusively the induction response, and have also
gained acceptance, since they provide an advantage over the guinea pig tests in ternis of animal welfare
together with an objective measurement of the induction phase of skin sensitisation.

4. More recently mechanistically-based in chemico (OECD TG 442C; Direct Peptide Reactivity Assay
addressing the first key event of the skin sensitisation AOP) (7) and in vitro (OECD TG 442D; ARE-Nif2
Luciferase Test Method addressing the second key event of the skin sensitisation AOP) (8) test methods
have been adopted for contributing to the evaluation of the skin sensitisation hazard potential of chemicals.
However, a combination of non-animal methods (in silico, in chemico, in vitro) within Integrated

_36_



442K OECD/OCDE

Approaches to Testing and Assessment (TATA) will be needed to be able to fully substitute for the animal
tests currently in use given the restricted AOP mechanistic coverage of each of the currently available non-
animal test methods (2)(9).

5. The h-CLAT method is proposed to address the third key event of the skin sensitisation AQP by
quantifying changes in the expression of cell surface markers associated with the process of activation of
monocytes and DC (i.e. CD86 and CD54), in the human monocytic leukaemia cell line THP-1, following
exposure to sensitisers (10). The measured expression levels of CD86 and CD54 cell surface markers are
then used for supporting the discrimination between skin sensitisers and non-sensitisers.

6. The h-CLAT method has been evaluated in a European Union Reference Laboratory for Alternatives to
Animal Testing (EURL ECVAM)-coordinated validation study and subsequent independent peer review
by the EURL ECVAM Scientific Advisory Committee (ESAC). Considering all available evidence and
input from regulators and stakeholders, the h-CLAT was recommended by EURL ECVAM (11) to be used
as part of an IATA to support the discrimination between sensitisers and non-sensitisers for the purpose of
hazard classification and labelling. Examples of the use of h-CLAT data in combination with other
information are reported in the literature (12) (13) (14) (15) (16) (17) (18} (19).

7. Definitions are provided in Annex 1.

INITIAL CONSIDERATIONS AND LIMITATIONS

8. Skin sensitisers have been reported to induce the expression of cell membrane markers associated with
DC activation (2). Test methods such as the h-CLAT which measure markers of monocyte activation and
may be related to DC activation (20) are therefore considered relevant for the assessment of the skin
sensitisation potential of chemicals. However, since DC activation represents only one key event of the
skin sensitisation AOP, information generated with test methods measuring markers of DC activation may
not be sufficient on its own to conclude on the absence of skin sensitisation potential of chemicals.
Therefore, data generated with the h-CLAT method should be considered in the context of integrated
approaches, such as TATA, and combined with other complementary information e.g. derived from in vitro
assays addressing other key events of the skin sensitisation AOP as well as non-testing methods, including
read-across from chemical analogues.

9. The test method described in this Test Guideline can be used to support the discrimination between skin
sensitisers (i.e. UN GHS Category 1) and non-sensitisers in the context of IATA. This Test Guideline
cannot be used on its own, neither to sub-categorise skin sensitisers into subcategories 1A and 1B as
defined by UN GHS (1), for authorities implementing these two optional subcategories, nor to predict
potency for safety assessment decisions. However, depending on the regulatory framework, a positive
result with the h-CLAT may be used on its own to classify a chemical into UN GHS category 1.

10. The h-CLAT method proved to be transferable to laboratories experienced in ce!l culture techniques
and flow cytometry analysis. The level of reproducibility in predictions that can be expected from the test
method is in the order of 80% within and between laboratories (11) (21). Results generated in the
validation study (22) and other published studies (23) overall indicate that, compared with LLNA results,
the accuracy in distinguishing skin sensitisers (i.e. UN GHS Cat.1) from non-sensitisers is 85% (N=142)
with a sensitivity of 93% (94/101) and a specificity of 66% (27/41) (based on a re-analysis by EURL
ECVAM (21) considering all existing data and not considering negative results for chemicals with a Log
Kow greater than 3.5 as described in paragraph 12). False negative predictions with the h-CLAT are more
likely to concern chemicals showing a low to moderate skin sensitisation potency (i.e. UN GHS
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subcategory 1B) than chemicals showing a high skin sensitisation potency (i.e. UN GHS subcategory 1A)
(12) (22) (24). Taken together, this information indicates the usefulness of the h-CLAT method to
contribute to the identification of skin sensitisation hazards. However, the accuracy values given here for
the h-CLAT as a stand-alone test method are only indicative, since the test method should be considered in
combination with other sources of information in the context of an TATA and in accordance with the
provisions of paragraph 9 above. Furthermore, when evaluating non-animal methods for skin sensitisation, it
should be kept in mind that the LLNA test as well as other animal tests may not fully reflect the situation in
humans.

I'1. The term "test chemical" is used in this Test Guideline to refer to what is being tested' and is not
related to the applicability of the h-CLAT to the testing of mono-constituent substances, multi-constituent
substances and/or mixtures. On the basis of the data currently available, the h-CLAT method was shown to
be applicable to test chemicals covering a variety of organic functional groups, reaction mechanisms, skin
sensitisation potency (as determined in in vivo studies) and physicochemical properties (11) (23) (24).
Limited information is currently available on the applicability of the h-CLAT method to multi-constituent
substances/mixtures (24). The test method is nevertheless technically applicable to the testing of multi-
constituent substances and mixtures. However, before use of this Test Guideline on a mixture for
generating data for an intended 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 the testing of the mixture. Morcover, when testing multi-constituent substances or
mixtures, consideration should be given to possible interference of cytotoxic constituents with the observed
responses.

12. The h-CLAT method is applicable to test chemicals soluble or that form a stable dispersion (i.e. a
colloid or suspension in which the test chemical does not settle or separate from the solvent/vehicle into
different phases) in an appropriate solvent/vehicle (see paragraph 21). Test chemicals with a Log Kow
greater than 3.5 tend to produce false negative results (23). Therefore negative results with test chemicals
with & Log Kow greater than 3.5 should not be considered. However, positive results obtained with test
chemicals with a Log Kow greater than 3.5 could still be used to support the identification of the test
chemical as a skin sensitiser. Furthermore, because of the limited metabolic capability of the cell line used
(25) and because of the experimental conditions, pro-haptens (i.e. substances requiring enzymatic
activation for example via P450 enzymes) and pre-haptens (i.e. substances activated by oxidation) in
particular with a slow oxidation rate may also provide negative results in the h-CLAT (24). Fluorescent test
chemicals can be assessed with the h-CLAT (26), nevertheless, strong fluorescent test chemicals emitiing
at the same wavelength as fluorescein isothiocyanate (FITC) or as propidium jodide (PI), will interfere
with the flow cytometric detection and thus cannot be correctly evaluated using FITC-conjugated
antibodies or PL. In such a case, other fluorochrome-tagged antibodies or other cytotoxicity markers,
respectively, can be used as long as it can be shown they provide similar results as the FITC-tagged
antibodies (see paragraph 31) or P1 (see paragraph 25) e.g. by testing the proficiency substances in Annex
I1. In the light of the above, negative results should be interpreted in the context of the stated limitations
and together with other information sources within the framework of IATA. In cases where there is
evidence demonstrating the non-applicability of the h-CLAT method to other specific categories of test
chemicals, it should not be used for those specific categories.

I3. As described above, the h-CLAT method supports the discrimination between skin sensitisers from
non-sensitisers. However, it may also potentially contribute to the assessment of sensitising potency (12)
(13) (17) when used in integrated approaches such as JATA. Nevertheless, further work, preferably based

! In June 2013, the Joint Meeting agreed that where possible, a more consistent use of the term "test

chemical" describing what is being tested should be applied in new and updated Test Guidelines.

2 This sentence was proposed and agreed at the April 2014 WNT meeting.
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on human data, is required to determine how h-CLAT results may possibly inform potency assessment.

PRINCIPLE OF THE TEST

14, The h-CLAT method is an in vifro assay that quantifies changes of cell surface marker expression (i.e.
CDR86 and CD54) on a human monocytic leukemia cell line, THP-1 cells, following 24 hours exposure to
the test chemical. These surface molecules are typical markers of monocytic THP-1 activation and may
mimic DC activation, which plays a critical role in T-cell priming. The changes of surface marker
expression are measured by flow cytometry following cell staining with fluorochrome-tagged antibodies.
Cytotoxicity measurement is also conducted concurrently to assess whether upregulation of surface marker
expression occurs at sub-cytotoxic concentrations. The relative fluorescence intensity of surface markers
compared to solvent/vehicle control are calculated and used in the prediction model (see paragraph 33), to
support the discrimination between sensitisers and non-sensitisers

DEMONSTRATION OF PROFICIENCY

15. Prior to routine use of the test method described in this Test Guideline, laboratories should demonstrate
technical proficiency, using the 10 Proficiency Substances listed in Annex 11. Moreover, test method users
should maintain an historical database of data generated with the reactivity checks (see paragraph 18) and
with the positive and solvent/vehicle controls (see paragraphs 27-29), and use these data to confirm the
reproducibility of the test method in their laboratory is maintained over time.

PROCEDURE

16. This Test Guideline is based on the h-CLLAT DataBase service on ALternative Methods te animal
experimentation (DB-ALM) protocol no. 158 (27) which represents the protocol used for the EURL
ECVAM-coordinated validation study. 1t is recommended that this protocol is used when implementing
and using the h-CLAT method in the laboratory. The foltowing is a description of the main components
and procedures for the h-CLAT method, which comprises two steps: dose finding assay and CD86/CD54
expression measuréement.

Preparation of cells

17. The human monocytic {eukaemia cell line, THP-1, should be used for performing the h-CLAT method.
It is recommended that cells (TIB-202™) are obtained from a well-qualified cell bank, such as the
American Type Culture Collection.

18. THP-1 cells are cultured, at 37°C under 5% CO; and humidified atmosphere, in RPMI-1640 medium
supplemented with 10% foetal bovine serum (FBS), 0.05 mM 2-mercaptoethanol, 100 units/mL penicillin
and 100 pg/ml. streptomycin. The use of penicillin and streptomycin in the culture medium can be
avoided. However, in such a case users should verify that the absence of antibiotics in the culture medium
has no impact on the results, for example by testing the proficiency substances listed in Annex IL. In any
case, in order to minimise the risk of contamination, good cell culture practices should be followed
independently of the presence or not of antibiotics in the cell culture medium. THP-1 cells are routinely
seeded every 2-3 days at the density of 0.1 to 0.2 x 10° celis/mL. They should be maintained at densities
from 0.1 to 1.0 x 10° cells/mL. Prior to using them for testing, the cells should be qualified by conducting a
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reactivity check. The reactivity check of the cells should be performed using the positive controls, 2,4-
dinitrochlorobenzene (DNCB) (CAS n, 97-00-7, > 99% purity) and nickel sulfate (NiSQ,) (CAS n. 10101-
97-0, 2 99% purity) and the negative control, lactic acid (LA) (CAS n. 50-21-5, > 85% purity), two weeks
after thawing. Both DNCB and NiSQ, should produce a positive response of both CD86 and CD354 cell
surface markers, and LA should produce a negative response of both CD86 and CD54 cell surface markers.
Only the cells which passed the reactivity check are to be used for the assay. Cells can be propagated up to
two months after thawing. Passage number should not exceed 30. The reactivity check should be
performed according to the procedures described in paragraphs 27-31,

9. For testing, THP-!1 cells are seeded at a density of either 0.1 x 10° cells/mL or 0.2 x 10° cells/mL., and
pre-cultured in culture flasks for 72 hours or for 48 hours, respectively. It is important that the cell density
in the culture flask just after the pre-culture period be as consistent as possible in each experiment (by
using one of the two pre-culture conditions described above), because the cell density in the culture flask
just after pre-culture could affect the CD86/CD54 expression induced by allergens (28). On the day of
testing, cells harvested from culture flask are resuspended with fresh culture medium at 2 x 10° cells/mL..
Then, cells are distributed into a 24 well flai-bottom plate with 500 uL (1 x 10° cells/weli) or a 96-well
flat-bottom plate with 80 uL (1.6 x [0’ cells/well).

Dose finding assay

20. A dose finding assay is performed to determine the CV75, being the test chemical concentration that
results in 75% cell viability (CV) compared to the solvent/vehicle control. The CV75 value is used to
determine the concentration of test chemicals for the CD86/CD54 expression measurement (see paragraphs
27-31).

Preparation of test chemicals and control substances

21. The test chemicals and control substances are prepared on the day of testing. For the h-CLAT method,
test chemicals are dissolved or stably dispersed (see also paragraph 12) in saline or medium as first
solvent/vehicle options or dimethyl sulfoxide (DMSO, = 99% purity) as a second solvent/vehicle option if
the test chemical is not soluble or does not form a stable dispersion in the previous two solvents/vehicles,
to final concentrations of 100 mg/mL (in saline or medium) or 500 mg/mL (in DMSO). Other
solvents/vehicles than those described above may be used If sufficient scientific rationale is provided.
Stability of the test chemical in the final solvent/vehicle should be taken into account.

22, Starting from the 100 mg/mL (in saline or medium) or 500 mg/mL (in DMSO) stock solutions of the
test chemicals, the following dilution steps should be taken:

— For saline or medium as solvent/vehicle: Eight stock solutions (eight concentrations) are prepared,
by two-fold serial dilutions using the corresponding solvent/vehicle, These stock solutions are then
further diluted 50-fold into culture medium (working solutions), If the top final concentration in the
plate of 100C ug/mL is non-toxic, the maximum concentration should be re-determined by
performing a new cytotoxicity test. The final concentration in the plate should not exceed 5000
ug/ml, for test chemicals dissolved or stably dispersed in saline or medium.

— For DMSO as solvent/vehicle: Eight stock solutions (eight concentrations) are prepared, by two-fold
serial dilutions using the corresponding solvent/vehicle. These stock solutions are then further
diluted 250-fold into culture medium (working solutions). The final concentration in plate should not
exceed 1000 png/mL even if this concentration is non-toxic.

The working solutions are finally used for exposure by adding an equal volume of working solution to the
volume of THP-1 cell suspension in the plate (see also paragraph 24) to achieve a further two-fold dilution
{usually, the final range of concentrations in the plate is 7.81-1000 pg/mL).
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23. The salvent/vehicle control used in the h-CLAT method is culture medium (for test chemicals
solubilised or stably dispersed (see paragraph 12) either with medium or saline) or DMSO (for test
chemicals solubilised or stably dispersed in DMSO) tested at a single final concentration in the plate of
0.2%. It undergoes the same dilution as described for the working solutions in paragraph 22,

Application of fest chemicals and conirol substances

24. The culture medium or working solutions described in paragraphs 22 and 23 are mixed 1:1 (v/v) with
the cell suspensions prepared in the 24-well or 96-well flat-bottom plate (see paragraph 19). The treated
plates are then incubated for 24+0.5 hours at 37°C under 5% COQ,. Care should be taken to avoid
evapotation of volatile test chemicals and cross-contamination between wells by test chemicals, e.g. by
sealing the plate prior to the incubation with the test chemicals {29).

Propidium iodide (Pl) staining

25. After 24+0.5 hours of exposure, cells are transferred into sample tubes and collected by centrifugation,
The supernatants are discarded and the remaining cells are resuspended with 600 pL {in case of 96-well) or
ImL (in case of 24-well) of a phosphate buffered saline containing 0.1% bovine serum albumin (staining
buffer). 200 pl. of cell suspension is transferred into 96-well round-bottom plate (in case of 96-well) or
micro tube (in case of 24-well) and washed twice with 200 uL (in case of 96-well) or 1mL. (in case of 24-
well) of staining buffer. Finally, cells are resuspended in staining buffer (e.g. 400 ul.) and Pl solution (e.g.
20 pl) is added (for example, final concentration of Pl is 0.625 pg/mL). Other cytotoxicity markers, such
as 7-Aminoactinomycin D (7-AAD), Trypan blue or others may be used if the alternative stains can be
shown to provide similar results as PI, for example by testing the proficiency substances in Annex II.

Cytotoxicity measurement by flow eytomelry and estimation of CV75 value

26. The P1 uptake is analysed using flow cytometry with the acquisition channel FL-3. A total of 10,000
tiving cells (PI negative) are acquired. The cell viability can be calculated using the following equation by
the cytometer analysis program. When the cell viability is low, up to 30,000 cells including dead cells
should be acquired. Alternatively, data can be acquired for one minute after the initiation of the analysis.

Cell Viability = Number of living cells x 100

Total Number of acquired cells

The CV75 value (see paragraph 20), i.e. a concentration showing 75% of THP-1 cell survival (25%
cytotoxicity), is calculated by log-linear interpolation using the following equation:

(75— ¢} x Log (b) — (75 —a) x Log (d)

a—c

Log CV75=
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Where:

a is the minimum value of cell viability over 75%
¢ is the maximum value of cell viability below 75%
b and d are the concentrations showing the value of cell viability a and ¢ respectively

100 - "0—0’"“-0\‘

Other approaches to derive the CV75 can be used as long as it is
demonstrated that this has no impact on the results {e.g. by testing
the proficiency substances).

Cell viabiity (%)
3

p
1] L )

0
b
n.qy

b
1 10 100 1000

Test dose {u/mL) CD86/CD54 expression measurement
Preparation of the test chemicals and control subsiances

27. The appropriate solvent/vehicle (saline, medium or DMSO; see paragraph 21) is used to dissolve or
stably disperse the test chemicals. The test chemicals are first diluted to the concentration corresponding to
100-fold (for saline or medium) or 500-fold (for DMSO) of the 1.2 x CV75 determined in the dose finding
assay (see paragraph 26). If the CV75 cannot be determined (i.e. if sufficient cytotoxicity is not observed
in the dose finding assay), the highest soluble or stably dispersed concentration of test chemical prepared
with each solvent/vehicle should be used as starting concentration. Please note that the final concentration
in the plate should not exceed 5000 ug/mL (in case of saline or medium) or 1000 pg/mL (in case of
DMSO). Then, 1.2-fold serial dilutions are made using the corresponding solvent/vehicle to obtain the
stock solutions (eight concentrations ranging from 100x1.2 x CV75 to 100%0.335 x CV75 (for saline or
medium} or from 500%1.2 x CV75 to 500x0.335 x CV75 (for DMSO)) to be tested in the h-CLAT method
(see DB-ALM protocol Np. 158 for an example of dosing scheme). The stock solutions are then further
diluted 50-fold (for saline or medium) or 250-fold (for DMSQ) into the culture medium (working
solutions). These working solutions are finally used for exposure with a further final two-fold dilution
factor in the plate. If the results do not meet the acceptance criteria described in the paragraphs 35 and 36
regarding cell viability, the dose finding assay may be repeated to determine a more precise CV75. Please
note that only 24-well plates can be used for CD86/CD54 expression measurement.

28. The solvent/vehicle control is prepared as desctibed in paragraph 23. The positive control used in the h-
CLAT method is DNCB (see paragraph 18), for which stock solutions are prepared in DMSO and diluted
as described for the stock solutions in paragraph 27. DNCB should be used as the positive control for
CD86/CD54 expression measurement at a final single concentration in the plate (typically 4.0 pg/mL). To
obtain a 4.0 ug/mL concentration of DNCB in the plate, a 2 mg/mL stock solution of DNCR in DMSO is
prepared and further diluted 250-fold with culture medium to a 8 pg/inl. working solution. Alternatively,
the CV75 of DNCB, which is determined in each test facility, could be also used as the positive control
concentration. Other suitable positive controls may be used if historical data are available to derive
comparable run acceptance criteria. For positive controls, the final single concentration in the plate should
not exceed 5000 pg/mL (in case of saline or medium) or 1000 pg/mL (in case of DMSO). The run
acceptance criteria are the same as those described for the test chemical (see paragraph 35), except for the
last acceptance criterion since the positive control is tested at a single concentration.
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Application of test chemicals and control substances

29. For cach test chemical and control substance, one experiment is needed to obtain a prediction. Each
experiment consists of at least two independent runs for CD86/CD34 expression measurement {see
paragraphs 33 and 34). Each independent run is performed on a different day or on the same day provided
that for each run: a) independent fresh stock solutions and working solutions of the test chemical and
antibody solutions are prepared and b) independently harvested cells are used (i.e. cells are collected from
different culture flasks); however, cells may come from the same passage. Test chemicals and control
substances prepared as working solutions (500 pL) are mixed with 500 L of suspended cells (1x10° cells)
at 1:1 ratio, and cells are incubated for 24+0.5 hours as described in paragraphs 27 and 28. In each run, a
single replicate for each concentration of the test chemical and control substance is sufficient because a
prediction is obtained from at least two independent runs.

Cell staining and analysis

30. Afier 24£0.5 hours of exposure, cells are transferred from 24 well plate into sample tubes, collected by
centrifugation and then washed twice with ImL of staining buffer (if necessary, additional washing steps
may be done). After washing, cells are blocked with 600 pl. of blocking solution (staining buffer
containing 0.01% (w/v) globulin {(Cohn fraction TI, T, Human: SIGMA, #(G2388-10()) and incubated at
4°C for 15 min. After blocking, cells are split in three aliquots of 180 pl. into a 96-wel!l round-bottom plate
or micro tube.

31. After centrifugation, cells are stained with 50 pL of FITC-labelled anti-CD86, anti-CDD54 or mouse
IgG1 (isotype) antibodies at 4°C for 30 min. The antibodies described in the h-CLAT DB-ALM protocol
no. 158 (27) should be used by diluting 3:25 (v/v, for CD86 (BD-PharMingen, #555657; Clone: Fun-1)) or
3:50 (v/v, for CD54 (DAKO, #F7143; Clone: 6.5B5) and IgG1 (DAKO, #X0927)) with staining buffer,
These antibody dilution factors were defined by the test method developers as those providing the best
signal-to-noise ratio. Based on the experience of the test method developers, the fluorescence intensity of
the antibodies is usually consistent between different lots. However, users may consider titrating the
antibodies In their own laboratory's conditions to define the best concentrations for use. Other
fluorochrome-tagged anti-CD86 and/or anti-CD54 antibodies may be used if they can be shown to provide
similar results as FITC-conjugated antibodies, for example by testing the proficiency substances in Annex
II. 1t should be noted that changing the clone or supplier of the antibodies as described in the h-CLAT DB-
ALM protocol no. 158 (27) may affect the results. After washing with 200 pL of staining buffer three
times, cells are resuspended in staining buffer {e.g. 400 pl.), and the PT solution {(e.g. 20 pL to obtain a
final concentration of 0.625 pg/mL) or another cytotoxicity marker's solution (see paragraph 25) is added.
The expression levels of CID86 and CD54, and cell viability are analysed using flow cytometry.

DATA AND REPORTING
Data evaluation

32. The expression of CD86 and CD54 is analysed with flow cytometry with the acquisition channel FL-1.
Based on the geometric mean fluorescence intensity (MF1), the relative fluorescence intensity (RFI) of
CD86 and CD54 for positive control {(ctrl) cells and chemical-treated cells are calculated according to the
following equation:

MFI of chemical-treated cells — MF1 of chemical-treated isotype control
RFI = ceils x100

MFI of solvent/vehicle-treated ctrl cells — MFI of solvent/vehicle-treated isotype etrl
cells
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The cell viability from the isotype control {ctrl) cells (which are stained with mouse 1gG! (isotype)
antibodies) is also calculated according to the equation described in paragraph 26.

Prediction model

33. For CD86/CD54 expression measurement, each test chemical is tested in at least two independent runs
to derive a singie prediction (FOSITIVE or NEGATIVE). An h-CLAT prediction is considered POSITIVE
if at least one of the following conditions is met in 2 of 2 or in at least 2 of 3 independent runs, otherwise
the h-CLAT prediction is considered NEGATIVE (Figure 1):

— The RFI of CD86 is equal to or greater than 150% at any tested concentration (with cell viability >
50%);

— The RFI of CD54 is equal to or greater than 200% at any tested concentration (with cell viability >
50%).

Based on the above, if the first two runs are both positive for CD86 and/or are both positive for CD54, the
h-CLAT prediction is considered POSITIVE and a third run does not need to be conducted. Similarly, if
the first two runs are negative for both markers, the h-CLAT prediction is considered NEGATIVE (with
due consideration of the provisions of paragraph 36) without the need for a third run. If however, the first
two runs are not concordant for at least one of the markers (CD54 or CD86), a third run is needed and the
final prediction will be based on the majority result of the three individual runs (i.e. 2 out of 3). In this
respect, it should be noted that if two independent runs are conducted and one is only positive for CD86
(hereinafter referred to as P;) and the other is only positive for CD54 (hercinafter referred to as Py), a third
run is required. If this third run is negative for both markers (hereinafter referred to as N), the h-CLAT
prediction is considered NEGATIVE. On the other hand, if the third run is positive for either marker (P, or
P,} or for both markers (hereinafter referred to as P,y), the h-CLAT prediction is considered POSITIVE.
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Figure 1: Prediction model used in the h-CLAT test method. An h-CLAT prediction should be
considered in the framework of an IATA and in accordance with the provision of paragraphs 9, 11 and 12.
Py: run with only CD86 positive; Py run with only CD54 positive; Pi5: run with both CD86 and CD54
positive; N: run with neither CD86 nor CD54 positive. *The boxes show the relevant combinations of
results from the first two runs, independently of the order in which they may be obtained. “The boxes show
the relevant combinations of results from the three runs on the basis of the results obtained in the first two
runs shown in the box above, but do not reflect the order in which they may be obtained.

34. For the test chemicals predicted as POSITIVE with the h-CLAT, optionally, two Effective
Concentrations (EC) values, the EC150 for CD86 and EC200 for CD54, i.e. the concentration at which the
test chemicals induced a RFT of 150 or 200, may be determined. These EC values potentially could
contribute to the assessment of sensitising potency (3) when used in integrated approaches such as IATA
{12) (13) (14) (15) (16). They can be calculated by the following equations:

EC150 (fOl‘ CDSﬁ) = Bcnncnnlraiion + [(150 - BRFI) / (ARFI - BRF!) X (Acuncunlralion - Bcunuenlraliun)]
ECZO“ (fOl' CD54) = Bcunccnlraliun + [(200 - BRI"I) / (ARFI = BRFI) X (Aconcenh'ation‘ Bt:ancemrntiml)]

where

Aconcentrationl the lowest concentration in pg/mL with RFI > 150 (CD86) or 200 (CD54)
B oncenuation 18 the highest concentration in pg/ml. with RFI < 150 (CD8&6) or 200 (CD54)
App is the RE] at the lowest concentration with RFI > 150 (CD86) or 200 {CD54)
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Bryi is the RFI at the highest concentration with RFT < 150 (CD86) or 200 (CD54)

For the purpose of more precisely deriving the EC150 and EC200 values, three independent runs for
CDS6/CDS54 expression measurement may be required. The final EC150 and EC200 values are then
determined as the median value of the ECs calculated from the three independent runs. When only two of
three independent runs meet the criteria for positivity (see paragraph 33), the higher ECI50 or EC200 of
the two calculated values is adopted.

Acceptance criteria
35. The following acceptance criteria should be met when using the h-CLAT method (22) (27).
- The cell viabilities of medium and solvent/vehicle controls should be higher than 90%.

- In the solvent/vehicle control, RFT values of both CD86 and CD54 should not exceed the positive
criteria (CD86 RFI 2 150% and CD34 RFT = 200%). RFI values of the solvent/vehicle control are
calculated by using the formula described in paragraph 32 ("MFI of chemical" should be replaced
with "MF] of soivent/vehicle", and "MFI of solvent/vehicle" should be replaced with "MFI of
(medium) control™).

- For both medium and solvent/vehicle controls, the MFI ratio of both CD86 and CD54 to isotype
control should be > 105%.

- In the positive control (DNCB), RFI values of both CD86 and CD54 should meet the positive criteria
(CD86 RFI 2z 150 and CD54 RFI = 200) and cell viability should be more than 50%.

- For the test chemical, the cell viability should be more than 50% in at least four tested concentrations
in each run.

36. Negative results are acceptable only for test chemicals exhibiting a cell viability of less than 90% at the
highest concentration tested (i.e. 1.2 x CV75 according to the serial dilution scheme described in paragraph
27). If the cell viability at 1.2 x CV75 is equal or above 90% the negative result should be discarded. In
such a case it is recommended to try to refine the dose selection by repeating the CV75 determination. It
should be noted that when 5000 pug/mL in saline (or medium or other solvents/vehicles), 1000 pg/mL in
IDMSO or the highest soluble concentration is used as the maximal test concentration of a test chemical, a
negative result is acceptable even if the cell viability is above 90%.

Test report

37. The test report should include the following information.
Test chemical

- Mono-constituent substance

e  Chemical identification, such as IUPAC or CAS name(s), CAS number(s), SMILES or InChl
code, siructural formula, and/or other identifiers;

e  Physical appearance, Log Kow, water solubility, DMSO solubility, molecular weight, and
additional relevant physicochemical properties, to the extent available;

e Purity, chemical identity of impurities as appropriate and practically feasible, etc.;
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Treatment prior to testing, if applicable (e.g. warming, grinding);
Concentration(s) tested;
Storage conditions and stability to the extent available;

Justification for choice of sofvent/vehicle for each test chemical.

- Multi-constituent substance, UVCB and mixture:

Controls

Characterisation as far as possible by e.g. chemical identity (see above), purity, quantitative
occurrence and relevant physicochemical properties (see above) of the constituents, to the
extent available;

Physical appearance, water solubility, DMSO solubility and additional relevant
physicochemical properties, to the extent available;

Molecular weight or apparent molecular weight in case of mixtures/polymers of known
compositions or other information relevant for the conduct of the study;

Treatment prior to testing, if applicable (e.g. warming, grinding);
Concenfration(s) tested;
Storage conditions and stability to the extent available;

Justification for choice of solvent/vehicle for each test chemical.

- Positive control

Chemical identification, such as IUPAC or CAS name(s), CAS number(s), SMILES or InChl
code, structural formula, and/or other identifiers;

Physical appearance, Log Kow, water solubility, DMSO solubility, molecular weight, and
additional relevant physicochemical properties, to the extent available and where applicable;

Purity, chemical identity of impurities as appropriate and practically feasible, etc.;
Treatment prior to testing, if applicable (e.g. warming, grinding);
Concentration(s) tested;

Storage conditions and stability to the extent available;

Reference to historical positive control results demonstrating suitable run acceptance criteria,
if applicable.

- Negative and solvent/vehicle control

Chemical identification, such as IUPAC or CAS name(s), CAS number(s), SMILES or InChl
cade, structural formula, and/or other identifiers;

Purity, chemical identity of impurities as appropriate and practically feasible, etc.;

Physical appearance, molecular weight, and additional relevant physicochemical properties in
the case other control solvent/vehicle than those mentioned in the Test Guideline are used and
to the extent available;
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e  Storage conditions and stability to the extent available;

e lustification for choice of solvent/vehicle for each test chemical.

Test method conditions

Name and address of the sponsor, test facility and study director;
Description of test method used;
Cell line used, its storage conditions and source (e.g. the facility from which they were obtained);

Flow cytometry used (e.g. model), including instrument settings, globulin, antibodies and cytotoxicity
marker used;

The procedure used to demonstrate proficiency of the laboratory in performing the test method by
testing of proficiency substances, and the procedure used to demonstrate reproducible performance of
the test method over time, e.g. historical control data and/or historical reactivity checks’ data.

Test acceptance criteria

Cell viability, MFI and RFI values obtained with the solvent/vehicle control in comparison to the
acceptance ranges;

- Cell viability and RFT values obtained with the positive control in comparison to the acceptance

ranges;

Cell viability of all tested concentrations of the tested chemical.

Test procedure

Number of runs used;

Test chemical concentrations, application and exposure time used (if different than the one
recommended)

Duration of exposure (if different than the one recommended);
Description of evaluation and decision criteria used;
Description of any modifications of the test procedure.

Results

Tabulation of the data, including CV75 (if applicable), individual geometric MFI, RFI, cell viability
values, EC150/EC200 values (if applicable) obtained for the test chemical and for the positive control
in each run, and an indication of the rating of the test chemical according to the prediction model;

Description of any other relevant observations, if applicable.

Discussion of the results

Discussion of the results obtained with the h-CLAT method;
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- Consideration of the test method results within the context of an TATA, if other relevant information
is available.

Conclusions
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ANNEX I

DEFINITIONS

Accuracy: The closeness of agreement between test method results and accepted reference values, It is a
measure of test method performance and one aspect of relevance. The term is often used interchangeably
with concordance to mean the proportion of correct outcomes of a test method (30).

AOQOP (Adverse Outeome Pathway): sequence of events from the chemical structure of a target chemical
or group of similar chemicals through the molecular initiating event to an in vive outcome of interest (2).

CV75: The estimated concentration showing 75% cell viability.

EC150: the concentrations showing the RFI values of 150 in CD86 expression
EC200: the concentrations showing the RFI values of 200 in CD54 expression

Flow cytometry: a cytometric technique in which cells suspended in a fluid flow one at a time through a
Tocus of exciting fight, which is scattered in patterns characteristic to the cells and their components; cells
are frequently labeled with fluorescent markers so that light is first absorbed and then emitted at altered
frequencies.

Hazard: Inherent property of an agent or situation having the potential to cause adverse effects when an
organism, system or (sub) population is exposed to that agent.

IATA (Integrated Approach to Testing and Assessment): A structured approach used for hazard
identification (potential), hazard characterisation {potency) and/or safety assessment {potential/potency and
exposure) of a chemical or group of chemicals, which strategically integrates and weights all relevant data
to inform regulatory decision regarding potential hazard and/or risk and/or the need for further targeted and
therefore minimal testing,

Medium control: An untreated replicate containing all components of a test system. This sample is
processed with test chemical-treated samples and other control samples to determine whether the
solvent/vehicle interacts with the test system.

Mixture: A mixture or a solution composed of two or more substances in which they do not react.

Mono-constituent substance: A substance, defined by its quantitative composition, in which one main
constituent is present to at least 80% (w/w).

Multi-constituent substance: A substance, defined by its quantitative composition, in which more than
one main constituent is present in a concentration > 10% (w/w) and < 80% (w/w). A multi-constituent
substance is the result of a manufacturing process. The difference between mixture and multi-constituent
substance is that a mixture is obtained by blending of two or more substances without chemical reaction. A
multi-constituent substance is the result of a chemical reaction.
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Positive control: A replicate containing all components of a test system and treated with a substance
known to induce a positive response. To ensure that variability in the positive control response across time
can be assessed, the magnitude of the positive response should not be excessive,

Pre-haptens: chemicals which become sensitisers through abiotic transformation
Pro-haptens: chemicals requiring enzymatic activation to exert skin sensitisation potential

Relative fluorescence intensity (RFI): Relative values of geometric mean fluorescence intensity (MFI) in
chemical-treated cells compared to MFT in solvent/vehicle-treated cells.

Relevance: Description of relationship of the test to the effect of interest and whether it is meaningful and
useful for a particular purpose. It is the extent to which the test correctly measures or predicts the
biological effect of interest. Relevance incorporates consideration of the accuracy (concordance) of a test
method (30).

Reliability: Measures of the extent that a test method can be performed reproducibly within and between
labaratories over time, when performed using the same protocol. It is assessed by calculating intra- and
inter-laboratory reproducibility and intra-laboratory repeatability (30).

Run: A run consists of one or more test chemicals tested concurrently with a solvent/vehicle control and
with a positive control.

Sensitivity: The proportion of all positive/active chemicals that are correctly classified by the test. It is a
measure of accuracy for a test method that produces categorical results, and is an important consideration
in assessing the relevance of a test method (30).

Staining buffer: A phosphate buffered saline containing 0.1% bovine serum albumin.

Solvent/vehicle control: An untreated sample containing all components of a test system except of the test
chemical, but including the solvent/vehicle that is used. It is used to establish the baseline response for the
samples treated with the test chemical dissolved or stably dispersed in the same solvent/vehicle. When
tested with a concurrent medium control, this sample also demonstrates whether the solvent/vehicle
interacts with the test system,

Specificity: The proportion of all negative/inactive chemicals that are correctly classified by the test. Tt is a
measure of accuracy for a test method that produces categorical results and is an important consideration in
assessing the relevance of a test method (30).

Substance: Chemical elements and their compounds in the natural state or obtained by any production
process, including any additive necessary to preserve the stability of the product and any impurities
deriving from the process used, but excluding any solvent which may be separated without affecting the
stability of the substance or changing it composition.
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Test chemical: The term "test chemical” is used to refer to what is being tested.

United Nations Globally Harmonized System of Classification and Labelling of Chemicals (UN
GHS): A system proposing the classification of chemicals (substances and mixtures) according to
standardised types and levels of physical, health and environmental hazards, and addressing corresponding
communication elements, such as pictograms, signal words, hazard statements, precautionary statements.
and safety data sheets, so that to convey information on their adverse effects with a view to protect people
(including employers, workers, transporters, consumers and emergency responders) and the environment

(M-

UVCEB: substances of unknown or variable composition, complex reaction products or biological
materials.

Valid test method: A test method considered to have sufficient relevance and reliability for a specific

purpose and which is based on scientifically sound principles. A test method is never valid in an absolute
sense, but only in relation to a defined purpose (30).
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ANNEX 11

442FE

PROFICIENCY SUBSTANCES

Prior to routine use of a test method that adheres to this Test Guideline, laboratories should demonstrate
technical preficiency by correctly obtaining the expected h-CLAT prediction for the 10 substances
recommended in Table ! and by obtaining CV75, EC150 and EC200 values that fall within the respective
reference range for at least 8 out of the 10 proficiency substances. Proficiency substances were selected to
represent the range of responses for skin sensitisation hazards. Other selection criteria were that the
substances are commercially available, and that high-quality iz vivo reference data as well as high quality
irt vilro data generated with the h-CLAT method are available. Also, published reference data are available

for the h-CLAT method (11) (23).

Table 1: Recommended substances for demonstrating technical proficiency with the h-CLAT method

_ S ST o] T T CVIS T heCLAT results | -h-CLAT results -
i".rt):ﬁciel'.l'. : subst nces B i Physical:| o dnvive | Referenee for €086 o CDSE
: cy ubstances - " state | ‘prediction’. | Rangein (EC150 Reference: (LC200 Rcfewncc

Rt I : '].l,_gl']"liLz ‘Range in: pg/mL) Rangc in gl
. ! " Sensitiser Positive Positive

2,4-Dinitrochlorobenzenc 97-00-7 Solid (extreme) 2-12 (0.5-10) (0.5-15)

. . Sensitiser Posilive Nepative
4-Phenylencdiamine 106-50-3 Solid {strong) 5-95 (<40) 1,5y

. . . Sensitiser Positive Positive
Nickel suifate 10101-97-0 Solid (moderaic) 30-300 (<100) (10-100)

) . 0. . Sensiliser } Negative Positive
2-Mercaptbenzothiazole 149-30-4 Solid (moderatc) 30-400 >10)’ (10-140)
. - Sensiliser Negative Positive
R{+)-Limonene 5989-27-5 Liquid (weak) >20 (>5)3 (<250)
. .- ] ) . Sensitiser Pasitive Positive
Imidazolidiny] urea 39236-46-9 Solid (weak) 25-100 (20-90) (20-75)

. . 1 - . Negative Negative
Isopropanol 67-63-0 Liquid | Non-sensitise >5000 (>5000) (>5000)
Glycerol 56-81-5 | Ligquid | Nom-sensitiser |  >5000 Negative Negative

¥ qu on-sensitise (>5000) £>5000)
. 1. oo el e ] Negative Negative
Lactic acid 50-21-5 Liquid | Non-sensitiser | 1500-5000 (>5000) (>5000)
. L . N Negative Nepative
4-Aminebenzoic acid 150-13-0 Solid Non-sensitiger >1000 >1000) >1000)

Abbtev:atlons CAS RN = Chemical Abstracts Service Registry Number

The in vivo hazard and (potency) prediction is based on LLNA data (11) (23). The in vivo potency is
derived using the criteria proposed by ECETOC (31).

Based on historical observed values (22) (32).
Historically, a majority of negative results have been obtained for this marker and therefore a negative

result is mostly expected. The range provided was defined on the basis of the few historical positive
results observed. In case a positive result is obtained, the EC value should be within the reported

reference range.
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