Attachment 2 — Chemicals used for the test development

Table 1. Chemicals used to select sensitive clone and to define the SOP

Name Rationale for inclusion CAS Number Formula MW LLNAECS3
2,4-Dinitrochlorobenzene Extreme sensitizer 97-00-7 CeHsCIN;O, 202.55 0.05
Benzyl sdlicylate Moderate sensitizer, not directly reactive 118-58-1 C1aH1205 228.24 29
5,6,7-Trimethyl-(2E)- 2,5-Octadien-4-one  Moderate sensitizer, reactive with peptides 357650-26-1 CuiH10, 166 16
Lyral HMPCC Weak sensitizer 31906-04-4 Ci3H220, 210.31 17.1
Tert-butyl-hydroguinone Reference Nrf2 inducer 1948-33-0 C1oH10; 166.22 na
Methyl salicylate Non-sensitizer 119-36-8 CeHa0s 152.15 var. /negative




Table 2. Full data set for the chemicals in the silver list tested according to the SOP and used to for the evaluation of the prediction model and predictivity of the

K eratinoSens assay
CAS Formula MW  cLogP LLNA KeratinoSens results
Number EC3 R_eps. Overall

Name Imx  ECL5 Positive® result IC50 EC2 EC3
Sensitizers

Oxazolone 15646-46-5 CHuNO: 21722 1.9 0.003 24 1755 4/4 Postive 13709  335.3 4904
Benzoquinone 106-51-4  CeHiC: 10809 03 0.01 15.2 6.5 4/4 Positive 1045 250 32.8
(5-chloro)-Methylisothiazolinone  26172-55-4 C:H.CINOS  149.6 12 0.01 7.2 05 2/2 Positive 71 0.9 17
2,4-Dinitrochlorobenzene 97-00-7 CeHsCIN:O, 20255 2.2 0.05 14.8 25 2/2 Positive 8.2 33 39
4-nitrobenzylbromide 100-11-8  GiHeBNO,  216.03 2.8 0.05 6.9 1.3 2/2 Positive 9.1 17 21
4-Phenylenediamine 106-50-3  CoHaN: 10814 09 0.11 26.8 5.0 2/2 Positive 4389 133 46.7
Glutaraldehyde 111-30-8  CsHsO: 10012 06 0.12 80.7 24.3 2/2 Positive 2426 572 69.4
Benzoyl peroxide 94-36-0  CieHiO4 24223 26 0.22 1.4 n.i. 0/2 Negative 567.6 ni. ni.
Glyoxal 107-22-2  CH.Op 58.04 -0.6 0.75 28.2 89.1 4/4 Positive 6779 1924 307.8
4-Methylaminophenol sulphate  55-55-0 ~ CHuNGsS 22123 14 0.80 9.5 15 2/2 Positive 117 21 2.7
Formaldehyde 50-00-0  CH:O 30.03 -0.2 0.84 16.9 63.2 2/2 Positive 201.6 664 722
Methyldibromo glutaronitrile 35691-65-7 CeHsBrN. 26593 2.3 0.90 4.0 7.8 2/2 Positive 256 124 181
Cinnamic aldehyde 104-55-2  GéHsO 13216 1.9 1.3 16.2 16.1 414 Positive 1944 366 63.9
2-Hydroxyethyl acrylate 818-61-1  CsHsOs 11612 03 1.4 54.9 323 2/2 Positive 2072 595 92.9
| soeugenol 97-54-1 C10H120; 164.2 24 15 6.4 16.1 4/4 Positive 7314 726 2594
Ethylenediamine 107-15-3  CeHeN: 60.1 -11 22 13.2 99.9 414 Positive >2000 1882 4534
Benzylidene Acetone 122-57-6  CuwHiO 14619 23 2.2 503.9 9.7 2/2 Positive 1745 197 315
Methyl-2-nonynoate 111-80-8  CuoHi0: 16823 21 25 331 1.8 2/2 Positive 121.9 8.9 26.7
2-Mercaptobenzothiazole 149-30-4  GiHNS 16725 24 25 8.8 481 4/4 Positive 10031 1080 340.1
Benzyl sdicylate 118-58-1  CuHiOs 228.24 3 2.9 55 8.4 2/2 Positive 1110 187 40.9
Tetramethylthiuramdisulfide 137-26-8  CiwHxN:S. 29654 27 31 6.8 0.8 2/2 Positive 391 5.3 10.7
Diethylenetriamine 111-40-0  CeHulNs 10317 -15 33 17 12594 2/4 Negative ~ >2000 n.i. n.i.
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Diethyl phthalate 84-66-2  CiHiO4 222.24 2 >100% 1.1 n.i. 0/2 Negative ~ >2000 n.i. ni.

Glycerol 56-81-5  CaHsOs 92.09 L7 >100% 12 n.i. 0/4 Negative ~ >2000 ni. ni.
Propylene glycol 57-55-6  CaHsO: 76.09 06 >100% 12 n.i. 0/2 Negative ~ >2000 ni. ni.
Benzoic acid 65-85-0  CiHO: 12212 14 >20% 11 n.i. 0/2 Negative ~ >2000 n.i. ni.
1-Butanol 71-36-3  CHuO 74.12 0.8 >20% 11 n.i. 0/2 Negative ~ >2000 ni. ni.
4-Hydroxybenzoic acid 99-96-7  CiHsOs 13812 11 >25% 11 n.i. 0/2 Negative ~ >2000 ni. ni.
Sulfanilic acid 121-57-3  GHNOsS 173.19 -0.1 > 2504 13 n.i. 0/2 Negative >1000 n.. n.i.
Tartaric acid 87-69-4  CaHeOs 150.09  -21 >25% 12 n.i. 0/2 Negative ~ >2000 ni. ni.
Propylparaben 94-13-3 >25% 9.7 14.5 2/2 (6) Positive 8131 419 n.i.
Ethyl vanillin 121-32-4  CeHiOs 166.17 16 > 50% 54 161.7 2/2 (7) Positive >2000 5345 700.6
| sopropanol 67-63-0 CaHsO 60.1 0.4 >50% 1.2 n.. 0/2 Negative ~ >2000 n.i. ni.
Benzyl alcohol 100-51-6  CHO 108.14 14 >50% 1.2 n.i. 0/2 Negative ~ >2000 ni. ni.
Dimethylisophtalate 1459-93-4  CioHiOs 19418  1.83 NC(1) 21 694.9 3/4 Postive ~ >2000 1253.5 ni.
Dextran 9004-54-0 na n.a n.a NC (1) 1.5 n.i. 0/2 Negative >2000 n.. n.i.
Tween 80 9005-65-6 N-a n.a n.a NC(1) 27 19.3 2/2 Posiive 3998 532 ni.
Chlorobenzene 108-90-7  CeHsCl 11256 24 Neg.(2) 1.2 n.i. 0/2 Negative ~ >2000 ni. ni.
Lactic acid 50-21-5  CeHsOs 90.08 -05  Neg.(2 13 n.i. 1/4 Negative ~ >2000 n.i. ni.
Phenol 108-95-2  CeH:O 94.11 14 Neg. (2) 1.3 n.. 0/2 Negative >2000 n.. n.i.
Octanoic acid 124-07-2  CeHuO: 14421 24 >50 1.1 n.i. 0/2 Negative ~ >2000 ni. ni.

n.i. = no significant induction above threshold
(2) Level not specified
(2) Negative reference according D. Basketter, 1999, Food Chem. Toxicol. 37, 1167-1174.

(3) diethylentriamine, 2 negative repetitions with |, 1.46 / 1.43, but statistically significant induction and clear dose response in al 4 repetitions but EC1.5 > 1000, considered negative with the
corrected prediction model

(4) Nickel sulfate, only four repetitions positive out of eight, but very strong induction, considered positive

(5) Propylparaben, known to be aweak human sensitizer, nevertheless for Cooper statistics the negative prediction from animal tests was considered

(6) Benzaldehyde is negative in the LLNA and was long considered a non-sensitizer. It is now considered a human sensitizer by the fragrance association due to recent human HRIPT test
(7) Indicates number of experiments (each conducted in triplicate) with statistically significant induction > 1.5-fold / number of experiments conducted.



