Evaluation Criterion 3: A detailed test method protocol should be available

°

The PRP agreed that a detailed test method protocol is available and appreciated the detail of how to
prepare test solutions/dilutions and the protocol update record.

It is essential to produce a final protocol in addition to the validation protocol (017E), updated
throughout the text with the final version of prediction model Criterion 3 and any other necessary
changes, e.g., source of FBS.

The data template and an explanation including examples of how to process the raw data must be
included within the protocol.

In addition to the cell culture time limitations already in the protocol, it could be helpful to
characterize the maximum passage number during which the cell line is stable, e.g., based on
historical data.

The rationale for why a separate assessment of cell viability is not required should be made explicitly

at the start of the protocol.

Evaluation Criterion 4: The within- and between-laboratory reproducibility of the test method should

be demonstrated

L

The PRP concluded that the data on within laboratory reproducibility was more limited than
comparable validation studies, particularly in respect to the number of chemicals tested.

The PRP found the occurrence of “grey” conclusions in Phases IIc and III confusing.

With the elimination of this grey data, the average within laboratory reproducibility met the success
criterion of 80%, but unfortunately this reduces the number of test chemicals. Consequently, the PRP
recommends additional assessment of within laboratory reproducibility with more and different test
chemicals using the final protocol and prediction model. In this respect, paying attention to what was
undertaken for other skin-sensitization in vitro test methods may be informative. (See also the
comment on X-VIVO under Other Considerations.)

The PRP concluded that the data on between laboratory reproducibility, with a sufficient number of
test chemicals, exceeded the success criterion. The PRP found that the occurrence of grey and
undecided conclusions in Phases IIb and III had a lower effect on the assessment of between
laboratory reproducibility, but even assuming the grey and undecided conclusions led to discordance,
the success criterion would still be met.

The PRP suggests that an appendix containing results from the within and between laboratory
reproducibility trial be presented in a graphical form for each substance.

The PRP notes that 2,4-dichloronitrobenzene appears twice (P2b05 and P3-01) in Table 3.3-1 on page
13 of the Data Analysis Report (Ver. 4). This should be addressed.

The PRP notes that the same manufacturing lot of fetal bovine serum was used. The validation report
should discuss the potential impact of fetal bovine serum from different manufacturing lots on the

reproducibility of the assay.

- 141 -



Evaluation Criterion 5: Demonstration of the test method’s performance should be based on testing of

representative, preferably coded reference chemicals

The PRP concludes that the validation study used an appropriate level of test chemical coding to
ensure fully blinded evaluation.

The PRP confirms that a suitable balance of known stronger, weaker, and non-classified test chemicals
was selected, with those classifications generally reflecting what is understood of the human health
effects of those substances. In addition, it is noted that these test chemicals largely comprise test
chemicals from the ECVAM wvalidation study and mostly differ from those used in initial method

development.

Evaluation Criterion 6: Predictive capacity should be demonstrated using representative chemicals.

The performance of the test method should be evaluated in relation to existing relevant toxicity data

as well as information from the relevant target species.

°

Regarding predictive capacity, the PRP found the presentation of these results and their analyses with
multiple prediction models to be very helpful in delivering transparency, but ultimately problematic in
delivering clarity and interpreting results. Accordingly, the PRP suggests the report is edited to focus
on results obtained with the final prediction model (Criterion 3) wherever possible with the additional
material presented in appropriate appendices.

The PRP notes that 2,4-dichloronitrobenzene appears twice (P2b05 and P3-01) in Table 3.4-1 on page
15 of the Data Analysis Report (Ver. 4) and Table 9-8-3.1 on page 109 of the Validation Report. It may,
therefore, be necessary to adjust the tables of results which depend on this data.

Nevertheless, the PRP notes that, on this relatively small data set, the overall predicted accuracy does
not give any cause for concern, being in the same range as that found with the methods recently
adopted into OECD guidelines.

The PRP notes that, concerning the extended set of 122 chemicals, the predicted performance was a
little lower than that found for other assays. Assay performance improved noticeably when detergent
substances were removed from the analysis and specific account was taken of human evidence
concerning vanillin and ethyl vanillin. However, the PRP notes that the predictive performance of the
assay has not been thoroughly compared with human data.

The PRP is concerned about the difficulty some laboratories had in clearly identifying several known
GHS Category 1A substances during the between laboratory trials. (benzoquinone,
1,4-phenolindiamine, glyoxal, beryllium sulphate)

Overall, the PRP concludes that the predictive performance is not sufficient for use as a stand-alone
replacement for existing in vivo methods, but agrees that the method could form part of an integrated
testing strategy, e.g., IATA. For example, it was noted that sensitivity was increased when the assay

was used in combination with DPRA.
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*  The PRP notes that the predictive performance of the assay, and in particular its sensitivity, is clearly
improved by adoption of X-VIVO, a chemically defined culture medium, in preference to the use of

fetal bovine serum.

Evaluation Criterion 7: All data should adequately support the assessment of the validity of the test
method for peer review.

e The PRP finds that the data is generally adequate to support the validity of the assay, but subject to the

provision of additional information, particularly on within laboratory reproducibility and for the

applicability domain.

Evaluation Criterion 8: All data from the validation study supporting the validity of a test method
should be obtained in accordance with the principles of Good Laboratory Practice (GLP)
e The PRP concludes that the study was conducted in the spirit of GLP.

Evaluation Criterion 9: Applicability domain of the test method should be defined
°  The PRP notes that the VMT has proposed that detergents be excluded from the applicability domain.
However, “detergents” is a very generic term, and the PRP felt that much greater clarity should be
given on this exclusion criterion, and that a mechanistic basis for this exclusion would be helpful in its
characterization.
o The PRP notes that there is limited discussion of specific false positive and false negative test

chemicals, which might provide further insights into potential applicability domain issues.

Evaluation Criterion 10: Proficiency chemicals should be set up in the proposed protocol
*  Upon completion of additional information requested in Criterion 7 of this document, an appropriate
list of proficiency chemicals could be suggested (e.g., by the VMT) even before the test method is
ready for regulatory use.

Evaluation Criterion 11: Performance standards should be set up with the proposed protocol
°  As has been published for the local lymph node assay, the PRP recommends establishment of a set of
performance standards, so that the validation of similar or modified test methods can be expedited,

especially due to the existence of intellectual property rights.

Evaluation Criterion 12: Advantages in terms of time, cost and animal welfare
*  The PRP notes that this method is intended to contribute to the replacement of animal usage for skin
sensitization assessment.
e When compared to other in vitro methods which address the same key event in the AOP, the PRP
agrees that this method is likely to offer time, throughput, and cost benefits. It would be helpful to
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describe these in more detail in the validation report.
The possible restrictions or costs associated with establishment of the assay, and particularly regarding

the proprietary cell line, also must be taken into account.

Evaluation Criterion 13: Completeness of all data and documents supporting the assessment of the

validity of the test method.

Final assessment of completeness can only be made after receiving the information requested in this

document. In addition, the PRP requests access to the raw in vitro data, e.g., a link to online data.

Evaluation Criterion 14: Validation Study Management and Conduct

The PRP concluded that the validation study management and conduct met the criteria set out in
OECD GD 34 (2005).

The PRP appreciated the transparency with which the material was presented, but noted also that
modifications to the prediction model during the validation process added complexity to some aspects
of the evaluation.

The PRP was informed about the independency of the VMT chairman from the participating
laboratory HRI and recommends that this information be incorporated in the report.

The PRP recommends that the details of the training phase are described briefly in the report.

It would be helpful to clarify on page 36 that the validation trials were conducted by three naive

laboratories.

Other considerations

The consideration of an alternative positive control to cobalt chloride might become necessary if this
material is subjected to significant health restrictions, e.g., in the EU.

Please be sure that the page numbers in the table of contents are correct.

Test chemicals that interfere with the luciferase enzyme could confound the activity of the luciferase
in cell based assays, causing either apparent inhibition or increased luminescence. The PRP requests
the VMT to provide any possible comments on how to address this problem.

Separately from the formal response to the VMT report, the PRP has noted above that X-VIVO allows
for an improvement in the sensitivity and hence accuracy of the test method. Although not a
requirement, the PRP viewed positively the potential for modification of the protocol using X-VIVO
with a minimum of additional data on reproducibility, without necessarily triggering the need for a
formal catch up validation. Therefore, when addressing Evaluation Criterion 4 requirements, the VMT

may decide to undertake additional testing to confirm the potential benefits of using X-VIVO.

Conclusion

To be completed once the response to the draft review has been received and considered.
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261 R 5: IRIEDRMENROBSLERIEM & Wt EREEFY
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3 1.21 1.32 1.26] 1.26] 0.06

C 1 0.67 0.79 0.87, 0.78] 0.10
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272 R T RIEDORMEXROWSLEREMEYY OFHE L IFERZ

Lab. | Mean (R=1) | Mean (R=2) | Mean (R=3) | Mean of Mean | SD of Mean

B 1.19 118 1.26 1.21 0.05
c 0.78 0.83 1.01 0.87 0.12
o753 LD 118 132 1.19 1.23 0.08

274 R 8: BHEORMENROBLEREEE OFAE L REREE

Lab. | Mean (R=1) | Mean (R=2) | Mean (R=3) | Mean of Mean | SD of Mean

B 119 143 1.20 127 0.14

c 0.86 0.87 1.05 0.92 0.11

o75 LD 117 117 1.04 113 0.07
9
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o176 3.3 [Gl4ExiiE

277  3.3.1 LAz
278 SAS #RAWVWTEN L7z 1 MRS EMEETHER 3. K4 12577,
279  Ffo, THICEMBEEOZEREZMATZLOEER I, R 10IZFRT,
280
PC{L) (Phase02)

Lah B O GREC
e [ % a
avc) Qha ¢
Lab.C 001~ [+F W}
exe] B0
o o AW
LatD 001 O 00
oz o A0
o L R — £O0 s S G N ——
o 10 20 30 40 50 60 0 80 90 1606
Cell viability &)
281 © O Olndividual cell viability 2 4 4 Mean cell viability
Ny ¥ <4
282 3 MR DGERTTRO 1 AERRAEMIE R & AR
283
PC(S) (Phase02)
Lab.B 001 &
xR ta)
o @
Lab 0 201~ &
[s=Eay |
[eecE e o}
LabD 0011 @&
o
0 i0 20 30 4 50 B0 0 86 90 100
Cell vability £5)
28 4 0 O O ndividual cell viability =+ 4 4 Mean cell viability

285 4 : BEEOBEMEIIRO 1 ERAMER & A RYY

10
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286

287
288
289

290

£ 9 WIEOBHEXRRO 1 EMAEMER, ARy, FERE

Lab. | Repeat | Individual (1) | Individual (2) | Individual (3) | Mean | SD
B 1 18.4 15.1 14.2 15.9] 2.2
2 12.7 7.6 19.5 13.3] 6.0
3 14.2 14.2 22.2 16.9 4.6
C 1 7.7 7.7 14.2 9.9] 3.7
2 6.0 9.6 4.8 6.8] 2.5
3 14.8 13.8 6.9 11.8] 4.3
D 1 16.1 17.8 11.0 15.00 3.5
2 10.6 18.9 16.6 15.4] 4.3
3 14.3 21.0 19.3 18.2] 3.5
# 10 : EEOBENRO 1 AR, AMRETY, EEREZE
Lab. | Repeat | Individual (1) | Individual (2) | Individual (3) | Miean | SD
B 1 1.7 2.5 1.7 200 05
2 3.5 0.7 1.4 1.9] 1.5
3 3.3 2.5 2.5 2.8] 0.5
C 1 2.3 2.3 2.3 2.3] 0.0
2 2.3 2.3 2.3 2.3] 0.0
3 3.8 2.9 1.9 29| 1.0
D 1 1.7 1.7 2.6 2.0f 05
2 2.6 4.3 3.4 3.4] 0.9
3 3.8 5.8 4.8 48] 1.0
11
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201
292
293
294

295
296

297

298
299

3.3.2 WAEREE
LB NGRS D K & BlA 0D 514t BE oD 0 3t FE B 5 i & e e B R e B SE 1
#H 5. B6 &K1, R121ZFRT,

PC{L) (Phass02)

Lo 001 P
w2 s & 4
ox A A A
LabC 0Ot AA 4 - -
o AL
o & AR
Lat €01 & aan
o & Aaa
(e cE R O
00 o 02 03 04 05 08 o o8 v o

OD (ne)
A A Alndividual 0D & 4 & Mean OD

B 5 o A DB ET IR O WG R EE & W R R EE

PCE) (Phase02)

L3 001

00 o 02 03 04 05 06 07 08 09 0
oD (nr)
& & A ndividuat O 4 2 & Mean OD

B 6 : BEEDRER IR O ERIEE & ot ERIEE T

12

- 160 -



300

301

302
303

304
305
306
307
308
309
310
311

312
313

314

#£ 11 : WIE OB IR ORI EERIEE & Wt BRI EE

Lab. | Repeat | Individual (1) | Individual (2) | Individual (3) | Mean | SD

B 1 0.22 0.18 0.17] 0.19] 0.03
2 0.15 0.09 0.23] 0.16] 0.07

3 0.18 0.18 0.28] 0.21] 0.06

C 1 0.06 0.06 0.1 0.08] 0.03
2 0.05 0.08 0.04f 0.08] 0.02

3 0.15 0.14 0.07} 0.12] 0.04

D 1 0.19 0.21 0.13] 0.18] 0.04
2 0.14 0.25 0.22] 0.20] 0.06

3 0.17 0.25 0.23] 0.22| 0.04

£ 12 : BEOBGHEX R OB EREME & Tt R EE RS
Lab. | Repeat | Individual (1) | Individual (2) | Individual (3) | Mean | SD

B 1 0.02 0.03 0.02] 0.02] 0.01
2 0.05 0.01 0.02] 0.03] 0.02

3 0.04 0.03 0.03f 0.03] 0.01

C 1 0.02 0.02 0.02f 0.02] 0.00
2 0.02 0.02 0.02] 0.02] 0.00

3 0.04 0.03 0.02f 0.03] 0.01

D 1 0.02 0.02 0.03] 0.02] 0.01
2. 0.03 0.05 0.04f 0.04] 0.01

3 0.04 0.06 0.05 0.05| 0.01

3.23 WAEREMEFHOEHRNERME

HER3E S (Lab.ClE 4B DR EAFEEF YD EHIELFEREER 13,

= 14

IZFE EHT=,

R 13 : WK OB RO SR EME N OFHE & RERZE
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Lab. | Mean (R=1) | Mean (R=2) | Mean (R=3) | Mean of Mean | SD of Mean
B 0.19 0.16 0.21 0.19 0.03
C 0.08 0.06 0.12 0.08 0.03
D 0.18 0.20 0.22 0.20 0.02

£ 14 : BEEEO B IR O R CEREE S O FHE L B RZE

Lab. | Mean (R=1) | Mean (R=2) | Mean (R=3) | Mean of Mean | SD of Mean
B 0.02 0.03 0.03 0.03 0.01
C 0.02 0.02 0.03 0.02 0.01
D 0.02 0.04 0.05 0.04 0.01

13




