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Helsinki, 01 February 2023

Addressees
Registrants listed in Appendix 1 of this communication

Registered substance, hereafter ‘the Substance’

Substance name: Tetrasodium 4-amino-5-hydroxy-6-[[2-methoxy-5-[[2-
(sulphonatooxy)ethyl]sulphonyl]phenyl]lazo]-3-[[4-[[ 2-
(sulphonatooxy)ethyl]sulphonyl]phenyl]azo]naphthalene-2,7-disulphonate

EC number: 300-644-5

Communication number: Please refer to the REACH-IT message which delivered this
communication (in format CCH-D-XXXXXXXXXX-XX-XX/F)

WITHDRAWAL OF A COMPLIANCE CHECK DECISION UNDER
REGULATION (EC) NO 1907/2006

1. Decision

ECHA has withdrawn the compliance check decision addressed to you in its
entirety, which thereby, no longer has any legal effects on you.

2. Reasons

Following a procedural shortcoming during the decision making according to Articles 50
and 51 of the REACH Regulation, ECHA withdraws the compliance check decision issued
and communicated to registrants listed in Appendix 1 of this communication, on 11
January 2023, on the substance Tetrasodium 4-amino-5-hydroxy-6-[[2-methoxy-5-[[2-
(sulphonatooxy)ethyl]sulphonyl]phenyl]azo]-3-[[4-[[2-
(sulphonatooxy)ethyl]sulphonyl]phenyl]azo]naphthalene-2,7-disulphonate, with EC
number 300-644-5.

3. Procedural history

Pursuant to Article 41(1) of the REACH Regulation, ECHA performed a compliance check
that was initiated on 15 November 2021, in accordance with the procedure set out in
Articles 50 and 51 of the REACH Regulation. ECHA notified you of the draft decision and
invited you to provide comments.

ECHA received comments on the draft decision from the lead registrant on behalf of all the
registrants of the joint submission.

ECHA examined these comments and after having consulted the Member States adopted
the decision on 11 January 2023. On the same day you were notified of this decision.

On 12 January 2023, a representative of the lead registrant contacted ECHA via the
HelpDesk, noting that the appendices the lead registrant had submitted as embedded files
inside the pdf-file with the comments on the initial draft decision were not addressed in
the final decision.

ECHA investigated this, and noticed that due to technical reasons, the attachments were
not retrieved from the system and therefore were overlooked.
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Considering this procedural shortcoming in this specific case ECHA has therefore decided
to withdraw the decision in its entirety.

4. Advice and further observations

ECHA will inform the Member State competent authorities of this withdrawal decision and
its reasons.

As indicated in our response to the HelpDesk question ([ | ] JJJEEEE), \vc encourage
you to update your dossier by 27 February 2023 with the robust study summary
information that you provided in the attachments to your comments and to include
tabulated results on the in vivo micronucleus study.

After 27 February 2023 ECHA will continue the compliance check of the registration
dossier. On the basis of the information provided by you, ECHA may take one of the
following actions:

- continue the compliance check decision-making process by notifying a new draft
decision to you, and follow the procedure in Articles 50 and 51 of the REACH
Regulation, or

- close the decision-making process on the basis of the information provided.

Furthermore, please note that should ECHA decide to close the decision-making process,
it is not prevented from initiating a new compliance check process of your registration
dossier at a later stage for the information requirements subject to the withdrawn decision
and/or any other standard information requirements.

Authorised! under the authority of Mike Rasenberg, Director of Hazard Assessment

CC: Member State Competent Authorities

! As this is an electronic document, it is not physically signed. This communication has been approved
according to ECHA's internal decision-approval process.
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Appendix 1: Addressees of the withdrawn compliance check decision

Registrant Name

Registration number

Highest REACH
Annex applicable
to you

Where applicable, the name of a third party representative (TPR) may be displayed in the
list of recipients whereas ECHA will send the decision to the actual registrant.
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Helsinki, 11 January 2023

Addressees
Registrant(s) of Reactive Blue 250 as listed in Appendix 3 of this decision

Date of submission of the dossier subject to this decision
27/10/2015

Registered substance subject to this decision (“the Substance”)

Substance name: Tetrasodium 4-amino-5-hydroxy-6-[[2-methoxy-5-[[2-(sulphonate-
oxy)ethyl]sulphonyl]phenyl]azo]-3-[[4-[[2-(sulphonatooxy)ethyl]sulphonyl]phenyl]azo]-
naphthalene-2,7-disulphonate

EC number: 300-644-5

Decision number: Please refer to the REACH-IT message which delivered this
communication (in format CCH-D-XXXXXXXXXX-XX-XX/F)

DECISION ON A COMPLIANCE CHECK
Under Article 41 of Regulation (EC) No 1907/2006 (REACH), you must submit the
information listed below, by the deadline of 22 April 2025.
Requested information must be generated using the Substance unless otherwise specified.

Information required from all the Registrants subject to Annex VII of REACH

1. In vitro gene mutation study in bacteria (Annex VII, Section 8.4.1.; test method:
OECD TG 471, 2020), with Prival modification

Information required from all the Registrants subject to Annex VIII of REACH

2. In vitro cytogenicity study in mammalian cells (Annex VIII, Section 8.4.2.; test
method: OECD TG 473) or In vitro micronucleus study (Annex VIII, Section 8.4.2.;
test method: OECD TG 487)

3. If negative results are obtained in tests performed for the information requirement
of Annex VII, Section 8.4.1. and Annex VIII, Section 8.4.2. then: In vitro gene
mutation study in mammalian cells (Annex VIII, Section 8.4.3.; test method: OECD
TG 476 or TG 490)

4. Screening for reproductive/developmental toxicity (Annex VIII, Section 8.7.1.; test
method: EU B.63/OECD TG 421 or EU B.64/0OECD TG 422) by oral route, in rats

The reasons for the decision(s) are explained in Appendix 1.
Information required depends on your tonnage band
You must provide the information listed above for all REACH Annexes applicable to you in

accordance with Articles 10(a) and 12(1) of REACH. The addressees of the decision and
their corresponding information requirements based on registered tonnage band are listed
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in Appendix 3.

You are only required to share the costs of information that you must submit to fulfil your
information requirements.

How to comply with your information requirements

To comply with your information requirements, you must submit the information requested
by this decision in an updated registration dossier by the deadline indicated above. You
must also update the chemical safety report, where relevant, including any changes
to classification and labelling, based on the newly generated information.

You must follow the general requirements for testing and reporting new tests under
REACH, see Appendix 4.

Appeal
This decision, when adopted under Article 51 of REACH, may be appealed to the Board of

Appeal of ECHA within three months of its notification to you. Please refer to
http://echa.europa.eu/regulations/appeals for further information.

Failure to comply

If you do not comply with the information required by this decision by the deadline
indicated above, ECHA will notify the enforcement authorities of your Member State.

Authorised? under the authority of Mike Rasenberg, Director of Hazard Assessment

Appendix 1: Reasons for the decision

Appendix 2: Procedure

Appendix 3: Addressees of the decision and their individual information requirements
Appendix 4: Conducting and reporting new tests under REACH

2 As this is an electronic document, it is not physically signed. This communication has been approved
according to ECHA's internal decision-approval process.
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Appendix 1: Reasons for the decision
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0. Reasons common to several requests

0.1. Assessment of the read-across approach

1 You have adapted the following standard information requirements by using grouping and
read-across approach under Annex XI, Section 1.5:

i.In vitro gene mutation study in bacteria (Annex VII, Section 8.4.1.)

ii.In vitro cytogenicity study in mammalian cells or in vitro micronucleus study
(Annex VIII, Section 8.4.2.)

iii.In vitro gene mutation study in mammalian cells (Annex VIII, Section 8.4.3.)

iv.Screening for reproductive/developmental toxicity (Annex VIII, Section 8.7.1.)

2 ECHA has considered the scientific and regulatory validity of your read-across approach(es)
in general before assessing the specific standard information requirements in the following
sections.

3 Annex XI, Section 1.5. specifies two conditions which must be fulfilled whenever a read-

across approach is used. Firstly, there needs to be structural similarity between substances
which results in a likelihood that the substances have similar physicochemical, toxicological
and ecotoxicological properties so that the substances may be considered as a group or
category. Secondly, it is required that the relevant properties of a substance within the
group may be predicted from data for reference substance(s) within the group.

4 Additional information on what is necessary when justifying a read-across approach can be
found in the Guidance on IRs and CSA, Chapter R.6. and related documents (RAAF, 2017;
RAAF UVCB, 2017).

0.1.1. Predictions for toxicological properties

You provide a read-across justification document in IUCLID Section 13.

6 You predict the properties of the Substance from information obtained from the following
source substance(s):

i. Reactive Black 5, tetrasodium 4-amino-5-hydroxy-3,6-bis[[4-[[2-
(sulphonatooxy)ethyl] sulpho-nyl]phenyl]azo]naphthalene-2,7-
disulphonate (CAS 17095-24-8, old EC 241-164-5 or new EC 701-365-5)

ii. Reactive Red 198, 5-[[4-chloro-6-[(3-sulphophenyl)amino]-1,3,5-triazin-2-
yllamino]-4-hydroxy-3-[[4-[[2-
(sulphooxy)ethyl]sulphonyl]phenyl]lazo]naphthalene-2,7-disulphonic acid,
sodium salt (CAS 78952-61-1, EC 279-015-1)

7 You provide the following reasoning for the prediction of toxicological properties: "Given
that the metabolism of dyestuffs is understood and due to the similarities in the physico-
chemical properties between the molecules, and the common “skeleton” and cleavage
products of the structure, it is considered a viable conclusion to state that the expected
(eco)toxicological effects for Reactive Blue 250 and the structural analogues selected are
likely to be similar.”
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ECHA understands that your read-across hypothesis is based on the formation of common
(bio)transformation products. You predict the properties of your Substance to be
quantitatively equal to those of the source substance.

We have identified the following issue(s) with the prediction(s) of toxicological properties:
0.1.1.1. Missing supporting information

Annex XI, Section 1.5 requires that whenever read-across is used adequate and reliable
documentation of the applied method must be provided. Such documentation must provide
supporting information to scientifically justify the read-across explanation for prediction of
properties. The set of supporting information should strengthen the rationale for the read-
across in allowing to verify the crucial aspects of the read-across hypothesis and
establishing that the properties of the Substance can be predicted from the data on the
source substance(s) (Guidance on IRs and CSA R.6, Section R.6.2.2.1.f.).

As indicated above, your read-across hypothesis is based on the (bio)transformation of the
Substance and of the source substance(s) to a common compound(s). In this context,
exposure to the Substance and of the source substance(s) may also lead to exposure to
other compounds than the common compound of interest. The impact of exposure to these
non-common compounds on the prediction of properties of the target needs to be assessed
to ensure that a reliable prediction can be made.

You have provided experimental information with Reactive Black 5 and Reactive Red 198
assumed to produce only unmethoxylated benzene (bio)transformation product(s) whereas
the Substance is assumed to produce also mono methoxylated benzene (bio)transformation
product(s) according to your read-across justification document.

In your comments to the draft decision you indicate an available mammalian erythrocyte
micronucleus study and an in vitro bacterial reverse mutation assay with Reactive Red F01-
0481 (EC 464-700-1) that you intend to include in your dossier update. ECHA acknowledges
that Reactive Red F01-0481 is assumed to produce monomethoxylated (bio)transformation
product(s) based on your read-across hypothesis. These studies are related to gene
mutation and cytogenicity endpoints, and not to reproductive toxicity, which is also covered
by your read-across approach. You did not provide in your comments experimental data
with Reactive Red F01-0481, or with other monomethoxylated source substances that
would be assumed to produce monomethoxylated (bio)transformation product(s) based on
your read-across hypothesis, and related to the adapted information requirements.

You attached OECD QSAR Toolbox alert profiles and bioavailability predictions for
transformation products of source and target substances in your comments to the draft
decision. You state that it is not considered necessary to conduct additional studies with
Reactive Blue 250 “based on this additional information given on the monomethoxylated
transformation product and the additional data that will be added to the dossier update for
Reactive Blue 250 in combination with a revised Read-Across Justification.”

ECHA notes that there are structural differences between the target and source substances,
and their degradation products. While the similarity in presence or absence of structural
alerts may indicate that the differences do not influence the reactivity of the substance,
e.g., on the protein or DNA, this information does not confirm, on its own, that the
Substance and the source substances have similar toxicological properties. In fact, the
complexity of the systemic interactions and the large number of targets/mechanisms
associated with those broad areas of toxicity (e.g. reproductive toxicity) is not covered by
computational tools. Therefore, the structural alerts and bioavailability predictions reported
in your comments do not qualify as supporting information on the above mentioned
properties of the Substance and the source substances, such as, e.g., supporting
information that would include studies of comparable design and duration.
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In the absence of experimental information on source substance(s) producing mono
methoxylated (bio)transformation products, you have not provided sufficient supporting
information to scientifically justify your read-across hypothesis and the following read-
across predictions, because you did not assess the impact of exposure to these non-
common compounds on the prediction of properties of the target.

0.1.1.2. Adequacy and reliability of source studies

According to Annex XI, Section 1.5., if the grouping concept is applied then in all cases the
results to be read across must:

(1) be adequate for the purpose of classification and labelling and/or risk assessment;

(2) have adequate and reliable coverage of the key parameters addressed in the
corresponding study that shall normally be performed for a particular information
requirement;

(3) cover an exposure duration comparable to or longer than the corresponding study
that shall normally be performed for a particular information requirement if
exposure duration is a relevant parameter.

Specific reasons why the studies on the source substances do not meet these criteria are
explained further below under the applicable information requirement section 1. Therefore,
no reliable predictions can be made for these information requirements.

0.1.2. Conclusion on the read-across approach

For the reasons above, you have not established that relevant properties of the Substance
can be predicted from data on the source substance(s). Your read-across approach under
Annex XI, Section 1.5. is rejected.



20

21

22

23

24

25

26
27

FECHA

EUROPEAN CHEMICALS AGENCY

Reasons related to the information under Annex VII of REACH

1. In vitro gene mutation study in bacteria

An in vitro gene mutation study in bacteria is an information requirement under Annex VII,
Section 8.4.1.

1.1. Information provided
You have provided:
i an in vitro gene mutation study in bacteria (1986) with the Substance and

In addition, you have adapted this information requirement by using a Grouping of
substances and read-across approach based on experimental data from the following
substances:

ii. an in vitro gene mutation study in bacteria (1985) with the source substance
Reactive Black 5 applying Prival modification

1.2. Assessment of the information provided
We have assessed this information and identified the following issue(s):
1.2.1. Read-across adaptation rejected (study ii.)

As explained in Section 0.1., your adaptation based on grouping of substances and read-
across approach under Annex XI, Section 1.5. is rejected. In addition, ECHA identified
endpoint specific issue(s) addressed below.

1.2.2. The provided studies (i. and ii) do not meet the information requirement

To fulfil the information requirement, a study must comply with OECD TG 471 (Article 13(3)
of REACH). Therefore, the following specifications must be met:

i. if the Substance is an azo-dye or a diazo-compound, the test in presence of
metabolic activation is performed following the Prival modification;

ii. the test is performed with 5 strains: four strains of S. typhimurium (TA98;
TA100; TA1535; TA1537 or TA97a or TA97) and one strain which is either
S. typhimurium TA102 or E. coli WP2 uvrA or E. coli WP2 uvrA (pKM101);

The studies i. and ii. are described as an in vitro gene mutation study on bacteria.

However, the following specifications are not according to the requirements of the OECD
TG 471:

i although the tested substance is an a diazo-compound, the study i. in
presence of metabolic activation was not performed following the Prival
modification;

ii. the study ii. was performed with the strains TA 1535, TA 1537, TA 98 and
TA 100 (i.e., the strain S. typhimurium TA102 or E. coli WP2 uvrA or E. coli
WP2 uvrA (pKM101) is missing);
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The information provided does not cover the key parameter(s) required by the OECD TG
471.

Therefore, the information requirement is not fulfilled.
1.3.  Specification of the study design

To fulfil the information requirement for the Substance, the in vitro gene mutation study in
bacteria (OECD TG 471, 2020) is considered suitable.

Your Substance is an azo dye for which the standard procedure may not detect all
mutations. Therefore, you are required to use the Prival modification (see Paragraph 10 of
OECD TG 471).
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Reasons related to the information under Annex VIII of REACH

2. In vitro cytogenicity study in mammalian cells or In vitro micronucleus
study

An in vitro cytogenicity study in mammalian cells or an in vitro micronucleus study is an
information requirement under Annex VIII, Section 8.4.2..

2.1. Information provided

You have not specifically claimed an adaptation for this information requirement. However,
ECHA assessed your information under Annex VIII, Section 8.4.2., Column 2. To support
the adaptation, you have provided the following information:

(i) an in vivo micronucleus study (1984) with source substance Reactive Black 5
(i) an in vivo mammalian bone marrow chromosomal aberration test (1988) with
source substance Reactive Black 5

2.2. Assessment of the information provided
2.2.1. Read-across adaptation rejected

As explained in Section 0.1., your adaptation based on grouping of substances and read-
across approach under Annex XI, Section 1.5. is rejected.

Therefore your adaptation under Annex VIII, Section 8.4.2., Column 2 and relying on read-
across data is rejected.

2.3.  Specification of the study design

To fulfil the information requirement for the Substance, either in vitro cytogenicity study in
mammalian cells (Annex VIII, Section 8.4.2., test method OECD TG 473) or in vitro
micronucleus study (Annex VIII, Section 8.4.2., test method OECD TG 487) are considered
suitable.

3. In vitro gene mutation study in mammalian cells

An in vitro gene mutation study in mammalian cells is an information requirement under
Annex VIII, Section 8.4.3., in case of a negative result in the in vitro gene mutation test in
bacteria and the in vitro cytogenicity test.

3.1. Triggering of the information requirement

Your dossier contains no data for in vitro gene mutation study in bacteria and for in vitro
cytogenicity study in mammalian cells.

The result of the request 1 for information for an in vitro gene mutation study in bacteria
and of the request 2 for an in vitro cytogenicity study in mammalian cells will determine
whether the present requirement for an in vitro mammalian cell gene mutation study in
accordance with Annex VIII, Section 8.4.3 is triggered.
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Consequently, you are required to provide information for this information requirement, if
the in vitro gene mutation study in bacteria and the in vitro cytogenicity study in
mammalian cells or an in vitro micronucleus study provide a negative result.

3.2. Information provided

You have adapted this information requirement by using a Grouping of substances and
read-across approach and provided the following information:

i. An in vitro mammalian cell gene mutation study (2014) with source
substance Reactive Red 198

3.2.1. Read-across adaptation rejected

As explained in Section 0.1., your adaptation based on grouping of substances and read-
across approach under Annex XI, Section 1.5. is rejected.

3.3.  Specification of the study design

To fulfil the information requirement for the Substance, either the in vitro mammalian cell
gene mutation tests using the hprt and xprt genes (OECD TG 476) or the thymidine kinase
gene (OECD TG 490) are considered suitable.

4, Screening for reproductive/developmental toxicity

A screening for reproductive/developmental toxicity study (OECD 421 or OECD 422) is an
information requirement under Annex VIII, Section 8.7.1., if there is no evidence from
analogue substances, QSAR or in vitro methods that the substance may be a developmental
toxicant.

4.1. Information provided

You have adapted this information requirement by using Column 2 of Annex VIII, Section
8.6.1. To support the adaptation, you have provided the following information:

i. Justification: “A developmental/teratogenicity study without adverse effects is
available for a structural analogue, and is offered in Section 7.8.2. Hence, a
reproductive/developmental screening study has not to be performed
according to Column 2 of REACH Annex VIII. Furthermore, no effects were seen
on reproductive organs in the repeat dose study and the category of substance
(reactive dyes) is not known for reproductive toxicity effects. On the basis of
animal welfare it is proposed that the developmental/teratogenicity study in
conjunction with the lack of effects noted in the other toxicity studies is suitable
to address this endpoint”

ii. A prenatal developmental toxicity study (1994) with the source substance
Reactive Black 5

4.2. Assessment of the information provided

4.2.1. Read-across adaptation rejected
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As explained in Section 0.1., your adaptation based on grouping of substances and read-
across approach under Annex XI, Section 1.5. is rejected.

Therefore, your adaptation under Column 2 of Annex VIII, Section 8.6.1. is rejected.
4.3.  Specification of the study design

A study according to the test method EU B.63/0OECD TG 421 or EU B.64/0OECD TG 422 must
be performed in rats.

The study must be conducted with oral administration of the Substance (Guidance on IRs
and CSA, Section R.7.6.2.3.2.).

Therefore, the study must be conducted in rats with oral administration of the Substance.
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Appendix 2: Procedure

This decision does not prevent ECHA from initiating further compliance checks at a later
stage on the registrations present.

ECHA followed the procedure detailed in Articles 50 and 51 of REACH.

The compliance check was initiated on 15 November 2021.

ECHA notified you of the draft decision and invited you to provide comments.

ECHA took into account your comments and did not amend the request(s).

In your comments, you requested an extension of deadline. The deadline of the decision
was set based on standard practice for carrying out OECD TG tests. It has been
exceptionally extended by 12 months from the standard deadline granted by ECHA to take

into account currently longer lead times in contract research organisations.

ECHA notified the draft decision to the competent authorities of the Member States for
proposals for amendment.

As no amendments were proposed, ECHA adopted the decision under Article 51(3) of
REACH.
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Appendix 3: Addressees of this decision and their corresponding information
requirements

In accordance with Articles 10(a) and 12(1) of REACH, the information requirements for
individual registrations are defined as follows:

e the information specified in Annex VII to REACH, for registration at 1-10 tonnes
per year (tpa), or as a transported isolated intermediate in quantity above 1000

tpa;
e the information specified in Annexes VII and VIII to REACH, for registration at 10-
100 tpa;
Highest REACH
Registrant Name Registration number | Annex applicable

to you

Where applicable, the name of a third party representative (TPR) may be displayed in the
list of recipients whereas ECHA will send the decision to the actual registrant.
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Appendix 4: Conducting and reporting new tests for REACH purposes

1. Requirements when conducting and reporting new tests for REACH
purposes

1.1. Test methods, GLP requirements and reporting

(1) Under Article 13(3) of REACH, all new data generated as a result of this decision
must be conducted according to the test methods laid down in a European
Commission Regulation or to international test methods recognised by the
Commission or ECHA as being appropriate.

(2) Under Article 13(4) of REACH, ecotoxicological and toxicological tests and
analyses must be carried out according to the GLP principles (Directive
2004/10/EC) or other international standards recognised by the Commission or
ECHA.

(3) Under Article 10(a)(vi) and (vii) of REACH, all new data generated as a result of
this decision must be reported as study summaries, or as robust study
summaries, if required under Annex I of REACH. See ECHA Practical Guide on
How to report robust study summaries3.

(4) Under the introductory part of Annexes VII/VIII/IX/X to REACH, where a test
method offers flexibility in the study design, for example in relation to the choice
of dose levels or concentrations, the chosen study design must ensure that the
data generated are adequate for hazard identification and risk assessment.

1.2. Test material

Before generating new data, you must agree within the joint submission on the chemical
composition of the material to be tested (Test Material) which must be relevant for all
the registrants of the Substance.
(1) Selection of the Test material(s)
The Test Material used to generate the new data must be selected taking into
account the following:

e the variation in compositions reported by all members of the joint
submission,

e the boundary composition(s) of the Substance,

e the impact of each constituent/ impurity on the test results for the endpoint
to be assessed. For example, if a constituent/ impurity of the Substance is
known to have an impact on (eco)toxicity, the selected Test Material must
contain that constituent/ impurity.

(2) Information on the Test Material needed in the updated dossier

e You must report the composition of the Test Material selected for each
study, under the “Test material information” section, for each respective
endpoint study record in IUCLID.

e The reported composition must include all constituents of each Test Material
and their concentration values and other parameters relevant for the
property to be tested.

This information is needed to assess whether the Test Material is relevant for the
Substance and whether it is suitable for use by all members of the joint submission.

Technical instructions on how to report the above is available in the manual on How to
prepare registration and PPORD dossiers*.

3 https://echa.europa.eu/practical-guides
4 https://echa.europa.eu/manuals
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