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1.  General comments – overview 

Stakeholder no. General comment (if any) Outcome (if applicable) 

1 We welcome the opportunity to comment on the draft guideline on 
non-nonclinical local tolerance testing of medicinal products.  An 
important recommendation in the guideline is that evaluation of local 
tolerance by the intended clinical route of administration should be 
done in the context of standard toxicity testing and does not warrant 
stand-alone animal studies.  EFPIA PDC is fully supportive of this 
concept which is in alignment with current ICH guidance; however, 
we are concerned that there are certain sections of the guidance that 
could be misinterpreted to suggest that stand-alone local tolerance 
studies were needed in many cases.  We have suggested specific 
edits in relevant sections below to help clarify this point. 
 
The draft guideline does not address local tolerance testing after oral 
administration of medicinal products. It would be helpful to clarify 
what studies need be conducted for oral products, whether film-
coated tablets, uncoated tablets or oral solutions.  
 
In section 2 (Scope), the guidance states that it is applicable to all 
types of drug products including biotechnology-derived 
pharmaceuticals. However the remainder of the guidance seems 
much more relevant for the safety assessment of small molecule 
drugs e.g. reference to photosafety and sensitisation potential. It 
would be helpful to provide more clarity on which sections and/or 
procedures are relevant for different modalities and/or refer to 
ICHS6(R1) for testing of biotechnology products. 
 
Photosafety (Phototoxicity and Photosensitization) is referenced in 

Not accepted.  The Introduction and General Considerations 
sections make it very clear that “stand alone studies”are 
generally not recommended. 
 
 
 
 
 
 
 
 
 
New wording added guideline section 7. 
 
 
 
 
Wording revised. 
 
 
 
 
 
 
 
 
A separate section (8) has been added. 
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Stakeholder no. General comment (if any) Outcome (if applicable) 

Sections 6.1, 6.2, and 7.  It would be helpful to provide a separate 
section for Photosafety with reference to ICH S10 for testing 
strategy. 
 
Histopathology is referenced in multiple sections (6.1, 6.2, 6.3, 6.5, 
and 6.6) and is not consistently addressed (case-by-case basis 
compared to conducted unless justified as not needed).  It would be 
helpful to provide a separate section on histopathology and provide 
consistent terminology that should be considered on a case by case 
basis. 

 
 
 
 
The guideline has been amended for consistency, 
 

4 The European Coalition to End Animal Experiments (ECEAE) 
welcomes the proposal to review the current recommended approach 
to local tolerance testing and is grateful for the opportunity to 
comment on this draft. 
 
Lack of change 
We appreciate that the Agency has identified the need to update 
recommendations for local tolerance testing, which were last revised 
in 2001, partly in light of the new Directive on animals used in 
science (2010/63/EC).  
 
However, despite the intention to help promote the use of in vitro/ex 
vivo methods, we are disappointed to see that the recommendations 
have barely changed and animal tests still appear to be promoted as 
best practice.  
 
Significant developments have been made in the area of non-animal 
alternatives over the past 13 years and flaws with the original (and 
never validated) animal tests have become increasingly more 
evident. For example, the extreme variability to the rabbit eye 

Thank you 
 
 
 
 
 
 
 
 
 
 
This is not the intention.  In vitro studies are recommended 
whenever possible, as clearly stated throughout the 
guideline. 
 
 
Agree, hence the need to update the guideline. 
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Stakeholder no. General comment (if any) Outcome (if applicable) 

irritation test (Ohno et al. 1999, Lordo et al. 1999, Weil and Scala 
1971) and the over predictivity of the rabbit skin irritation test (Jirova 
et al. 2007).  
 
Whilst the guideline is now slightly less prescriptive in terms of the 
animal tests for each tissue type, the concept of a ‘testing strategy’ 
has been lost, when this could have been retained and improved 
upon with the naming of specific non-animal approaches. This would 
add value to the document as a guidance tool for industry and 
regulatory safety toxicologists. 
 
Change to structure 
In order that the central messages that 1. Local tolerance should be 
assessed, where possible, within the general animal toxicology tests 
and 2. Alternative methods are attempted first, we suggest the 
guideline is restructured. 
 
Currently, the comments for using non-animal test methods seem to 
be presented as a side bar to the mainstream animal-based tolerance 
testing. 
 
This guideline would be much more useful and worthwhile if it 
contained up-to-date descriptions of available non-animal 
alternatives and examples of how they could fit into a testing 
strategy or weight-of-evidence approach for each tissue of interest. 
We recognise the brevity of the document but the absence of any 
detail in many of these respects is limiting its use. 
 
We suggest the various local tissue exposures are addressed in the 
main body of the test with suggestions for how 1. Standard animal 

 
 
 
 
Not agreed.  As new alternatives are constantly being 
developed, it would be unhelpful to name specific 
approaches that might be subsequently replace by improved 
assays. 
 
 
 
 
Not agreed.  The guideline makes it clear that in vitro tests 
should be conducted whenever possible. 
 
 
 
Not agreed.  The preference for in vitro alternatives is stated 
clearly in the Introduction and General Considerations 
sections. 
 
The guideline deliberately avoids making specific assays 
recommendations in order to avoid the necessity to update 
if new tests are developed.  The final guideline will strongly 
recommend that the most up to date assays are used. 
 
 
 
Not agreed.  Measurement of local tissue exposures are not 
required for local tolerance investigations.  As stated in 
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Stakeholder no. General comment (if any) Outcome (if applicable) 

tests can be used, 2. Examples of non-animal approaches and finally 
3. In vivo tests that can be used as a last resort, in a hierarchical 
order. Providing the various test options within the context of a 
weight of evidence or tiered testing strategy for each tissue type 
would be more useful and progressive. Currently the outline is to 
describe the animal test and then mention the use of alternatives 
approaches at the end of each section. We suggest the order is 
reversed for all sections for consistency and to promote best practice. 
 
We suggest that section 5, describing the general principle for 
standalone animal tests is moved toward the rear of the document to 
avoid giving the message that this is actually the expected testing 
regime. Given that the clinical route is usually the one tested in acute 
and repeated dose toxicity tests, and therefore local effects can be 
assessed, justification for the need for a standalone animal test for 
local tolerance needs to be given. 
 

section 5.5 (choice of doses) it is considered more important 
to use the concentrations to be tested in humans.   As 
already stated, the preference for in vitro alternatives is 
stated clearly in the Introduction and General Considerations 
sections. 
 
A hierarchical approach is outlined in section 4 (General 
Considerations) 
 
Not agreed.  General principles should always precede 
specific sections. 
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2.  Specific comments on text 

 

Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

45 – 51 
 

1 Comment:  We support the concept that local tolerance 
testing is most appropriate as a component of the 
general toxicity testing and suggest the following edits 
to bring this concept earlier in the introduction.  In 
addition we request clarification be provided with 
regards to the use of the term “mechanical 
consequences”. Also, Testing strategy could refer to in 
vitro or in vivo studies, rather than non-clinical study 
design which is likely to be interpreted as in vivo 
studies. 
 
 
Proposed change (if any): 
Local tolerance testing is intended to support human 
exposure to a medicinal product (both active substance 
and excipient) at contact sites of the body following 
clinical use. In most instances, the evaluation of local 
tolerance by the intended clinical route of 
administration should be included as part of the 
general toxicity studies, and separate stand-alone 
studies are typically not warranted.  Although the final 
formulation may not be confirmed until late in clinical 
development, local tolerance testing should aim to 
support initial testing in clinical trials, as well as 
intending to support the final product. The non-clinical 
testing strategy should aim to distinguish between any 

Partly accepted, it is felt no extra clarification is needed. 
 
 
 
 
 
The guideline has been clarified on this point when considered 
necessary.  It is not accepted that non-clinical will always be 
interpreted as meaning an animal study. 
 
 
 
 
Not considered to be necessary. 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

effects resulting from  mechanical consequences of 
administration (e.g. local trauma due to administration 
procedure),  from purely physico-chemical actions of 
the product, or from toxicological or pharmacodynamic 
effects.  
 

53 – 57 
 

2 Comment: Many laboratories are highly experienced 
with APIs and standard internationally recognized 
excipients as well as their potential systemic toxicity, 
so that animal testing in such instances, where only 
known excipients and APIs are used, may not be 
necessary / indicated. 
 

This is recognised in the introduction and section 4 (General 
considerations).  The guideline has been further clarified to 
state that separate studies on known excipients are not 
required. 
 

53 – 57 
 

2 Comment: Although the general disclaimer on the 
intention to minimize animal studies is highly 
appreciated, language is used in the following sections 
appearing to mandate animal testing nonetheless (e.g. 
lines 78-80). Please rephrase. 
 
Proposed change (if any): 
Please consider adding a flow chart to bring together 
all the information on whether to conduct animal 
testing or use alternatives, e.g.: Weight-of-evidence–
analysis  if insufficient: in-vitro test  if insufficient 
or not feasible: animal test. 
 

The guideline has been amended to further clarify this issue 
 
 
 
 
 
A flow chart is considered to be unnecessary. 

53 – 57 
 

4 Comment:  
“Wherever possible, studies on animals should be 
substituted by validated in vitro tests in accordance 
with Directive 2010/63 on the Protection of Animals 

This has been amended in the text. 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

Used for Scientific Purposes. Where no alternative is 
recognised by the legislation of the Union, the 
numbers of animals used may be reduced by resorting 
to other methods and by implementing testing 
strategies, such as the of in vitro and other methods 
that would reduce and refine the use of animals.” 
 
This statement is not entirely correct. An alternative 
can and should be used regardless of whether it is 
recognised by legislation; most alternatives in fact will 
not be recognised by legislation. It is only when a 
method is recognised by legislation that member 
states have to enforce its use (see Article 4 of 
Directive 2010/63). 
 
We suggest text that is taken directly from the 
directive to avoid ambiguity. 
 
Proposed change:  
Wherever possible, a scientifically satisfactory method 
or testing strategy, not entailing the use of live 
animals, should be used instead of an animal study in 
accordance with Directive 2010/63. Where this is not 
possible, studies should be selected that (a) use the 
minimum number of animals; (b) involve animals with 
the lowest capacity of experiencing pain, suffering, 
distress or lasting harm; (c) cause the least pain, 
suffering, distress or lasting harm; and are most likely 
to provide satisfactory results. If animals are to be 
used, numbers of studies, animals, dose levels and 

 
 
 
 
 
 
 
Partly accepted.  The section has been amended to include a 
reference to the CHMP/CVMPO/JEG-3Rs guideline on 
acceptance of R approaches/ 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

routes of administration should be kept to a minimum 
to generate the required information. Provision of 
social housing, enrichment and humane endpoints 
wherever possible should be made. 
 
 

 
 
 

63 – 64 
 

2 Comment: Impurities / degradants are referred to in 
line 196. It is our impression that impurities / 
degradants are typically / efficiently dealt with in non-
local tolerance studies. 
 

This guideline is not intended to cover impurities, as stated in 
section 2. 

64 
 

1 Recommend informing the reader that impurity testing 
(et al) should follow appropriate guidelines.  Please 
refer to ICH Q3A-D, as relevant. 
 

This guideline is not intended to cover impurities, as stated in 
section 2 

68 – 69 
 

4 Comment: 
“This guideline should be read in conjunction with 
Directive 2001/83 as amended, Directive 2010/63 and 
all relevant ICH and CHMP guidelines.” 
 
A reference should be made to the soon to be revised 
EMA guideline on the “Replacement of animal studies 
by in-vitro models” to encourage applicants to seek 
advice on using alternative methods. 
 
Proposed change: 
This guideline should read in conjunction with Directive 
2001/83 as amended, Directive 2010/63 and all 
relevant ICH and CHMP guidelines, including 
CPMP/SWP/728/95 “Replacement of animal studies by 

Accepted. References have been added 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

in-vitro models” (as replaced). 
 

78 – 79 
 

1 Comments: 
It would be useful to state early in this section the fact 
that it is optimal to conduct these assessments in the 
context of the standard toxicity studies conducted with 
the proposed human formulation.  We have suggested 
edits below to convey the concepts currently in lines 
88-91 to the front of this section. 
As written, the text could suggest that “any” change in 
formulation would warrant discrete animal testing.  We 
would suggest that both for initial formulation as well 
as subsequent formulation changes, the assessments 
can be incorporated into standard toxicity studies, as 
appropriate. 
We suggest that a case-by-case approach be 
considered when assessing the need for local tolerance 
data in animals for minor changes in clinical 
formulation. 
 
Proposed change:    
This assessment of local tolerance should be 
incorporated into the standard toxicity studies 
conducted to support the first trials in humans.  “Stand 
alone” studies on local tolerance are generally not 
recommended and should not be undertaken until all 
available data relevant to the effects of the substance 
have been evaluated in a weight-of-evidence analysis.  
Changes in the clinical formulation can also frequently 
be assessed in standard toxicity testing conducted to 

Not accepted.  The guideline makes a number references to 
this fact. 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

support later phases of clinical development.  When 
changes in the clinical formulation are made during 
development, the need for local tolerance testing 
should be carefully assessed. Minor changes in the 
clinical formulation do not warrant local tolerance 
testing.  If there is sufficient experience with the type 
of formulation being considered, local tolerance testing 
of that specific formulation is not warranted. 
 
In order to reduce the number of animals as much as 
possible, local tolerance testing should if possible be 
part of other toxicity studies, and efforts should be 
made to include appropriate endpoints. “Stand alone” 
studies on local tolerance are generally not 
recommended 

78 – 79 
 

2 Comment: For many topical and transdermal products 
– including those applied to unusual sites such as the 
vagina, perioral and periocular tissue - the back as well 
as the volar and upper arm have been the preferred 
sites for the cumulative irritancy assay (Phillips et.al., 
1972), because the larger surface area permits 
multiple test materials to be applied at the same time. 
 

Noted, no revision to this non-clinical guideline is, however, 
considered necessary. 
 

78 – 80 
 

2 Comment: This section mandates animal testing prior 
to application of any formulation in human. Please add 
further wording to make clear that a risk-based 
approach can be taken to waive this requirement, as 
indicated in lines 91-94. 
 
Proposed change (if any): Tolerance should be 

This section has been revised. 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

determined at those sites that come into immediate 
contact with the medicinal product as a result of the 
method of administration. This should be taken place 
before the first trials in humans with any formulation. 
Animal studies may be waived for this purpose, if a 
risk-based analysis gives sufficient indication that no 
relevant irritation in human has to be anticipated. 
 

81 – 82 
 

1 Comment:  The approach to accidental or unintended 
administration described in the draft guidance is overly 
broad, inconsistent with ICH guidance on the topic, 
and may result in unnecessary animal 
experimentation.  ICH M3 (R2) highlights the lack of 
harmonization regarding the need for these studies.  
At a minimum, we suggest the EMA guideline be 
consistent with ICH M3R2 in terms of limiting these 
studies to parenteral products.  A preferred approach 
would be to suggest the need for animal studies to 
address inadvertent exposure should be assessed on a 
case-by-case basis considering a variety of factors.  If 
such studies are needed, we agree that the timing 
suggested (prior to Phase III) is appropriate.   
 
Proposed change: In addition, for those sites that 
might come into contact through accidental or 
unavoidable exposure to the product,, it is important 
to conduct an assessment of the potential for sites that 
might come into contact through accidental or 
unavoidable exposure to the product (for example, 
extravasation of a product intended for intravenous 

Not accepted.  The guideline is in accordance with ICH M3 
(R2).  However, reference M3 (R2) has been added. 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

administration); however, animal studies may not be 
needed to address this concern. Such an evaluation for 
local tolerance should be conducted before exposure of 
large numbers of patients (e.g., Phase III clinical 
trials). As described below, in vivo studies to assess 
accidental or unavoidable exposure should only be 
conducted after considering a variety of factors. 
 

81 – 83 
 

2 Comment: Unintended accidental contamination of the 
eyes or lips is always possible with topicals or 
transdermals. This would mean that irritative effects to 
eyes and lips would have to be tested in animal models 
for all topical or transdermal formulations. Please 
confirm that this is not the intention of the agency and 
clarify the wording. 
 

Partly accepted, the guideline has been amended to state that 
such testing should be conducted on a case-by-case basis and 
that a justification as to why such testing is unnecessary may 
be possible.  
 

88 – 90 
 

2 Comment: Going back to the 1960’s (Phillips et al.), 
irritation studies are typically “stand alone”, so that the 
laboratory staff can focus on subtle differences in 
irritation between test sites (varying concentrations, 
formulations, excipients, and controls), see comment 
on lines (236-240). 
Note that since there are 15 applications in the 
cumulative irritancy assay, a delayed challenge two 
weeks later permits identification of possible 
unexpected strong allergens. 
 

Noted.  No revision to the guideline is considered necessary. 
 

88 – 90 
 

2 Comment: Not for every formulation will there be 
further toxicological studies. Nevertheless, the draft 
guideline requests that all formulations to be applied in 

Guideline amended 
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Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

human should be tested for tolerance. This appears to 
be contradictory. Please clarify. 
 

88 – 90 
 

4 Comment: 
“In order to reduce the number of animals as much as 
possible, local tolerance testing should if possible be 
part of other toxicity studies, and efforts should be 
made to include appropriate endpoints. “Stand alone” 
studies on local tolerance are generally not 
recommended.” 
 
We welcome the recommendation that local tolerance 
studies should be conducted as part of general 
toxicology studies so as not to encourage further 
animal tests. However, there is no explanation or 
examples of the most appropriate studies that can be 
used to also assess local tolerance and how the 
assessment might fit into the testing protocol.  
 

Noted.  However, it is not the intention of this guideline to 
mandate which are the most appropriate studies to be 
conducted. 
 

91  -94 
 

4 Comment: 
“In vivo testing should not be undertaken until all 
available data relevant to the potential adverse effects 
of the substance have been evaluated in a weight-of-
evidence analysis. Such data will include the physico-
chemical properties of the product in its intended 
formulation, findings from one or more structurally 
related substances, and results from in vitro or ex vivo 
studies using validated assays.” 
 
We agree that a weight-of-evidence analysis should be 

Partly accepted.  This section has been amended. 
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conducted before animal tests are considered. 
However, the recommendation that animals should 
only be seen as a very last resort could be emphasised 
in this paragraph. 
 
Proposed change: 
“Standalone” In vivo testing should be considered as a 
last resort and should not be undertaken until all 
available data relevant to the potential adverse effects 
of the substance have been evaluated in a weight-of-
evidence analysis. Such data will include the physico-
chemical properties of the product in its intended 
formulation, findings from one or more structurally 
related substances, and results from in vitro or ex vivo 
studies using validated assays. If sufficient data can be 
generated using these methods, then a standalone 
animal test may not be necessary.” 
 

91 – 94 
 

1 Comment1: Lines 91-94 emphasize in silico and in 
vitro approaches that might be able to predict 
irritation/corrosion and prevent unnecessary animal 
use. Since these approaches should be tried before any 
in vivo toxicity work is conducted, they should also be 
emphasized early on in the guidance. Only when they 
are found to be insufficient and/or inappropriate to 
predict local tolerance, then in vivo testing should be 
considered.  
 
 
Proposed change: Move content of lines 91-94 to the 

Partly accepted, this section has been amended. 
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beginning of Section 4. 
 
Comment 2: Recommend revising to state "may" 
include to introduce some degree of flexibility because 
all of this information may not be available in every 
case but that would not necessarily preclude an 
assessment.   
 
Proposed change: “Such data will may include the 
physico-chemical properties of the product in its 
intended formulation…” 
 
Comment 3: Recommend removing the phrase “using 
validated assays”. These assays are generally 
performed in a research non-GLP environment. 
“Validation” is an ambiguous word and is often used to 
define a formal process to gain acceptance of a GLP 
assay.  
 
Proposed change:  “Such data will include the physico-
chemical properties of the product in its intended 
formulation, findings from one or more structurally 
related substances, and results from in vitro or ex vivo 
studies using validated assays.” 
 
 

91 – 94 
 

2 Comment: Skin tolerance studies may be conducted 
before the final formulation has been decided upon, 
and the formulations tested might differ slightly from 
the final formulation. It is our impression, that no 

Partly accepted, a statement on formulation change has been 
included. 
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additional testing would be required in these cases. 
Please clarify. 
 
Proposed change (if any): In vivo testing should not be 
undertaken until all available data relevant to the 
potential adverse effects of the substance have been 
evaluated in a weight-of-the-evidence analysis. Such 
data will include the physico-chemical properties of the 
product in its intended formulation, findings from one 
or more structurally related substances, findings from 
closely related formulations, and results from in vitro 
or ex vivo studies using validated assays. 
 

91 – 94 
 

2 Comment: In essence, the reference to a weight-of-
the-evidence analysis could be considered a risk-based 
approach to waive the requirement of conducting 
animal studies prior to application in man, as laid down 
in lines 78-80. Please rephrase to clarify this topic. 
 
Proposed change (if any): In vivo testing should not be 
undertaken until all available data relevant to the 
potential adverse effects of the substance have been 
evaluated in a weight-of-the-evidence analysis. Such 
data will include the physico-chemical properties of the 
product in its intended formulation, findings from one 
or more structurally related substances […], and 
results from in vitro or ex vivo studies using validated 
assays. Depending on the results of this analysis, no 
further in vivo testing may be required. 
 

The section has been revised. 
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95 – 104 
 

1 Comment: The content of lines 99-104 may appear 
contradictory with line 95-99. We realise that the 
wording more or less is copied from ICH Topic M 3 
(R2) Non-Clinical Safety Studies for the Conduct of 
Human Clinical Trials and Marketing Authorization for 
Pharmaceuticals (CPMP/ICH/286/95). Maybe this could 
be enhanced in the text 

Reference to ICH M3(R2) is included. 
 

95 – 98 
 

2 Comment: A dermal microdose study, supported by an 
appropriate toxicology package, permits knowledge of 
the inherent penetrating capacity of a pharmacological 
agent – and may precede the availability of the final 
formulation. Typically, this is performed with non-novel 
vehicles, so that local tolerance studies may not be 
required. This is also done with dermato-
pharmacokinetics, irritation, sensitization and 
photoeffects. 
 

Accepted, guideline amended. 
 
 

99 – 104 
 

1 Comment:  The support of limited human 
administration by non-therapeutic routes currently 
suggests that an animal study should be conducted in 
a single dose local tolerance study.   While there are 
situations where this may be appropriate (novel 
vehicle, lack of prior animal experience by that route, 
etc.), we would advocate a case-by-case approach be 
allowed which would consider the physio-chemical 
properties of the molecule, prior experience in animals 
with the proposed route, prior clinical experience with 
similar formulations, etc.  With appropriate supporting 
data, it may not be necessary to conduct a stand-alone 
local tolerance study to support limited human 

Accepted, the section has been amended. 
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exposures by a non-therapeutic route. 
99 – 104 
 

2 Comment: Microscopic examination would require 
conduct of biopsies. These invasive procedures should 
not be mandated on a routine basis. 
 

Not accepted as such.  Animals used for local tolerance 
studies are usually killed at the end of the study.  Guideline 
states that histopathological examination should be 
considered on a case by case basis. 
 

122 – 124 
 

1 Comment: Most of the nonclinical testing program is 
often competed by the time the clinical formulation is 
determined and/or Phase III.  When this is the case, 
the guidance seems to require stand alone in vivo 
studies.  If the intent is to decrease the use of animals, 
perhaps the weight of evidence with the existing 
formula used in the toxicology studies would suffice. 
 
Emphasize that from the standpoint of animal use, 
contra-lateral administration of the control vehicle is 
recommended and a separate animal control group is 
not needed unless scientifically justified. Also, delete 
“considered”, unless referring to in vitro tests.  In 
accordance with Directive 2010/63 efforts to reduce 
and refine the use of animals, non-stand alone in vivo 
studies should not warrant a positive control.  In vitro 
studies may. 
 
Proposed change:  
 
A justification will have to be made when the clinical 
preparation is not used. This can be based on a weight 
of evidence approach derived from the formulation 
used in the toxicology studies along with bibliographic 

Partly accepted, a statement on formulation change has been 
included. 
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information and precedent for the excipients used in 
the final formulation. Contra-lateral administration of 
the control vehicle is recommended and a separate 
animal control group is not needed unless scientifically 
justified. Positive controls/reference substances are not 
necessary. 

122 – 124 
 

2 Comment: Cf. lines 105-106 
 
Proposed change (if any): Local tolerance testing 
should be conducted with the intended final product in 
man, using the vehicle and/or excipients in treating the 
control group(s). A justification will have to be made 
when the clinical preparation is not used. Typically, the 
justification will be based on knowledge of the 
excipients rather than additional clinical/laboratory 
testing. 
 

Partly accepted, a statement on formulation change has been 
included. 

122 – 124 
 

2 Comment: Tests on acute and cumulative irritation in 
man are often performed with occlusion – which often 
exaggerates the clinical response, when the product is 
non-occlusive. Often, local effects are seen with 
occlusion, which will not be seen without. Furthermore, 
many products are not intended to be applied 
repeatedly to the same site – but during the assay, the 
formulation may be re-applied to the same site to 
exaggerate exposure. Thus, reference substances of 
know acceptability in man are often helpful in clinical 
interpretation/extrapolation. 
 
Proposed change (if any): Local tolerance testing 

Not accepted, regardless of whether reference products are 
used in the clinical, positive controls and reference materials 
are not considered necessary in the non-clinical evaluation of 
local tolerance. 
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should be conducted with the intended final product in 
man, using the vehicle and/or excipients in treating the 
control group(s). A justification will have to be made 
when the clinical preparation is not used.  
 

124 
 

3 Comment:  
We agree that positive control/reference substances 
are not considered to be necessary but negative 
control seems to be mandatory from our point of view. 
 
Proposed change (if any):  
Positive controls/reference substances are not 
considered to be necessary. However, a negative 
control should be used for an adequate interpretation 
of findings regarding local tolerance. 

Not accepted, reference products are not considered always 
necessary and are not mandated. 
 

125 -129 
 and 130-
134 

5 Comment: 
“Choice of Dose” says “The actual concentration of 
active substances to be used in humans should be 
tested.”  However, it does not say anything about 
adequate volume or absolute dose (conc. x volume) 
per site, body or body weight.  For example, if the 
actual concentration of a solution in clinical use is 10 
mg/mL and its volume is 2 mL/site (absolute dose is 
20 mg/site), it is unclear how much volume of solution 
at concentration of 10 mg/mL should be exposed to 
the local site to evaluate local tolerance in animals.  To 
address this issue from viewpoint of animal welfare, 
maximum acceptable volume per local site, body 
weight or body should be clarified for each animal 
species and each administration route in the section of 

Not accepted, the guideline does state that doses may be 
adjusted by varying the frequency if administration and other 
sections also discuss dose. 
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“Animal Welfare”.  Or referring to the other guidelines 
about animal welfare would be enough. 

126 – 129 
 

1 Comment:  Similar to prior comments, the choice of 
dose will be driven by the overall design of the toxicity 
study in most cases.  This section is relevant only to 
stand-alone studies. 
 
Proposed change -   add to start of section: In those 
instances when “stand alone” studies are warranted, it 
is…. 
 

Accepted, section amended. 
 

127 
 

3 Comment:  
It is not clear what is the meaning of the actual 
concentrations of active substance in the following 
sentence: 
“The actual concentration of active substances to be 
used in humans should be tested” 
Do you mean the intended dose and/or concentration 
in human or the dose and/or concentration leading to 
the same expected exposure (AUC or Cmax) in 
human? 

Accepted, clarification added 
 

127 – 128 
 

1 Comment: The sentence is unclear. To what extent 
does dose need to be adjusted? Mimicking human 
exposure of API in terms of mg/kg/day may result in 
unfeasibly or unacceptably large dose volumes in the 
test animal. Presumably, it is a set volume of 
formulation (e.g. 1 mL) rather than dose of API that is 
most important to test in the system and it would be 
helpful if the guidance could clarify this.  
 

Partly accepted, the guideline has been amended with regards 
to maximum doses and volumes to be used. 
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Proposed change: The dose may not need to be 
adjusted since the purpose of the test is to determine 
the local irritation of the dosing formulation. The actual 
concentration of active substance to be used in 
humans should be tested, while the dose may vary 
especially in cases of parenteral administration. In 
these cases, local concentration and volume should be 
the parameters considered for testing local tolerance.   
The actual concentration of active substances to be 
used in humans should be tested. The dose may then 
be adjusted by varying the frequency of 
administration. 
 

131 – 134 
 

4 “Care should be taken to minimise exposure of animals 
to irritants by terminating the experiments before the 
point where severe adverse reactions are seen and the 
continuation is not expected to provide results 
essential for risk assessment.” 
 
Comment: 
Avoidance of testing irritating or corrosive substances 
on animals may be prevented by the use of alternative 
approaches first. 
Irritation effects may be fairly instant so monitoring of 
the animals is also important. 
 
Suggested change: 
“Care should be taken to minimise exposure of animals 
to irritants by assessing the irritation potential using 
non-animal approaches first, and if these are not 

Partly accepted, guideline amended. 
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conclusive, by close monitoring of the animals and 
terminating the experiments before the point where 
severe adverse reactions are seen and the 
continuation is not expected to provide results 
essential for risk assessment.” 
 

136 – 141 
 

1 Comment:  similar to prior comments, needs to be 
revised to reflect fact that assessments will typically be 
done in standard toxicity studies. 
 
Proposed change (if any) - add to start of section: In 
those instances when “stand alone” studies are 
warranted, it is…. 
 

Partly accepted, the guideline has been clarified. 

137 – 138 
 

1 Comment: Since both frequency of administration and 
choice of dose have already been addressed in the 
guidance, to prevent confusion, suggest deleting a 
reference to these particular items under heading 
"Route of Administration". 
 
Proposed change:  
The anatomy and physiology of the application site in 
the selected test model have to be taken into 
consideration when selecting dose levels and frequency 
of administration. 

Accepted, guideline amended 
 

138 
 

5 Comment: 
"route od administration"  
 
Proposed change (if any): 
"route of administration" 

Accepted, the guideline has been amended to mention oral 
dosing. 
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139 
 

1 Comment:  
Section 5.7 states that “Testing different routes of 
administration in the same animal should be avoided”.  
The rationale for this is not entirely clear. Why is this 
inappropriate, since it will result in decreased animal 
use? reasons?  
 
Proposed change: Testing different routes of 
administration in the same animal should be avoided is 
recommended to minimize animal use if it does not 
compromise the scientific objectives of the study and 
the welfare of the animals 
 

Partly accepted, while this may increase the number of 
animals used, individuals may suffer.  The test has been 
revised. 
 

139 
 

3 Comment:  
For “accidental administration” and provided that 
systemic tolerance is not compromised, different 
routes can be performed in the same animal as it 
allows reducing the animal number. 
 
Proposed change (if any): Testing different routes of 
administration in the same animal should be avoided 
(exception “accidental administration”).  
 

Partly accepted text has been amended. 
 

139 
 

5 Comment: 
The draft guideline mentions that "Testing different 
routes of administration in the same animal should be 
avoided".  
This should be judged case-by-case basis. The 
different dosing route should be permissible especially 

Partly accepted text has been amended. 
 



   

 
Overview of comments received on 'Draft guideline on non-clinical local tolerance testing of medicinal products’  
EMA/CHMP/SWP/2145/2000 Rev. 1  

 

EMA/699381/2014  Page 26/51 
 

Line no. Stakeholder no. Comment and rationale; proposed changes Outcome 

in larger animals when the dosing does not affect each 
other and the number of animals used can be reduced. 
  

143 – 144 
 

2 Comment: Reference is made to the known imperfect 
transferability of data from animal skin to human skin 
(e.g. Basketter et al., 2012; Dermatotoxicology, 
2012). Please provide a rationale for the conduct of 
animal testing if the results are not representative for 
the results to be expected in human. (cf. lines 109-
112) 
 

Not accepted, while extrapolation may be less than perfect, it 
is however considered that animal studies can be predictive 
for human adverse effects. 
 

154 – 155 
 

1 Comment: Indicate that screening approaches may be 
appropriate for animal welfare reasons. 
 
Proposed change: In these cases an ocular tolerance 
test using a single administration should be performed. 
Screening approaches, where the test material is 
initially applied to only one animal, may be considered 
before dosing larger number of animals with the test 
article.” 
 

Accepted, guideline amended. 
 

156 
 

1 Comment: Although the section states it is rare for a 
compound to be developed or ocular use that is a 
sever irritant, these studies would minimize potential 
for ocular corrosives and severe irritants being tested 
further.   
 
Proposed change: Recommend that in vitro testing for 
corrosive nature of the compound should be 
considered prior to in vitro testing for corneal 

Partly accepted, the section has been amended. 
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opacity/permeability or in vivo testing for ocular 
tolerance. 
 

156 – 160 
 

4 Comment: 
“Consideration should be given to the inclusion of 
validated in vitro tests. However, it should be 
appreciated that such tests are generally used, under 
certain circumstances and with specific limitations, to 
classify substances as “ocular corrosives and severe 
irritants”.  
 
This statement is outdated and therefore now 
incorrect. In July 2013 the OECD published revised 
test guidelines for two key alternative tests – the 
Bovine Corneal Opacity and Permeability (BCOP) test 
and the Isolated Chicken Eye (ICE) test (TG 437 and 
TG 438 respectively)- permitting them to be used to 
identify non-irritant substances, on the basis of an 
analysis of the previous validation studies. (OECD 437 
and OECD 438 guidelines, 2013).  
 
Examples of available non-animal tests for ocular 
irritancy testing, including validated ex vivo tests such 
as the BCOP and ICE tests mentioned above, and 3D 
human tissue models such as the Human Corneal 
Epithelium (HCE) model (Skin Ethic website) and 
EpiOcular (MatTek website), should be listed in this 
section and described.  
 
While we appreciate that these methods have a 

Partly accepted, the section has been amended. 
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predominant use in the chemicals and cosmetics 
industries, the validation studies in fact covered a wide 
range of chemical classes (see the TGs).  
 
There are increasing reports of their use in drug safety 
and efficacy studies and they should therefore be 
included as an option for use within a testing strategy 
or weight-of-evidence approach. They are of course 
already in use to assess corneal permeability for drug 
products (Reichl 2008). 
 
For a review of these methods for pharmaceutical use 
see Dholakiya and Barile (2013). 
 
Some examples, 
 
MatTek recently used their corneal model (EpiOcular) 
to test the safety and efficacy of three therapeutic 
agents for the treatment of conjunctivitis and keratitis. 
The study concluded that the bactericidal agents 
tested were not irritating to the eyes and had the 
ability to treat bacterial eye infections (Etzinger, 
2011). 
The BCOP has been evaluated for its use to test the 
safety of niosomes (Abdelkader et al. 2012). 
The BCOP has been evaluated for a large number of 
personal care products, including lotions and cleansers 
(Donahue et al. 2011) 
 

160 – 163 4 Comment: Partly accepted, the section has been amended. 
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 “Products that are intended to be repeatedly 
administered to the eye, therefore, will require more 
extensive testing than those for which accidental 
exposure may occur and in vivo studies may be 
required. However, for ocular products, the local 
tolerance testing should be part of the general toxicity 
studies as stated in Sections 1 and 4.” 
 
This statement should be moved to the beginning of 
the section on ocular tolerance testing to emphasise 
the fact that these tests (if deemed absolutely 
necessary) should only be conducted as part of general 
toxicology studies and not as stand-alone tests using 
additional animals. 
  

 

164 – 167 
 

1 Comment: The word “investigations” appears in 
several places throughout the document. While it is 
understandable that specific tests would not be 
described in this guidance, it would be helpful to 
delineate the types of investigations so that this is not 
so open-ended. 
 
Proposed change: Replace “investigations” with more 
specific terminology such as “ophthalmologic 
evaluation”. 

Not accepted. It is not the intention of this guideline to give 
specific study designs. 
 

165 – 166 
 

4 Comment: 
“Investigations on the different tissues in contact with 
the product as well as of the lens, the vitreous body 
and the ocular fundus should be included. The areas 
surrounding the eyes, including the lids, conjunctiva, 

Partly accepted, the section has been amended. 
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nictitating membrane, cornea and iris, should also be 
examined during the test.” 
 
We are concerned about the request for additional 
investigations into other parts of the eye and question 
whether this is necessary. Effects on the cornea, 
covered by OECD TG 437 and 438 are considered “the 
major driver of classification in vivo”, while human 
primary epithelial cell culture models can be used to 
study conjunctival inflammation (Garcia-Posadas, 
2013). 
 

166 – 167 
 

1 Comment:  The cornea and iris are not areas 
surrounding the eye.  These should be moved to the 
previous sentence. 
 
Proposed change: Investigations on the different 
tissues in contact with the product as well as of the 
lens, the vitreous body, and the ocular fundus, and 
the cornea and iris should be included. The areas 
surrounding the eyes, including the lids, conjunctiva, 
nictitating membrane, cornea and iris, should also be 
examined during the test.” 
 

Not accepted. Text is considered satisfactory. 
 

167 
 

1 Comment: “Investigations on the anaesthetising 
properties of the administration compound should also 
be included.”  
Please specify in what cases this test is required and 
which type of investigations should be considered in 
this context. 

Not accepted. It is not the intention of this guideline to give 
specific study designs. 
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167 
 

1 Comment: Recommend removing this statement as it 
is not currently included in the battery of testing.  
Reliable validated assays are not available.  
 
Proposed change “Investigations on the 
anaesthetising properties of the administration 
compound should also be included.” 
 

Partly accepted, the wording has been revised. 
 

173 
 

2 Comment: Consider that some skin products will 
undoubtedly only be used once in years and it is 
possible that repeated dose tolerance testing and 
evaluation of sensitization potential will not be 
necessary. 
 

Not accepted.  
 

173 
 

2 Comment: Some products when applied in human will 
have little relevant exposure to light (a product only 
used in the operating room once) and may not require 
photosafety testing. Please clarify that the criteria to 
determine whether photosafety testing is required, as 
laid down in ICH S10, do apply (cf. lines 168-169). 
 

Not accepted.  This guideline states than an evaluation should 
be taken.  ICH S10 discusses the criteria by which the 
evacuation may lead to a need for further testing.  However, 
to increase clarity, the word evaluation has been replaced by 
assessment in keeping with ICH S10. 
 

175 
 

1 Comment: The meaning of the term “new vehicles” is 
unclear. Is this a novel vehicle that has not been 
included in a marketed dermal formulation or for which 
there are no human or animal safety data? 
 
Proposed change: clarify the term “new vehicle”. 

Accepted, text amended 
 
 

178 – 179 
 

2 Comment: cf. comment on lines 91-94 regarding final 
formulation. 

Accepted, text amended. 
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178 – 184 
 

2 Comment: Verbal clarification appears to be helpful, as 
indicated below. 
 
Proposed change (if any): As a general rule, the 
formulation that is intended to be used clinically should 
be used in all tests. The concentration of API or 
excipients per unit area may or may not influence 
absorption and local tolerance. As a consequence, if a 
range of doses is to be tested (e.g. determination of 
systemic toxicity by dermal administration), this 
should be achieved by altering the amount of the 
product applied and/or by changing the area of 
administration. Whether or not occlusive dressings are 
employed depends on the intended clinical use of the 
product and the need for exaggerated exposure for 
hazard identification. 
 

Not accepted, text is considered to be acceptable.  

183 – 184 
 

1 Comment: Clarify the scope of justification behind the 
use of occlusive dressings. 
 
Proposed change:  
Whether or not occlusive dressings are employed may 
depends  partly on the intended clinical use of the 
product as well as practical considerations, including 
the ability of the animals to ingest the test 
substance/vehicle by grooming.” 
   

Accepted, text amended. 
 
 

185 – 187 
 

4 Comment: 
“Irritancy tests are generally performed in the rabbit 

Partly accepted, a statement has been added to section 6 
emphasising that the section only applies to products where 
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or minipig, often on shaved intact skin and on an 
equivalent area of shaved and abraded skin. It should, 
however, be noted that abrasion can lead to an 
oversensitive model, and that the need to use it should 
be evaluated on a case-by-case basis.” 
 
A wide range of highly sophisticated and predictive 
non-animal irritancy tests are now available and are 
already in widespread use in other industries.  
 
Reconstituted human skin models (sold commercially 
in kits such as EpiSkin, EpiDerm, Skin Ethic, and EST-
1000) have undergone extensive validation by ECVAM 
and have been accepted for regulatory use (OECD 431 
and OECD 439) to assess the skin corrosion/ irritation 
potential of a wide range of chemical classes.  
 
There are a number of studies describing their use for 
pharmaceutical-relevant products (Abla and Banga 
2014, Pardeike and Müller 2009, Raposo et al. 2013, 
Yadav et al. 2013) 
 
MatTek has been using their skin model, EpiDerm, to 
assess the irritation potential of medical device 
extracts. Their results indicate that the skin model 
may be a suitable alternative to the ISO 10993-
required rabbit skin irritation test for medical device 
biocompatibility (Casas, 2013). 
 
Again, it would also be useful to include a suggested 

no in vitro assays are available 
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testing strategy or weight-of-evidence approach for 
dermal tolerance testing. For example, Eli Lilly recently 
teamed up with the Institute for In Vitro Sciences 
(IIVS) to develop a tiered testing strategy using 
validated in vitro assays for the assessment of skin 
and eye corrosion/irritation of pharmaceutical 
intermediates. The study, which used the EpiDerm 
skin/corrosion irritation assay, the Corrositex assay 
(OECD 435) and the BCOP assay, concluded that the 
use of these methods in a testing strategy is a reliable 
tool with “wide applicability in industry for the purpose 
of safety profiling of intermediates or final products”. 
(Calufetti, 2013). 
 

185 – 193 
 

1 Comment: In general this section is overly specific and 
inconsistent with the rest of the document. In addition, 
the term “irritancy test” should be defined as this 
terminology is not used elsewhere in the document. 
 
Proposed change: “Tests are generally performed 
in the minipig and rabbit which are the species of 
choice for dermal tolerance testing.  Abraded 
skin technique is often used and it should be 
noted that abrasion can lead to an oversensitive 
model and that the need to use this technique 
should be evaluated on a case-by-case basis. 
Examination of the skin will be conducted and 
the duration of the study will depend on the 
severity of skin response after administration. If 
the changes persist, observation may in some 

Not accepted, text is considered to be acceptable. 
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cases be necessary for up to 8 days after 
administration and may require amendment to 
the original protocol.” 
 

188 – 189 
 

1 Comment: Minipigs are introduced as a potential 
species at the start of this section so it doesn’t seem 
appropriate to refer to them as an alternative here. 
 
Proposed change: “Alternatively, minipigs may be 
another species of choice, as their skin is anatomically 
more similar to humans. Vehicle controls should be 
included.” 
 

Accepted, text amended. 
 

190 
 

1 Comment: Since it’s unclear whether this is meant to 
cover a single or repeat-dose exposure, suggest 
revising to read below. 
 
Proposed change: The duration of the study 
observation period 
 

Accepted, text amended. 
 

190 – 191 
 

2 Proposed change (if any): The duration of the study 
post exposure will depend on the changes observed at 
24, 48 and 72 hours after administration. 
 

Accepted, text amended. 
 

191 – 193 
 

1 Comment: Delete a reference to an 8 day post-
observation period, since longer observations may be 
more appropriate in some cases. Also, delete reference 
to protocol amendment, which appears out of place. 
 
Proposed change: 

Partly accepted, text clarified 
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If the changes persist, longer observation may in some 
cases be necessary. for up to 8 days after 
administration and may require amendment to the 
original protocol    
 

192 
 

2 Comment: The guinea pig and other animal models 
may be appropriate as screening tools. 
 

Accepted, text amended. 
 

194 – 195 
 

2 Comment: Histopathology examination may be done in 
animals, but the criteria for when this would be of 
value, are uncertain at present (Contact Allergy 
predictive tests in guinea pigs, 1985) 
Histopathology in human studies is infrequently done. 
 

Partly accepted, text has been modified. 
 

196 
 

1 Comment: Emphasize that the “degradation products 
produced” should be characterized along with the test 
article if the clinical formulation is used. 
 
Proposed change: Consideration, including appropriate 
characterization, should also be given to the type and 
amount of any degradation products produced. 
 

Not accepted, text is considered to be satisfactory. 
 

196 – 199 
 

2 Comment: Clarification: Documentation of degradation 
products is typically performed in vitro during the CMC 
process. It is essential to separate degradants and 
metabolic products. 
 

Noted, however the guideline does not ask for studies on 
metabolites.  The likelihood of unique human metabolites 
occurring following dermal or ocular administration is low and 
if it does occur, this will generally not be recognised until 
human dosing has occurred and would, therefore, not require 
additional animal testing. 
 

205 2 Comment: Please clarify that this does not apply for Accepted, text amended. 
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 quantitative changes in the patch matrix (changes in 
ratio of excipients and/or API) nor for supplier changes 
of starting materials, in case a patch has been 
previously tested. 
 
Proposed change (if any): The complete transdermal 
system should be tested for local tolerance, rather 
than separate tests on the individual components and 
the test material, even if the components have been 
tested previously. A weight-of-the-evidence approach 
can be used to determine whether existing data 
sufficiently characterizes the skin safety profile of a 
new formulation. 
 

 
 

206 
 

2 Comment: Most transdermal systems are per se 
occlusive. Meaning of sentence is unclear. 
 

Accepted, text amended 
 

208 – 209 
 

2 Comment: Cf. comment on lines 194-195. 
 

Accepted, text amended 
 

210 – 211 
 

2 Comment: Cf. comment on lines 196-199. 
 

Accepted, text amended 
 

213 – 214 
 

4 Comment: 
“Parenteral tolerance testing includes iv, intra-arterial 
(ia), intramuscular (im), intrathecal, and subcutaneous 
(sc) routes.” 
 
It should be emphasised at the beginning of this 
section that parenteral local tolerance should be 
assessed as part of other toxicological studies and not 
as a stand-alone test. A brief description of how local 

Partly accepted, text has been clarified in a previous section. 
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site of contact effects in the repeated dose tests, 
conducted by the parenteral route, for example, can 
be used to cover the parental route local tolerance 
should be provided. 
 

213 – 214 
 

4 There are a number of in vitro muscle cell based 
methods for assessing injection site tolerance (see Gad 
2009). These are mostly based on assessment of 
creatinine phosphokinase released by the tissues 
surrounding the injection site.  
 
Other in vitro irritation methods have also been used 
in a strategic approach to assess injection site 
tolerability (e.g. Eichenbaum et al. 2013). 
 

Agreed. 
 

222 
 

4 Comment: 
Given that the clinical route should be used for 
repeated dose testing, it should be reiterated here that 
local tolerance in the rectum can be assessed in these 
studies. 
 

Guideline has been amended to remove this section as it is 
not imagined that “stand alone” studies to assess local 
tolerance would ever be necessary for this route. 

229 – 234 
 

4 Comment: 
Examples of non-animal alternatives are not given in 
the vaginal tolerance testing section, which gives the 
impression that there are none available. Significant 
advances have been made in this area and this should 
be reflected in the guideline instead of continuing to 
only promote animal tests (Costin et al. 2011). 
 
3D human vaginal tissue models are now available, 

Guideline has been amended to remove this section as it is 
not imagined that “stand alone” studies to assess local 
tolerance would ever be necessary for this route. 
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including EpiVaginal (MatTek website) and HVE (Skin 
Ethic website), for use in a wide range of applications 
such as vaginal irritation testing, microbicide testing, 
drug delivery tests, sexually transmitted infection 
testing (including HIV prevention drugs) and feminine 
hygiene tests. For example, MatTek have recently used 
EpiVaginal to develop models for genital herpes, 
chlamydia and gonorrhoea which they conclude can be 
used to study the safety and efficacy of candidate 
therapies aimed at preventing or treating these 
infections (Landry, 2013). 
 
Another available test that does not involve the use of 
live mammals is the slug mucosal irritation (SMI) 
assay, which has been validated as an alternative 
assay for local tolerance testing of drug products 
administered via the vaginal route (Dhont, 2004 and 
Dhont, 2005) or other mucous membranes (including 
the eyes – Adriaens, 2002 – and nasal membrane – 
Lenoir, 2013). “To date more than 200 raw materials, 
experimental and commercial formulations with known 
animal and clinical irritation fate have been used to 
optimise and validated the SMI assay for assessing the 
local tolerance of pharmaceuticals.” (Adriaens, 2006).  
 
The SMI assay provides an advantage over the in vivo 
rabbit test because it is also able to detect burning and 
stinging sensations, which can be a limiting factor for 
vaginal products. For example, a study was conducted 
to assess the local tolerance of several over-the-
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counter and experimental vaginal formulations in both 
the SMI assay and human volunteers. The results 
demonstrated that the SMI is able to predict genital 
burning and stinging sensation (the increase in mucus 
production by the slug is related with an increased 
incidence of stinging and burning sensation) and that 
“generally there is a good agreement between the data 
obtained with the Slug Mucosal Irritation assay and 
published clinical data.” (Adriaens, 2006). 
 

231 – 233 
 

1 Comment: Evaluation at a defined stage of the oestrus 
cycle (especially in non-rodents with a small number of 
animals) should be taken into consideration, since 
leukocyte infiltration and degenerative changes that 
occur physiologically at certain stages will dramatically 
reduce sensitivity for irritant effects. 
 
Proposed change: Add the followings sentence to line 
233: “Since leukocyte infiltration and degenerative 
changes that occur physiologically at certain oestrus 
stages may significantly reduce the sensitivity 
detecting potential irritant effects, the timing of the 
exposure and tissue collection for macro- and 
microscopic examination should take into consideration 
staging of the oestrus cycle.”  
 

This is considered to be outside the scope of this guideline. 

236 – 237 
 

2 Comment: Does testing of the sensitising potential also 
have to take place prior to first clinical application 
according to line 79/80? please clarify. 
Often, sensitization studies are deferred until other 

Yes, section 4 General Considerations makes this clear 
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high priority information becomes available, such as 
dermatopharmacokinetics and/or irritation. 
Typically, for a compound that has been used orally or 
by another route, there will be enough information 
utilizing weight-of-evidence to make a reasonable 
judgment so as to defer into later development 
sensitization assays. 
 

237 – 240 
 

4 Comment: 
“Evaluation of sensitising potential should be 
conducted in at least one approved test system, with 
the physical chemical properties of a compound being 
the main rationale for the choice of the assay, e.g., 
hydrophilic compounds, metal salts and metals should 
preferably be tested in a guinea pig assay.” 
 
It is not clear what is meant by “an approved test 
system”. Again, this would be an obvious place to 
emphasise the importance of using non-animal 
methods over animal tests and suggest a possible 
testing strategy. There have been significant advances 
in the area of skin sensitisation testing in other 
industries where alternative methods have actually 
proven to be more predictive than the existing animal 
tests. 
 
The Direct Peptide Reactivity Assay (DPRA) is a 
chemical based assay that asses protein binding as a 
key step in the sensitisation process. A draft OECGD 
guideline is expected to be published by the end of 

Partly accepted, text has been amended. 
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2014.  
 
The KeratinoSens® and h-CLAT (human cell line 
activation test) assays are based on human 
keratinocyte cell lines and measure the activation of 
genes known to be involved in triggering the immune 
response. The Keratinosens assay is also expected to 
be published by the OECD in 2014, soon to be followed 
by the H-Clat, which has been ECVAM validated. 
 
Validation studies have shown that DPRA is highly 
predictive and can correctly evaluate the skin 
sensitising potential of up to 91% of substances 
(Bauch, 2011) while existing tests on mice and guinea 
pigs are only able to predict human reactions 72% of 
the time (SCCNFP, 2000). When used together with 
other in vitro tests (e.g. LuSens, MUSST and h-CLAT) 
within a testing strategy, the overall accuracy and 
predictivity of the non-animal method has been 
reported to be as high as 94% to detect the skin 
sensitising potential of chemicals (BASF, 2012).  
 
Specifically McKim et al. (2012) have demonstrated 
the utility of an immortilised human keratinocyte 
based assay (based on the reconstructed human 
epidermal skin models (MatTek Epiderm® and 
SkinEthic RHE) to assess the skin sensitisation 
potential of low solubility medical products. 
 

238 2 Comment: Please clarify: By whom does the test Partly accepted, guideline has been amended. 
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 system have to be approved? 
 

 

241 – 243 
 

2 Comment: Typically, sensitization (and often irritation) 
assays are performed at higher than use level; this 
aids hazard identification. This type of data permits 
determination of the minimal induction and minimal 
elicitation concentration. 
 

Agreed, this is covered in the text. 
 

244 – 245 
 

2 Comment: Reference is made to the text in lines 168-
169 which defines that the need to conduct photo-
testing depends on the applicability of the prerequisites 
laid down in ICH S10. It is assumed that this does also 
apply for dermal and transdermal products. However, 
the current wording in lines 244-245 might be 
understood to imply that photo-testing was required 
per se for all dermal and transdermal products. Please 
clarify. 
 
Proposed change (if any): 
 

Partly accepted, new section on photosafety has been added. 
 

General 
comment 
Sections 
6.4, 6.5, 6.6 

1 Comment: Species selection is an important 
consideration, and may not be intuitively obvious for 
drug developers who do not deal with local tolerance 
issues on a daily basis. It would be of value for this 
guidance document to include information on 
suggestions for appropriate species for these local 
tolerance tests, with the understanding that an atypical 
species might be selected based on specific needs of 
the drug being developed. 
 

The guideline does include suggestions on species when 
appropriate.  It is to be hoped that inexperienced drug 
developers would not conduct studies without receiving some 
advice from peers, CROs or regulators! 
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Section 6.4 3 Comment:  
This route of administration is the only one where 
there is no precision regarding the macroscopic and 
histological examinations. 
Proposed change (if any): Histological examination 
should be conducted. 

Accepted, text amended. 
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