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[bookmark: _GoBack]SYNGENTA (on behalf of PROPICONAZOLE TASK FORCE) 
POSITION ON SKIN SENSITISATION

A classification for skin sensitisation category 1 (H317) is considered appropriate by Syngenta, however, based on new data propiconazole can be classified into subcategory 1B. Propiconazole is currently classified for skin sensitization (R43) (Annex of EU Dir 67/548 (29th ATP)). Additional data has been made available by ADAMA to support classification as Skin Sens. 1B: H317.  

The skin sensitisation of propiconazole has been evaluated in a number of studies, which are included in the EChA CLH report (Proposal for Harmonised Classification and Labeling) submitted by Finland 2015.  In addition, a guinea pig maximization test by Rees (1992) conducted in accordance to OECD 406 has been provided.  An evaluation of the key data including Rees (1992) is provided in this document.  A copy of the report by Rees, 1992 is provided in Appendix 1.  The skin sensitisation studies with propiconazole are presented in Table 1.

Table 1: Skin Sensitisation Studies Conducted on Propiconazole.
	Species
	Method
	Number of animals sensitized/total number of animals
	Result
	Reference

	Guinea pig 
Himalayan Spotted (GOHI Ibm:GOHI (SPF)) 
10 animals/ sex/ test group 
5 animals/ sex/ vehicle control group 
	Guinea pig maximisation test 
OECD 406 
Induction: 
intradermal 5% Propiconazole, and epicutaneous, vehicle peanut oil 
Challenge: 
epicutaneous 30% Propiconazole, occlusive, vehicle vaseline 
Test material: Propiconazole technical (purity 92,4%) 
GLP 
	Test group: 
1st reading: 6/20, 24 h after challenge 
2nd reading: 10/20, 48 h after challenge 
Vehicle control group: 
1st reading: 0/10, 24 h after challenge 
2nd reading: 0/10, 48 h after challenge 
	Sensitising 

	DAR IIA 5.2.6 
Key study 
Acceptable 
Sommer, 1999

	Guinea pig 
Pirbright White 
10 animals/ sex/ group 
	Optimization test 
Similar to the method recommended in the "Appraisal of the Safety of Chemicals in Foods, Drugs and Cosmetics" (1959), the US Association of Food and Drug Officials (AFDO). 
Induction: intradermal 
Challenge: intradermal and epicutaneous 
Propiconazole technical (purity 93 %) 
Vehicle: Propylene glycol, Vaseline 
non-GLP 
	Test group: 
After intradermal challenge: 2 / 20; 24 h after challenge; dose 0.1% 
After epidermal challenge: 3 / 19; 24 h after challenge; dose 10% 
Vehicle control group: 
After intradermal challenge: 4 / 19; 24 h after challenge. 
After epidermal challenge: 0 / 18; 24 h after challenge. 
	Not concluded 

	DAR IIA 5.2.6/01 
Not acceptable 

	Guinea pig
Dunkin Hartley
10 animals/ sex/ group
	Guinea pig maximisation test 
OECD 406 
Induction: 
intradermal 1% Propiconazole, and epicutaneous neat as supplied, vehicle propylene glycol for controls
Challenge: 
epicutaneous neat as supplied and 30% Propiconazole, occlusive, vehicle propylene glycol 
Test material: Propiconazole technical  (purity 93%) 
GLP
	Test group: 
Neat
1st reading: 0/20, 24 h after challenge 
2nd reading: 0/20, 48 h after challenge 
30% 
1st reading: 0/20, 24 h after challenge 
2nd reading: 0/20, 48 h after challenge 
Vehicle control group: 
1st reading: 1/10, 24 h after challenge 
2nd reading: 0/10, 48 h after challenge
	Non-sensitising
	Additional study (Appendix 1)
Rees, 1992



ADDITIONAL DATA (REES, 1992)

The closely clipped dorsa of 10 male and 10 female Dunkin Hartley guinea-pigs were subjected to intradermal injections of Freunds Complete Adjuvant (FCA), 1% v/v propiconazole in propylene glycol and 1% v/v propiconazole in FCA on day 1.  Seven days later the same area of skin was treated by topical application of propiconazole as supplied and the test site was covered with an occlusive dressing for 48 hours.  The same induction procedures were carried out on a contemporaneous control group, except that the test material was replaced by vehicle in all doses.

On day 22, all animals were challenged by occluded application of propylene glycol to the left flank and propiconazole as supplied and 30% v/v propiconazole in propylene glycol to 2 sites on the right flank.  The occlusive dressing was removed the following day and the condition of the test site was assessed approximately 24 and 48 h later.

Intradermal injection of 1% v/v propiconazole in vehicle or vehicle + adjuvant caused barely perceptible to moderate erythema, pallor, discolouration and eschar formation.  Occluded topical application of propiconazole gave rise to barely perceptible to slight erythema.

Following challenge application no significant response was observed in any test or control animal.  Challenge application of propylene glycol alone gave rise to a single significant response in controls.

It was concluded that, under the conditions of this study, repeated administration of propiconazole did not cause delayed contact hypersensitivity in guinea-pig.  

COMPARISON WITH CLASSIFICATION CRITERIA
Based on the two guinea-pig maximisation tests which are considered acceptable, it is possible to classify propiconazole in to Skin Sens. sub-category 1B. Based on the GPMT a substance can be categorised into sub-category 1B if the response is ≥ 30% at a > 1% intradermal induction dose or into sub-category 1A if ≥30% respond at a ≤0.1% intradermal induction dose or ≥60% respond at a >0.1 % to <1% intradermal induction dose.  In the submitted study (Sommer, 1999) the response was 50% at a 5% intradermal induction dose; however, in the additional study (Rees, 1992) there was no response at a 1% intradermal dose.  Therefore, sub-category 1A can be excluded on the basis that there was no evidence (0% response) at an intradermal induction dose of propiconazole of 1% and the classification should be Skin Sens. 1B; H317.  
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Appendix 1:  Delayed Contact Hypersensitivity Study in Guinea Pigs (Rees, 1992).
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To:

Makhteshim Chemical Works Limited
P.0. Box 60

Beer-Sheva 84100

Israel

LSR Schedule No : MAK/129
LSR Report No : 92/MAK129/0419

MCW-309:

DELAYED CONTACT HYPERSENSITIVITY
STUDY IN GUINEA-PIGS

FINAL REPORT

Data requirement
Not applicable

Study Period Completed on
4 April 1992

Study Director
P. B. Rees

From:

Life Science Research Limited
Eye

Suffolk 1P23 7PX

England

Draft: 1 July 1992
Final: 14 July 1992
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DELAYED CONTACT HYPERSENSITIVITY
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FINAL REPORT

LSR Schedule No : MAK/129
LSR Report No : 92/MAK129/0419

No claim of confidentiality is made for any information contained in this
study on the basis of its falling within the scope of
FIFRA §10(d) (1) (A), (B), or (C).
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LIFE SCIENCE RESEARCH

MCW-309:
DELAYED CONTACT HYPERSENSITIVITY
STUDY IN GUINEA-PIGS

FINAL REPORT

LSR Schedule No : MAK/129
LSR Report No : 92/MAK129/0419

I declare that the report following constitutes a true and faithful account
of the procedures adopted and the results obtained in the performance of
this study.

The aspects of the study conducted by Life Science Research were performed
in accordance with the principles of Good Laboratory Practice Standards or
Guidelines relating to non-clinical studies as follows:

Current OECD Good Laboratory Practice Principles

Current UK DH Principles of Good Laboratory Practice

Current US EPA Federal Insecticide, Fungicide and Rodenticide Act;
Good Laboratory Practice Standards

Current Japanese Good Laboratory Practice Standards on
Agricultural Chemicals

In Tine with normal practice in this type of short-term study, the protocol
did not require analysis of the dose form.

The Study Director fulfilled the responsibilities required by these
regulations.

P. B. Rees, B.Sc., C.Biol., M.I.Biol.
(Study Director)

(For Submitter)

(For Sponsor) e e
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LSR Report No : 92/MAK129/0419

FLAGGING STATEMENTS

This page is reserved for flagging statements as may be required by EPA in
accordance with PR Notice 86-5.
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LIFE SCIENCE RESEARCH

MCW-309:
DELAYED CONTACT HYPERSENSITIVITY
STUDY IN GUINEA-PIGS
FINAL REPORT

LSR Schedule No : MAK/129
LSR Report No : 92/MAK129/0419

I have reviewed this report and concur with its contents.

H. A. Cummins, B.Sc. M4Q—___’__'

(Sentor TOXi?O]ogiSt) Date: ... )/‘7"6\’ 24 /772’
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LIFE SCIENCE RESEARCH

MCW-309:
DELAYED CONTACT HYPERSENSITIVITY
STUDY IN GUINEA-PIGS
FINAL REPORT

LSR Schedule No : MAK/129
LSR Report No : 92/MAK129/0419

QUALITY ASSURANCE INSPECTIONS

Dates (Day.Month.Year)

Report to  Report to

Inspection Study Management
Director
PROTOCOL
Inspection of protocol was 26.2.92 26.2.92 26.2.92
made in accordance with LSR
Standard Operating Procedure
QAU/020. Dates for inspection
of any protocol amendments, in
accordance with this SOP, are
not quoted.
DATA
Inspection of data generated 30.1.92 30.1.92
on this type of study was
made in accordance with LSR
Standard Operating Procedure
QAU/050.
PROCEDURES 4.3.92 4.3.92
Inspection of procedures on 4,3.92 4.3.92
this type of study was made 17.3.92 17.3.92
in accordance with LSR Standard 17.3.92 17.3.92
Operating Procedure QAU/040. 1.4.92 1.4.92
3.4.92 3.4.92

Other routine procedures used on this type of study were inspected
regularly and reports made in accordance with LSR Standard Operating
Procedure QAU/040.

This report has been reviewed by the LSR Quality Assurance Unit employing
methods laid down in LSR Standard Operating Procedure QAU/060. The
reported methods and procedures were found to describe d and the
results to constitute an accurate representation of orded.

This review was completed on: 14 July 1992

D. L. M. Weller, B.Sc. ... booo oo N e

Head of Quality Assurance Unit)
( Date: ..... (._S\. 2 )»)\3 Y)ﬁl .....
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1. SUMMARY

1.1 The potential of MCW-~309 to cause delayed contact hypersensitivity

in guinea-pigs was assessed by the Magnusson-Kligman Maximisation
Test.

The closely-clipped dorsa of ten male and ten female
Bunkin-Hartley guinea-pigs were subject to intradermal injections
of Freunds Complete Adjuvant, 1% v/v MCW-309 in propylene glycol
and 1% v/v MCW-309 in the adjuvant on Day 1. Seven days later the
same area of skin was treated by topical application of MCW-309 as
supplied and the test site was covered by an occlusive dressing
for 48 hours. The same induction procedures were carried out on a
contemporaneous control group, except that the test material was
replaced by vehicle in all doses.

On Day 22, all animals were challenged by cccluded application of
propylene giycol to the left flank and MCW-309 as supplied and
30% v/v MCW-309 in propylene glycol to two sites on the right
flank. The occlusive dressings were removed on the following day
and the condition of the test sites was assessed approximately 24
and 48 hours later.

1.2 Intradermal injection of 1% v/v MCW-309 in either propylene glycol
or the adjuvant caused barely perceptible to moderate erythema,
paltlor, discolouration and eschar formation. Occluded topical
application of MCW-309 gave rise to barely perceptible or slight
erythema.

1.3 No significant response (slight erythema or a more marked
reaction) was observed in any test or control animal, following
challenge application of MCW-309 as supplied or 30% v/v MCW-309 in
propylene glycol. Challenge application of propylene glycol alone

gave rise to a single significant response amongst the control
animals.

1.4 It was concluded that, under the conditions of this study,
repeated administration of MCW-309 did not cause delayed contact
hypersensitivity in guinea-pigs.

LSR Report 92/0419 8
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2, INTRODUCTION

2.1 Study objective

The potential of the test material (a fungicide) to cause delayed
contact hypersensitivity in guinea-pigs was assessed by the
Maximisation Test developed by Magnusson and Kligman (1969 and
1979).

The test is able to detect strong, moderate and many weak contact
allergens and is a good model for predicting delayed contact
hypersensitivity reactions in humans. Comparisons between the
various animal tests designed to detect contact allergens and
human tests with the same objective showed there is a high degree
of similarity between the results obtained by the human
maxi?isation tests and by this method (Marzulli and Maibach,
1977).

This study was designed to meet the requirements of Section 4,
sub-section 406, of the OECD Guidelines for the Testing of
Chemicals (1981) and those specified in Section B6 of Annex V
(84/449/EEC) of the Sixth Amendment (79/831/EEC) to the European
Communities Council Directive 67/548/EEC.

2.2 Study organisation

Location of study: Sub-Department of Short-term Toxicology
Life Science Research Limited
Eye
Suffolk ip23 7PX
England

Study Director P. B. Rees, B.Sc., C.Biol,, M.I.Biol.

Study timing : The primary irritation screen commenced on
4 March 1992 and the challenge appraisal for
the main study was compieted on 4 April
1992.

Data storage 3 A1l raw data pertaining to this study,
except those generated during any Sponsor’s
or Supplier’s analysis, and a copy of the
final report are stored in the archives of
Life Science Research.

LSR Report 92/0419 9
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3. MATERIALS AND METHODS

3.1 Animal species and strain

Albino guinea-pigs of the Dunkin-Hartley strain, suppiied by
Harlan Olac Limited, Bicester, Oxfordshire, England, were within
the bodyweight range 206 - 281 g on arrival. These were bred
under hygienic conditions and travelled from supplier to
animal-holding rooms in sealed boxes with filter protected
air-vents.

The albino guinea-pig is a good model for predicting delayed
contact hypersensitivity in man. Although there are differences
in cutaneous structure, instances of chemicals which sensitize man
and do not similarly affect guinea-pigs are few and involve
materials of weak allergenicity. The degree of sensitization to
contact allergens is also similar in man and guinea-pig. Lack of
pigment in the skin of the albino allows very slight erythematous
reactions to treatment to be detected.

3.2 Animal husbandry

The guinea-pigs were housed in stainless steel cages, measuring
85 x 60 x 23 cm, with grid floors and tops (Modular Systems and
Development Company Limited, London, England). The grid floors
ensured rapid removal of waste material to undertrays which were
cleaned out as necessary. No more than five animals of the same
sex were assigned to each cage. The cages were suspended in
mobile stainless steel racks.

The animals were held in a limited-access building. A1l rooms
were kept at slight positive pressure relative to the outside and
each had its own filtered air supply giving approximately 15 air
changes per hour without re-circulation.

Target values for temperature and humidity were 18°C (range
16°-23°C) and 55% R.H. (range 40%-70% R.H.), respectively. The
achieved values were monitored daily. Electric time switches
regulated a lighting cycle of 12 hours artificial light per day;
there was no source of natural Tight. An emergency generator was
available to maintain the electricity supply in the event of a
power failure. :

A11 personnel entering the building changed into clean protective
clothing and wore an additional gown, plastic over-shoes,
face-mask and gloves to service the animal-holding areas.

A commercially-available pelleted guinea-pig diet, (Guinea-pig
F.D.1., from Special Diets Services Limited, Witham, Essex,
England) was fed without restriction. Samples of diet were taken
for analysis at quarterly intervals to detect contamination by
chlorinated hydrocarbons and polychlorinated biphenyis. The diet
contained no added antibiotic or other chemotherapeutic or
prophylactic treatment. A regular supplement of autoclaved hay
was also provided.

LSR Report 92/0419 10
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Animals had free access to tap water taken from the public supply;
in England the supply and quality of this water are governed by
Department of the Environment regulations. Certificates of
analysis are routinely received from the supplier (Suffolk Water
Company). At approximately six-month intervals water is routinely
sampled for analysis, by a laboratory independent of the supplier,
for selected chlorinated and organophosphorus pesticides,
polychlorinated biphenyls and lead and cadmium contaminants; it is
also examined for coliform bacteria. Results of this analysis are
retained in the archives.

There was no information indicating that normal Tevels of common
contaminants, or any specific contaminants, of the diet or water
would influence the outcome of the study.

3.3 Test material

3.3.1 Receipt and storage

A consignment of 5 kg (net) MCW-309, a very thick gold
viscous liquid, was received from the Sponsor on

11 February 1992. The test material was further identified
by the Batch No. 14/1447.

The material was kept at ambient temperature, in the
original container.

The identity, strength and purity of the test material
received, and its stability under the storage conditions
above, were the responsibility of the Sponsor. A
certificate of analysis for the test material used on this
study is presented in Appendix 6.

3.3.2 Preparation of test material

The test material was prepared at appropriate
concentrations in propylene glycol, propylene glycol in FCA
or Freunds Complete Adjuvant. Concentrations of MCW-309
were expressed volumetrically, in terms of the test
material as received.

Freunds Complete Adjuvant (FCA) was prepared immediately
before use by emulsifying equal volumes of purified water
and the concentrate of the complete adjuvant (supplied by
Difco Laboratories Limited, Surrey, England).

Fresh doses were prepared on the morning of administration
and any unused formulation was disposed of on the same day.

LSR Report 92/0419 11
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3.3.3 Quality control of dose form

A balance of the calculated amount of test material
necessary to prepare the formulations and the quantity
actually used was determined. This balance was checked
before the formulations were dispensed.

No analyses were undertaken to assess the stability,

homogeneity or achieved concentrations of the test material
in the vehicles.

3.4 Preparation of animals

Clean cages were prepared on the day before delivery of the
animals. All guinea-pigs were examined on arrival and were found
to be in a good state of health. Five animals of one sex were
allocated to each cage without further selective procedures. Each
animal was weighed and tattooed ear-marks, uniquely identifying
each animal within a room, were made within a day of delivery.
The sex of the animal was confirmed at the same time. An
acclimatization period of thirteen days was allowed between
arrival at the laboratory and first administration of the test
material in the main study. Ouring this period the health of the
animals was monitored. The record of the observations was
consulted before the animals were accepted for use in the study.
An area of skin 4 cm long and 6 cm wide overlying the scapulae,
was clipped free of hair with electric clippers on the day before
treatment commenced.

Each cage was labelled with details of the schedule number, sex,
unique cage reference number, animal numbers, route of
administration, treatment level, Project Licence number and
responsible licensee.

A1l animals were within the bodyweight range 359 - 442 g and the
animals were six to eight weeks of age before treatment on Day 1.

3.5 Constitution of test groups
and selection of test concentrations

The study design included a primary skin irritation screen which
imposed limits on the concentration of test material used during
the main study.

3.5.1 Primary skin irritation screen

Phase 1 - Intradermal administration

Four naive guinea-pigs received intradermal injections

(0.1 m1) into the skin overlying the scapulae. Six
injections were administered to each guinea-pig; three
concentrations of test material in the selected vehicle and
three in an emulsion of FCA. Two guinea-pigs received the
maximum practicable concentration in each medium and two
dilutions. The other two animals received three lower
concentrations in each medjum.

LSR Report 92/0419 12
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The concentrations administered in the screen were: 50%,
30%, 10%, 5%, 3% and 1% v/v MCW-309 in propylene glycol,
50% v/v MCW-309 in FCA and 30%, 10%, 5%, 3% and 1% v/v
MCW-309 in propylene glycol in FCA.

Reactions to treatment were assessed approximately 24 and
48 hours and 7 days after injection.

Phase 2 - Topical induction administration

Two guinea-pigs were subjected to single intradermal
injection of 0.1 ml FCA seven days before topical
application. The hair was removed from both flanks of the
two animals. Topical application of 0.4 ml of 10%, 30% and
50% v/v MCW-309 in propylene glycol and MCW-309 as supplied
was administered to the four test sites on each guinea-pig.
Each test formulation was applied to a 2 x 2 cm absorbent
patch (Whatman No. 3 paper) which was applied to the skin
and covered by an occlusive dressing (Blenderm, 3-M
Company, U.S.A. and Elastoplast, T J Smith & Nephew
Limited, England) for 48 hours.

Reactions to treatment were assessed 24 and 48 hours and
7 days after removal of the dressings.

Phase 3 - Topical challenge administration

Three guinea-pigs received a single intradermal injection
of 0.1 ml FCA twenty-four days before topical application.
The hair was removed from both flanks of the three animals.
Topical application of 0.03 ml of 10%, 30% and 50% v/v
MCW-309 in propylene glycol and MCW-309 as supplied was
administered to the four test sites on each guinea-pig.

Each test formulation was applied to a 1 cm diameter
absorbent patch (Al-test, Imeco AB, Sédertidlje, Sweden)
which was applied to the skin and covered by an occlusive
dressing (Blenderm and Elastoplast) for 24 hours.

Reactions to treatment were assessed 24 and 48 hours after
removal of the dressings.

3.5.2 Selection of main study treatment regimes

The concentrations chosen for use in induction and
challenge were to be well-tolerated locally and
systemically. They were selected on the following
criteria: intradermal injections were not to cause necrosis
or ulceration of the skin, topical induction was to cause,
at most, a weak or moderate inflammatory response and the
concentration used at challenge was to be at the highest
sub-irritant level.

LSR Report 92/0419 13
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3.5.3 Constitution of main study groups

The test and control groups each consisted of twenty
animals, evenly divided by sex. The control animals

{Group 1) were treated identically to the test animals
{Group 2) during the induction and chalienge procedures,
except that during jnduction the test material was replaced
by vehictle.

3.6 Induction procedures

The induction procedures were primary induction by intraderma)
injection on Day 1 and secondary induction by occluded topical
application on Day 8. Dermal responses to primary and secondary
induction were assessed approximately 24 hours and 48 hours after
injection or removal of the occlusive dressings, using similar
criteria as in Section 3.8.

3.6.1 Primary induction

Three pairs of injections (0.1 ml) were made deep into the
dermis, such that on either side of the dorsal median line
there were three injection sites in a row parallel to the
spinal column. A1l injection sites lay near the periphery
of a dermal test site 4 cm x 2 cm long, overlying the
scapulae. The anterior and middle sites were positioned
clese together and distant from the posterior sites.

Injection sites Test group treatment Control group treatment
Anterior sites (A} FCA FCA
Middle sites (B) 1% v/v MCW-309 in Propylene glycol

propylene glycol

Posterior sites (C) 1% v/v MCW-309 in Propylene glcyol in FCA
propylene glycol in FCA

3.6.2 Secondary induction

On Day 8, the dermal areas treated on Day 1 were treated by
topical application of 0.6 ml MCW-309 as supplied in test
animals while controls received 0.6 ml propylene glycol.
Each dose was applied to a 4 x 2.5 cm absorbent patch
{Whatman No. 3 filter paper) which was applied to the skin
and covered by an occlusive dressing (Blenderm and
Elastoplast) for 48 hours. The application site was wiped
with a paper tissue moistened with propylene glycol
immediately after removal of the bandage.

LSR Report 92/0419 14
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3.7 Challenge procedure

Both flanks of all animals were clipped on Day 21 to expose areas
(5 x 5 cm) on either side of the trunk. On Day 22, the left site
was treated by topical application of 0.03 ml propylene glycol
while the right side received 0.03 m1 MCW-309 as supplied to one
site and 30% v/v MCW-309 in propylene glycol to a second site.
The doses were applied to 1 cm diameter absorbent patches
{Al-test) and covered by an occlusive dressing (Blenderm and
Elastoplast) for 24 hours. The test site was wiped with a paper
tissue moistened with propylene glycol immediately after removal
of the bandage.

3.8 Assessment of challenge reactions

The challenge sites were examined approximately 24 and 48 hours
after removal of the occlusive dressings.

The presence or absence of erythema or swelling of the treated
skin was assessed without knowledge of the number or group
identity of the animal under examination.

The degree of reaction was scored on a five point scale:

Grade Reaction to_treatment

No response

Barely perceptible erythema
S1ight erythema

Moderate erythema

Severe erythema

WM+ O

3.9 Appraisal of data

The incidence of significant erythematous reactions (Grade 1 or
above) was tabulated for each treatment regime (TABLE 1). Barely
perceptible erythema (Grade +) is often a non-specific response to
the dosing procedure and is not considered to be a significant or
conclusive indication of delayed contact hypersensitivity.

The test material was classified according to the criteria of the

EEC. A response in at least 30% of the animals is considered to
be positive.

3.10 Bodyweight
The bodyweight of each animal was recorded at weekly intervals to

detect treatment-related depression of growth or individual cases
of i11-health.

3.11 Termination procedure

A1l animals were sacrificed at termination of the study by
intraperitoneal injection of Sodium Pentobarbitone BP (Vet)
{Sanofi Animal Health, Watford, England), without necropsy.

LSR Report 92/0419 15
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4,

RESULTS

4.1 Primary irritation screen

4.1.1

4.1.2

4.1.3

Phase 1 - Intradermal administration (Appendix 1A)

Intradermal injection of MCW-309 at concentrations in the
range 3% to 50% v/v in propylene glycol or in propylene
glycol in FCA gave rise to slight or moderate erythema,
eschar formation and green discolouration during the first
forty-eight hours after administration. Five days later
the sites receiving 10% or 30% v/v MCW-309 formulations
showed a pale yellow colouration and eschar formation; the
sites receiving 5% or 3% showed eschar formation alone.
The majority of eschar observed at these sites was in
excess of 5 mm diameter.

50% v/v MCW-309 in propylene glycol or FCA and 30% v/v
MCW-309 in propylene glycol in FCA proved difficult to
administer.

Intradermal administration of 1% v/v MCW-309 in propylene
glycol or propylene glycol in FCA caused slight or moderate
erythema and green discolouration during the first
forty-eight hours after injection. Five days later eschar
formation of less than 5 mm diameter was evident.

Phase 2 - Topical induction administration (Appendix 1B)

Occluded topical application of 30% or 50% v/v MCW-309 in
propylene glycol gave rise to barely perceptible or slight
erythema and exfoliation during the first forty-eight hours
after bandage removal. Similar administrations of 10% v/v
MCW-309 in propylene glycol or MCW-309 alone caused
exfoliation alone during this period. Five days later no
dermal reaction was evident at any site.

Phase 3 - Topical challenge administration (Appendix 1C)

Occluded topical application of 30% v/v MCW-309 in
propylene glycol gave rise to a single case of barely
perceptible erythema and exfoliation forty-eight hours
after bandage removal. No reaction was observed at any
site receiving similar administrations of 10% or 50% v/v
MCW-309 in propylene glycol or MCW-309 as supplied.
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4.2 Main study concentration selection

After consideration of the primary irritation screen results
(Section 4.1) and the criteria for main study concentration
selection (Section 3.5.2) the following regime was adopted:

First induction : 1% v/v MCW-309 in propylene glycol
1% v/v MCW-309 in propylene glycol in FCA

Second induction: MCW-309 as supplied

Challenge : MCW-309 as supplied
30% v/v MCW-309 in propylene glycol.

4.3 1Induction (Appendices 2 and 3)

Intradermal injection of 1% v/v MCW-309 in propylene glycol or in
propylene glycol in FCA to test animals gave rise to barely
perceptible to moderate erythema, discoiouration, paillor and
eschar formation. Injection of propylene glycol alone or
propylene glycol in FCA to the control animals caused a similar
reaction.

Injection of FCA alone to both test and control animals gave rise
to barely perceptible to moderate erythema with isolated
incidences of pallor, eschar formation and discolouration.

Occluded topical application of MCW-309 as supplied to test
animals caused barely perceptible or slight erythema in eight
animals twenty-four hours after bandage removal; a single case of
exfoliation was evident twenty-four hours later. A similar
administration of propylene glycol alone to the control animals
gave rise to barely perceptible or slight erythema in sixteen
animals twenty-four hours after bandage removal. Twenty-four
hours Tater two cases of barely perceptible erythema with eschar
formation was evident.

4.4 Challenge (Appendix 4)

Challenge application of MCW-309 as supplied gave rise to barely
perceptible erythema in one test and two control animals.

Challenge administration of 30% v/v MCW-309 in propylene glyco)
gave rise to barely perceptible erythema was evident in one test
and three control animals.

Challenge application of propylene glycol alone caused slight or
barely perceptible erythema in two control animals. No reaction
to treatment was observed amongst similarly chalienged test
animals.

4.5 Bodyweight and general health (Appendix 5)

A1l animals remained in overt good health throughout the study
period and all achieved anticipated bodyweight gains.
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5. DISCUSSION AND CONCLUSION

No significant dermal response (slight erythema or a more marked
response) was observed in test or control animal following challenge
application of MCW-309 as supplied or 30% v/v MCW-309 in propylene
glycol or propylene glycol alone (Table 1).

The incidence of significant responses in the test animals was below
the EEC limit value (30%) for classifying the test material as a dermal
sensitizer.

It is therefore concluded that, under the conditions of this study,

repeated administration of MCW-309 did not cause delayed contact
hypersensitivity.
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JABLE 1

Challenge - incidence of significant dermal responses

Incidence of Total
Group Treatment Number significant responsest responders
of animals 24 hours 48 hours

Control Propylene glycol 20 1 0 1
Test  Propylene glycol 20 0 0 0
Control MCW-309 20 0 0 0

as supplied

Test MCW-309 20 0 0 0
as supplied

Control 30% v/v MCW-309 20 0 0 0
in propylene giycol

Test  30% v/v MCW-308 20 0 0 0
in propylene glycol

+ Slight erythema or a more marked response (Grade 1 or above)
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APPENDIX 1A

Primary irritation screen

Phase 1 - Intradermal administration

Animal Material administered Dermal responses at

number Site (0.1 ml per injection time after injection

and sex site) 24 hours 48 hours 7 days

1414 1 50% v/v MCW-309 in pg? 1d 1de 0e
2 30% v/v MCW-309 in pg 1de lde Oe,
3 10% v/v MCW-309 in pg 1de 1de Oe,
4 50% v/v MCW-309 in FCA? 2d 2de Oe
5 30% v/v MCW-309 in pg in FCA? 2d 2d Zd*
6 10% v/v MCW-309 in pg in FCA lde 2de Oe

147F 1 50% v/v MCW-309 in pg? 2d 2e el
2 30% v/v MCW-309 in pg 2de 2de oefc
3 10% v/v MCH-309 in pg 2de 2de oefc
4  50% v/v MCW-309 in FCA? 2d 2d Oe,
5  30% v/v MCW-309 in pg in FCA?  2de 2de Oe c
6  10% v/v MCW-309 in pg in FCA  2de 2de oe?c

la2M 1 5% v/v MCW-309 in pg 1d 1de Oe}
2 3% v/v MCW-309 in pg id 1de Oe
3 1% v/v MCH-309 in pg 1d 1d oet
4 5% v/v MCW-309 in pg in FCA 2d 2de Oe,
5 3% v/v MCW-309 in pg in FCA 2d 2d Oe
6 1% v/v MCW-309 in pg in FCA 2d 2d 0e?

148F 1 5% v/v MCW-309 in pg 2e 2e oef
2 3% v/v MCW-309 in pg 2e 2e oe?
3 1% v/v MCH-309 in pg 1d 2d oe?
4 5% v/v MCW-309 in pg in FCA 2 2 oef
5 3% v/v MCW-309 in pg in FCA 2 2 oe?
6 1% v/v MCW-309 in pg in FCA 1d 2d oe?

0 . No response [ Difficult to dose

1 S1light erythema pg  Propylene glycol

2 Moderate erythema FCA Freunds Complete Adjuvant

d Green discolouration 2 Eschar >5 mm diameter

e Eschar formation # Eschar <5 mm diameter

= Pale yellow colouration
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APPENDIX 1B

Primary irritation screen

Phase 2 - Topical induction administration

Animal Material administered Dermal responses at time
number Site (0.4 m] per dermal after removal of dressings
and sex test site) 24 hours 48 hours 7 days
1431 1 MCW-309 as supplied 0 0 0
2 50% v/v MCW-309 in pg 0 0 0
3 30% v/v MCW-309 1in pg +f of 0
4 10% v/v MCW-309 in pg [1] 0 0
149F 4 MCW-309 as supplied of of 0
1 50% v/v MCH-309 in pg 1f +f 0
2 30% v/v MCH-309 in pg 0 of 0
3 10% v/v MCW-309 in pg of of 0
0 No response
+ Barely perceptible erythema
T  Slight erythema
f Exfoliation

pg  Propylene glycol
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APPENDIX 1C

Primary irritation screen

Phase 3 - Topical challenge administration

Animal Material administered Dermal responses Dermal responses
number Site (0.03 ml per dermal 24 hours 48 hours
and sex test site) after removal after removal
of dressings of dressings
144M 1 MCW-309 as supplied 0 0
2 50% v/v MCW-309 in pg 0 0
3 30% v/v MCW-309 in pg 0 +f
4 10% v/v MCW-309 in pg 0 [i]
145N 4 MCW-309 as supplied 0 0
1 50% v/v MCW-309 in pg 0 0
2 30% v/v MCH-309 in pg 0 0
3 10% v/v MCW-309 in pg 0 0
150F 3 MCW-309 as supplied 0 0
4 50% v/v MCW-309 in pg 0 0
1 30% v/v MCH-309 in pg 0 0
2 10% v/v MCW-309 in pg 0 0

(=]

No response
¥ Barely perceptible erythema

f Exfoliation

pg  Propylene glycol
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APPENDIX 3

Second phase of induction - individual dermal
responses after removal of occlusive dressings

Group < ima] Dermal responses Dermal responses
and fﬁ,fg‘t"i’on Treatment f,\{,‘,},ﬂ:,. 24 hours after 48 hours after
X removal of dressing removal of dressing

1M Control Occluded topical 101
application of 102

0.6 ml 103

propylene glycol 104

105

106

107

108

109

110

14 ) 414 © ml i+l H)+ =
oo+t coooooo

1F 111
112
113
114
115
116
117
118
119
120

©

141+ Ol+1+1+ Ol + Ol +
COOOOOCOOt+ O

2M Test Occluded topical 121
application of 122

0.6 ml MCW-309 123

as supplied 12¢

125

126

127

128

129

130

OCOO+iI+ OO+
OO0 O0OO0OO0O0OOCOO

2F 131
132
133
134
135
136
137
138
139
140

OO+ OO O+ —
coooooOOOO

0 No response e Eschar formation
+ Barely perceptible erythema . f Exfoliation
T Slight erythema
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APPENDIX 4

Challenge - individual dermal responses after removal of occlusive dressings

Group g Animal Dermal responses Dermal responses
and fu;?{?on Treatment nﬂr)nlg:r 24 hours after 48 hours after
removal of dressing removal of dressing

M Control  Occluded topical 101
application of 102

0.03 m] MCW-309 103

as supplied 104

105

106

107

108

109

110

o+ o000 CO
o+ oocoocooo0O

iF 111
112
113
114
118
116
117
118
119
120

coo+o0o0o0o00
COOOOOODOOO

2M Test Occluded topical 121
appiication of 122

0.03 ml MCW-309 123

as supplied 124

125

126

127

128

129

130

OO0+t OO0
o000 OOOOO0

2F 131
132
133
134
135
136
137
138
139
140

oo ooOOCO
OOoO0O0OO0OO0OOO0 O

0 No response
+ Barely perceptible erythema
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APPENDIX 4 - continued

Challenge - individual dermal responses after removal of occlusive dressings

Group 5 Dermal responses Dermal responses
and fﬁzgﬁﬁon Treatment ﬁﬂ;ﬂil 24 hours after 48 hours after
sex removal of dressing removal of dressing
IM  Control Occluded topical 101 0 0

application of 102 0 0
0.03 m1 30% v/v 103 0 0
MCW-309 in 104 0 0
propylene glycol 105 0 0
106 0 +

107 0 0

108 + 0

109 + +

110 0 0

1F 111 0 0
112 0 0

113 0 0

114 0 0

115 0 0

116 0 0

117 0 0

118 0 0

119 0 0

120 0 0

M Test Occluded topical 121 0 0
application of 122 0 0
0.03 ml 30% v/v 123 0 0
MCW-309 in 124 0 0
propylene glycol 125 0 +
126 0 0

127 0 0

128 0 0

129 0 0

130 0 0

2F 131 0 0
132 0 0

133 0 0

134 0 0

135 0 0

136 0 0

137 0 0

138 0 0

139 0 0

140 0 0

0 No response
+ Barely perceptible erythema
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APPENDIX 4 - continued

Challenge - individual dermal responses after removal of occlusive dressings

Group i Dermal responses Dermal responses
and fﬁggﬁﬁon Treatment ﬁﬂ;@:l 24 hours after 48 hours after
X removal of dressing removal of dressing
IM Control Occluded topical 101 [] Q
application of 102 0 0
0.03 ml 103 0 0
propylene glycol 104 0 0
105 0 0
106 0 0
107 0 0
108 0 0
109 0 0
110 0 0
1F 111 0 Q
112 1 0
113 + +
114 0 0
115 0 0
116 0 0
117 0 0
118 0 0
119 0 0
120 0 0
2M Test Occluded topical 121 e 0
application of 122 0 0
0.03 ml 123 0 0
propylene glycol 122 0 0
125 0 0
126 0 0
127 0 0
128 0 0
129 0 0
130 0 0
2F 131 0 0
132 0 0
133 0 4}
134 0 0
135 0 0
136 0 0
137 0 0
138 0 0
139 0 0
140 0 0

0 No response
+ Barely perceptible erythema
1 Slight erythema
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APPENDIX &

Individual bodyweights during induction and challenge

Grogp Group Animal Bodyweight (g)

an ;

sex fapcbiny.  punber On Day Day Day Day Increment (g)

Receipt 1 8 15 22 {Days: 1-22)

1M Control 101 226 423 500 551 626 203
102 226 399 461 507 577 178
103 220 404 482 544 607 203
104 206 406 484 538 602 196
105 250 416 494 540 606 190
106 271 404 479 536 614 210
107 248 380 452 495 576 196
108 272 398 468 501 549 151
109 259 362 439 560 538 176
110 255 428 499 557 635 207

1F 111 257 375 455 475 509 134
112 253 386 452 493 547 161
113 257 397 460 514 567 170
114 248 363 430 492 540 177
115 261 386 451 475 563 177
116 258 392 461 502 570 178
117 243 376 433 470 510 134
118 263 400 480 525 581 181
119 268 409 491 542 615 206
120 256 365 419 451 498 133

2M Test 121 273 415 495 555 633 218
122 270 423 5]7 581 656 233
123 267 442 539 606 693 251
124 272 423 514 580 653 230
125 265 420 524 595 690 270
126 259 420 497 553 650 230
127 279 401 477 534 609 208
128 266 392 460 520 606 214
129 246 405 488 544 628 223
130 257 413 500 554 632 219

2F 131 281 392 468 505 543 151
132 246 371 437 483 535 164
133 252 395 469 509 563 168
134 265 376 430 453 507 131
135 271 369 434 480 523 154
136 261 387 463 504 587 200
137 258 387 455 511 570 183
138 245 359 428 499 480 121
139 254 359 427 483 491 132
140 252 373 445 484 556 183
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APPENDIX 6

CERTIFICATE OF ANALYSIS

LSR Report 92/0419 31




image33.jpg
" Makhteshim Chemical Works |

Manutacturers of Chemicais
for Agnculture and industry.
P.O.B. 60,

Beer-Sheva 84100, israsl
Tel. 057-666611

Cables: Mchem iL.

Telex: 5276-5312-5328

Fax: 057-33304, 33384

February 5, 1992

CERTIFICATE OF ANALYSIS

MCW-309 TECHNICAL

Active ingredient: Propiconazole
Batch No.: 14/1447
Concentration: 93.0%

Date of Analysis: 12/1/1992

Or. 1. fFriedman,
Manager, Regulatory Affairs
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