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SUMMARY
STUDY SPONSOR : BF GOODRICH COMPANY
STUDY TiTLE ¢ MAGNUSSON & KLIGMAN
MAXIMISATION STuDY IN THE
GUINEA PIG
TEST MATERIAL : HYCAR ATBN

Directive 93/21/E£(),

gg; 2. Twenty test and ten control animals were used for the main study,

Based on the results of sighting tests, the concentrations of test material for the

{ induction and challenge phases were selected as follows:
g Intradermal Induction : 1% w/v in arachis oil BpP
Topical induction * undiluted as supplied
Topical Challenge ¢ undiluted as supplied and 75% v/ in
i arachis oil Bp

according to EU labelling regulations. The symbol "Xi", the indication of danger
‘irritant’ and the risk phrase R 43 "MAY CAUSE SENSITISATION BY SKIN CONTACT”
are required,
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HYCAR ATBN:

MAGNUSSON & KLIGMAN MAXIMISATION
STUDY IN THE GUINEA PIG

INTRODUCTION
The study wa

material. The study was performed in compliance with the fecommendations of the
OECD Guidelines for the Testing of Chemi

cals No. 406 “Skin Sensitisation” (adopted
17 July 1992) and Method B6 of Comm

ission Directive 96/54/EC (which constitutes
Annex V of Council Directive 67/548/€EC).

lassification and labelling under Annex Vi of

Council Directive 67/548/EEC (as adapted to technical progre

ss by Commission
Directive 93/21/€€C),

onses
The results of the stuly are
he likely contact sensitisation potential of the

using known positive sensitisers {see
believed to be of value in predicting t
test material to man.

The study was performed between 8 February 1999 and 20 March 1999,

TEST MATERIAL AND EXPERIMENTAL

PREPARATION
2.1 Description, ldentification and Storage Conditions
Sponsor's identification HYCAR ATBN

Date received

: 25 January 1999
Description

extremely viscous turbid light amber
liquid

Storage conditions room temperature in the dark

Data relating to the identity,

purity and stability of the test material are the
responsibiiity of the sponsor,

7
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Experimental Preparation
For the purpose of this study the es material was freshly prepared as follows:

Intradermal Induction : 1% wiv in arachis oil gp

1% wivin a mixture of Freund’s Complete
Adjuvant plys distilled water (1:1)
Topical Induction : undiluted as supplied

Topical Challenge : undiluted as supplied and 75% vy in arachis

3. METHODS

3.1

Animals and Animal Husbandry

Thirty-six female albino Dunkin

Limited, Burton-on-Trent, Staffordshire, Uk vvere used. Al the stan of the main
study the animals weighed 318 1o 4058, and were approximately eight 1o
twelve weeks ofd. After an acclimatisation period of at least five days, each
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3.2  Procedure

The method used for assessing the sensitising properties of the test material was

based on the Guinea Pig Maximisation tesq of Magnusson B & Kligman A M,
}. Invest. Dermatol, (1969) 52: 268 - 276.

3.2.1  Selection of Concentrations for Main Study (Sighting Tests)

g The concentrations of tes material to be used at each stage of the main
study were deiermined by ‘sighting tests’ in which groups of Buinea pigs

were treated with varioys concentrations of test material, The procedures
were as follows:

ey

3.2.1.1  Selection of Concentration for Intradermal Induction

Py

Two concentrations of test material were investigated (1% and 5%

w/v in arachis oil BP). A total of two Buinea pigs were used, each

guinea pig receiving four 0.1 m| injections of only one

concentration of test material, The degree of erythema at the
injection sites was assessed approximately 24, 48 and 72 hours and

7 days after injection according to the scale shown in Appendix X.
The degree of cedema was not eval

only mild to moderate skin irritatio
systemically,
main study.,

n, and which was wel| tolerated
was selected for the intradermal induction stage of the

3.21.2  Selection of Concentration for Topical Induction

Two guinea pigs (intradermally injected with Freund’s Complete
Adjuvant fifieen days earlier) were treated with the undiluted esy

1, material and three Preparations of the test material (75%, 509, and
25% viv in arachis oil BP), A

pplications were made to the clipped
flanks under occlusive dressin

}_{ 1, 24 and 48 hours after dressing removal, The highest

concentration producing only mild to moderate dermal irritation was

selected for the topical induction stage of the main study.




-10-
§ SPL PROJECT NUMBER: 326/088

3.2.1.3  Selection of Concentration for Topical Challenge
The undiluted test material and three preparations of the test
material (75%, 50% and 25% v/v in arachis oii BP) were applied 1o
the clipped flanks of two guinea pigs under occlusive dressings for
an exposure period of 24 hours. These guinea pigs did not form
part of the main study but had been treated identically 1o the control
animals of the main study, up to Day 14. T he degree of ervthema
and oedema was evaluated approximately 1, 24 and 48 hours after
dressing removal, The highest non-irritani concentration of the tes
material and one lower concentration were selected for the topical
challenge stage of the main study.

3.2.2  Main Study

end of the study.

.. Two main phases were involved in the main study; (a) an induction of a
N response and (b) a challenge of that response,

3.2.2.1  Induction
() Induction of the Test Animals: Shortly before treatment on Day 0
| the hair was removed from an area approximately 40 mm x 60 mm
: on the shoulder region of each animal with veterinary clippers. A

row of three injections (0.1 ml each) was made on each side of the
mid-line, The injections were:

a) Freund's Complete Adjuvant plus distilled water in the ratio 1:1

b) a 1% wn formulation of the test material in arachis ojf BP

) a 1% wiv formulation of the test material in a 1:1 preparation of
Freund's Complete Adjuvant plus distilled water,
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One week later (Day 7), the same area on the shoulder region used
previously for intradermal injections was clipped again and treated
with a topicai application of the undiluted test material. A filter
paper patch (WHATMAN No.4: approximate size 40 mm x 20 mm),
saturated with the undiiuted test material was applied 1o the
prepared skin and held in place with a strip of surgical adhesive

fape (BLENDERM: approximate size 50 mm x 30 mm) covered with

an overlapping length of aluminium foil.
further

The patch and foil were
secured with a strip of elastic adhesjve bandage
(ELASTOPLAST: approximate size 250 mm x 35 mm) wound in a
double layer around the torso of each animal,

dressing was kept in place for 48 bours.

This occlusive

The degree of erythema and oedema was quantified one and twenty-
four hours following removal of the patches usin
in Appendix X,

8 the scale shown

Any other reactions were also recorded.

Induction of the Control Animals: Intradermal injections were

) administered using an identical procedure to that used for the test
% animals, except that the injections were:

a) Freund’s Complete Adjuvant plus distill
b) arachis oil Bp

ed water in the ratio 1:1

) a 50% wiv formulation of arachis oil BP in a 1:1 mixture of
Freund’s Complete Adjuvant/distilled water
e
3

Approximately 24 and 48 hours after intraderma| injection the
&

degree of erythema at the vehicle injection sites (ie injection site b)
’ was evaluated according to the scale shown in Appendix X,

The topica!

applications followed the same procedure as for the test

animals except that nothing was applied 1o the filter paper,
reactions were quantified as for the test animals,

Skin
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1 3.22.2  Challenge

Y 21, an area of approximately
each animal, was clipped free of

50 mm x 70 mm on both flanks of
hair with veierinary clippers.

A square filter paper patch (WHATMAN No.4: approximate size
s 20 mm x 20 mm), saturated with the undiluted test material was
applied to the shorn right flank of each animal and was
place with 3 strip of surgical adhesive tape (BLEN
approximate size 40 mm x 50 mm). To ensure that the ma

non-irritant concentration was used at challenge, the test mat

erial at
a concentration of 759%, V/v in arachis oil BP

was similarly applied
to a skin site on the left shorn flank. The patches were occluded

with an overlapping length of aluminium foil and secured with a
strip of elastic adhesive bandage (ELASTOPLAST: approximate size

250 mm x 75 mm) wound in a double layer around the torso of
each animal.

held in
DERM:
ximum

"5

After 24 hours, the dressing was carefully cut using blunt-tipped

materiai. The position of the treatment site

S was identified by using
a black indelible marker-pen.

{
!

Prior to the 24-hayr observation the flan
-

ks were clipped using
] veterinary !

‘Ppers to remove regrown hair.

Py
i

3.2.23  Evaluation of Skin Reactions

shown in Appendix X.

Any other reactions were also recorded.
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Interpretation of Resulis

The percentage of test animals that showed a m

material challenge site than the most severe reaction seen in the contro)
animals, was compared with the following scale:

Percentage of Classification of
animals sensitised sensitisation potential

0 non-sensitiser
> 0-8 weak sensiliser
> £-28 mild sensitiser
> 28-64 moderate sensitiser
> 64 - 80 strong sensitiser
> 80-100 extreme sensiliser

The data obtained may be used to classify the test materiaj according to
Commission Directive 93/21/EEC adapting Council Directive 67/548/6EC on
the classification, packaging and labelling of dangerous substances,

The test material will be classified as sensitising and assigned the symbol X"
the indication of danger ‘irritant’ and the risk phrase R 43 "MAY CAUSE
SENSITISATION BY SKiN CONTACT" if 30% or more of the test animals show
a sensitisation response,

ARCHIVES

Unless instructed otherwise by the Sponsor, all original data and the final report will
e retained in the Safepharm archives for a period of five years. After this period, the

Sponsor’s instructions will be sought,
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% 5. RESULTS
) 5.1

Intradermal and Topical Sighting Tests

A summary of the results of the intradermal sighting test and the individual skin
reactions observed in the topical sighting tests are given in Appendices | to N,

Based on these results,
7 studly;

the following concentrations were selected for the main

Intradermal Induction

: 1% w/v in arachis oil gp
v Topical Induction ¢ undiluted as supplied
> Topical Challenge * undiluted as supplied and 75% viv in

arachis oil BP

5.2  Main Study

5.2.1 Skin Reactions Observed After Intradermal Induction

Individual reactions observed at the test material intradermal injection sites
of the test group animals and vehicle intradermal injection sites of the
control group animals are given in Appendices |V and V respectively.

.....

Moderate and confluent to intense erythema was noted at the intradermal
induction sites of all test Broup animals at the 24 and 48-hour observations.

Discrete or patchy erythema was noted a3
all control group animals at the 24 and

o
b

t the intradermal induction sites of
48-hour observations,

F

— 13,

g 5.2.2 Skin Reactions Observed After Topica! Induction
’ Individual skin reactions observed at the topical induction sites of the test
{ and control group animals are given in Appendices VI and v

animals at the 1-hour observation.

confluent erythema with or without
topical induction sites of eighteen
observation. Bleeding from the intra
eleven test group animals at the

test group animals at the 24-hour

dermal injection sites was noted in
1-hour observation,

Adhered test material
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was noted at the topical induction sites of five test group animals at the
1-hour observation, Residual test material was noted at the topical induction
sites of seventeen test Broup animals at the 1-hoyr observation and all tes
group animals at the 24-houyr observation,

No signs of erythema or oedema were noted al the topical induction sites of
control group animals at the 1 or 24-hour observations,

Bleeding from the intradermal injection sites was noted in two control group
animals at the 1-hour observation.

5.2.3  Skin Reactions Observed After Topical Challenge

Individual skin reactions at the challenge sites of the tesi and control group
animals are given in Tables 1 and 2.

Undiluted as Supplied

Positive skin responses (discrete or Patchy to moderate and confluent
erythema - grade 1 to 2 with or without very slight to slight oedema) were
noted at the challenge sites of fifteen test group animals at the 24, 48 and
72-hour observations, Desquamation was noted at the challenge sites of five
test group animals at the 48 and/or 72-hour observations. Fur foss was
noted at the challenge site of one test group animal at the 24-hour
observation. Physical damage caused by the removal of adhered test
material was noted in two test group animals,

No signs of erythema or oedema were noted ar the challenge sites of
control group animals at the 24, 48 or 72-hour observations,

Physical damage caused by the removal of adhered test material was noted
in one control group animal at the 24-hour observation,

75% vlv in Arachis Oil gp

Positive skin responses (discrete or patchy to moderate and confluent
erythema - grade 1 to 2 with or without very slighi to slight oedema) were
noted at the challenge sites of twelve test group animals at the 24-hoyr
observation, The severity of the reaction persisted at the challenge sites of
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eight test group animals and increased in three lest group animals at the
48-hour observation, Positive skin responses (discrete or patchy to moderate
and confluent erythema - grade 1 1o 2 and an isolated incident of very slight
ovedema) developed at the challenge sites of three test Broup animals at the
48-hour observation, Positive skin fesponses (discrete or patchy 1o
moderate and conflyent erythema - grade 1 1o 2 with or without very slight
to slight vedema) were noted at the challenge sites of fifteen lest group
animals at the 72-hour observation, Desquamation was noted at the
challenge sites of four test group animals at (he 48 and/or 72-hour
observations, Small superficial scattered scabs were noted at the challenge
site of one test group animal at the 72-hoyr observation. Physical damage
caused by the removal of adhered test material was noted in one test group
animal at the 48 and 72-hour observations,

No signs of erythema or oedema were noted at the chalienge sites of
control group animals at the 24, 48 or 72-hour observations,

Physical -amage caused by the removal of adhered tes material was noted
in one control group animal at the 48-hour observation,

5.3 Bodyweight
Individual bodyweights and bodyweight gains of the test and control group
animals are given in Appendices VIl and IX.

Bodyweight gains of guinea pigs in the test group, between Day 0 and Day 24,
were comparable to those observed in the control group animals over the same
period.

CONCLUSION

The test material, HYCAR ATBN, produced a 759 (15/20) sensitisation rate and was
classified as a STROMG SENSITISER to Buinea pig skin. The test material was also
classified as a sensitiser according to EU labelling regulations, The symbol "Xi*, the
indication of danger ‘irritant’ and the risk phrase R 43 "MAY CAUSE SENSITISATION
BY SKIN CONTACT" are required.
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HYCAR ATBN : MAGNUSSON & KLIGMAN MAXIMISATION STUDY IN THE GUINEA PIG
APPENDIX X
SCALES FOR EVALUATION OF SKIN REACTIONS

EVALUATION OF ERYTHEMA VALUE
No erythema 0
Discrete or patchy erythema 1
Moderate and confluent erythema 2
Intense erythema and swelling 3

From: OECD Test Guideline 406, 1992 and Method B6 Skin Sensitisation of Commiission
Directive 96/54/¢C,

EVALUATION OF OEDEMA VALUE
No oedema 0
Very slight oedema (barely perceptible) 1

Slight oedema (edges of area well-defined by
definite raising)

Moderate oedema (raised approximately 1 millimetre) 3
Severe oedema (raised more than 1 millimetre
extending beyond the area of exposure) 4

From: Draize, | H (1977) "Dermal and Eye Toxicity Tests” In: Principles and Procedures
for Evaluating the Toxicity of Household Substances, National Academy of
Sciences, Washington DC, p31.
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APPENDIX X1}

THE DEPARTMENT OF HEALTH OF THE GOVERNMENT
OF THE UNITED KINGDOM

GOOD LABORATORY PRACTICE

STATEMENT OF COMPLIANCE
IN ACCORDANCE WITH DIRECTIVE 83 g£E

LABORATORY "TEST TvPE

SafePharm Laboratories Led. Analytical Cy
Sbardlow Business Park Esviroamestal Fare

Londos Road Eavirooments) Texicity
Stardlow Mutcg

Derbyshire DET2 26D Pbys/Chem Tests
Tosicology

DATE OF INSPECTION

13rd March 1998

A geaenal Inspeciion for complizace with (he Principles of Goog Laborasoey Practice
was carried out at the above bboraory 35 pant of UkGLr Complizace Frogramme,

At the tine of the inipeciion no deviztions weoe fonad of safficient magaitude tp Mest
the validity of son-clinical fiudics performed at these fxcifities,




