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The content of this protocol represents our interprelation of the sludy objectives and

the requirements of the regulatory guidelines.
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INTRODUCTION

Objective |

The objective of this study is lo determine lhe effects of AZDS301 and
AR-CI154669XX on gencral aclivily and behaviour in the mouse.  This lesl will be
conducted by administering the lesl arlicles to mice and then observing (hem for
veneral hehaviowral, sutonomic and motor effects based on Irwin's method (Trwin,
1968). Comparisons will be made with a vehicle comrol group. A chlomromazing
hydrochlaride-treated group will alao be included as a positive control.

Justifieation

The Trwin screen will provide useful information on potentizl adverse ellects of the
drug under test on general physiological and behaviowral functions. The test will be
conduected in the mouse, which is 2 [requently used species in such studics and far
which backeround data arc available. The test articles will be adminiziered orally 25
thiz is the intended clinical ronte. The dosc lovels employed in this sludy have heen
apreed by the Study Direclor and Sponsor.  The dose levels sclecled are 3, 30 and
300 mg/kz and encompass up 10 100 times the antivipated therapeutic dose. “Ihe test
articles arz intended as @ therapy for astbms snd rhinitis.  The pharmacological
classfactiviey is defined ss deal cytokine CCR3 receptor and histamine 11 recsptor

antagonist.

TEST ARTICLES, REFERENCE COMPOUND AND VEHICLE

Deseription, identification and storage
The test articles are identified as AZDS50] and AR-C1540693,

The Sponsor will pravide as much information as possible on the physical appearance,
known hazardous propertics, purity, slability, a datc of expiry and Certificales of
Analy=is,

When nol in use the lest acticles will be stored in sealed containers, at room

temperaturc (mominally 10 to 30°C) and profected from light.
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The sccond sample will be retained al Covance as back-up samples and kept [ozen

{nominally -20°C) until notilication from the Sponser that they are not required or
unlil 1ssue of (he [nal report.

The results of the formulation analysis will be issued in 2 Principal Investigator's
contributary repott, including a Principsl vestigator's GLP stalement and QA
statzment, and will be included in the fing] report as an Appendix,

TEST 8YSTEM

Species, strain and supplier
An adequate number of male Crl:CD-1 (ICR) BR mice will be abtained from Charles
Eiver (UK) Lid., Margate, Kent.

Specification

The mice will be approximately 4 wecks of age and weigh betwecn 18 and 22 ¢ an
arrival, The ave and weight of the animals on (heir respective day of dosing will he
documented in the raw data and final report. The mice will be approximately 5 weeks
ol zge on the day of dosing.

Environment

The smimals will be houwsed in groups of wp lo live in polypropylene cages
(33x15x 13 cm) with solid floorz and Grade 10 woodflakes (Datesand L.,
Cheshire, UK) a5 bedding. ‘The cages will be clesned and dried before usc.  Aspen
chew blocks will be placed within the cages az: a form ol environmental cm‘i::hmr;nll-

Routinely, holdine rooms will be maintained within aceeptable limits for lemperature
and relalive humidity (nominally 19 1o 25°C and 40 to 70%, rcspeelively).  These
rooms are illuminated by fluorcscent light for 12 hours (06:00 to 18:00 houwrs) out of

sach 24 hour cycle and designed Lo receive al least 15 fresh air changes per hour.
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Concentrations of AZD3501 or AR-C154669%X in plasma will be determined using
high performance lguid chromatography (TTPLC-MS). Details of the methodology
will be contained in the Principal [nvestigator’s plan.

The results of the pharmacokinetic analysis will be issucd in a Principal Investigator's

contributory moporl, including a Principal Investigalor’s GLP statement and QA
statcment, and will be incloded in the final report as @n Appendix.

TERMINAL PROCEDURES

At the end of the study (Day § [or the Irwin animals, or following the 2 hour post-dosc
bleed for the PK animals), (he animals will be humancly killed by a Schedule
1 method {c.g. cervical dislocation) and discarded withoul necropsy.

Il an animal shows any sign of serows discomfort during the study it may be killed
immediately and humancly &t the discretion ol the Study Dircetor.

Any animal found dead or killed prematurely during the study may be subjected to &
necropsy, at the diseretion of the Stuidy Director. A macroscopic examination will be
performed, after opening the thoracic and abdominal cavities, by ohserving the
appearance of the tizsucs i siie. Any abnormalities will be reconled.

GOOD LARORATORY PRACTICE COMPLIANCE

The componenl of the study conducted at Covance and AstraZeneca will be performed

in complignee with:

United Kinadom Statutory Instrument 1999 Mo, 5106, The Good Laboratory

Praciice Reaulations 1999,

QECD Principles on Good Lghoratory Practice (revised 1997, lssued
January 199%) ENV/MC/CHEM(98)17

FDA Giood Laboratery Praclice for Non-clinical Laboratory Studies 21 CFR
P'art 38, Docomber 1978 and subgequent amendments,



Coeppee Stody Mumber 0792016
A f_"iEl_l Tfepuart

EXPERIMENTAT DESIGN

Regmlatory test guidelines

L his report is designed to meet the known requirements of TC Directive 75/318/EEC
and all subsequent amendments together with any relevant International Conference
un Harmonization (1CH) gnidelines, These reguirements and guidelines were cument

at the time the report was 15sued.

Test article administration

The tost article was administered daily, for at least 28 days excluding the day of
necropsy, hy nasal administration. Each dog received three instillations per nosimil per
session and were treated for lour sessions, each sepatated by at least 30 minues,

The start and finish times of each dosing session were recorded. Although the starl of
cach dosing session was separated by at least 30 minvtes, on several occasions dosing
was completed within 30 minutes of the previows session. The shortest time
separating the completion ol dosing sessions was 13 minutes.

Administration was on at least alternate breaths to allernate nestrils, just as the animal
was ahout Lo inhale, starting with the left nostrl. The head was held slightly upwands o
prevent forward drainage of the test article. To avoid loging the prime from the spray
device, after each actuation the spray device was returned Lo the vertical prior to the
release of the actuator, thus allowing the pump o recharge withour the mtroduclion al
H11

The dnsina device was shaken gently before use and primed prior o the stat of each
day’s dosing. To prime each dosing device, it was actuatad sightl tmes or until a fine
spray was emitled. The device was not primed helwesn sessions, unless there was @
mishap in dosing resulting in loss of the existing prnime.

The dosing devices for Groups 2 snd 5 wers not primed prior o the start of the day’s
dosing on Day 13, in crror,

The dosing device nozzle was cleaned helore the start of cach session and helween dogs
uzing suitable antiscptic or alcobolic wipes.

o i
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The five nominated mice from each group were examined for general behaviour,
according (o Irwin's method (Irwin, 1968). The parameters in Table | were
systematically cvaluated in sccordance with the relevan! Covance Standard Operaling
Procedure (current version of SOP PHARM #.10). Irwin cbservations were
performed at 0.5, 2, 4, and 24 hours post-dosc.

Animals were kept for & furlher 7 days, during which time 1hey were observed daily
for gross signs ol toxicity and mortality.

Bodyweights were recorded on Day 1,3, 5 and &.

PHARMACOEKINETICS

At two hours pust-dose (L13 minutes), all three PE ammals within Groups 2 (o 7 were
lorminally aoaesthetized under gascous halothane and approximately 250G pl of blood
was talen via the orbital sinus and transferred into tubcs contaimng ELYTA.

Alter thorough mixing, the blood samples were cooled on ice and plasma was
preparcd within 30 minutes of sampling by centrifugation (3300rpm for 10 minutes at
approximately 4°C).  The plasma was transferred lo newtral polypropylenc lubes,
immediately lmzen upright on dry ice. Samples were then transfermed to the freezer,
where they were stored frozen (nominally -20°C) prior (o dispateh.

The animals were killed by cervical dislocation whilst under anacslhesia
Plasma samples were shipped frozen en dry ice by courier to the Sponsor.
The Principal lnvestigator for the Pharmacokinetics was Julic Doherly.
The pharmmacokinelic resalts are shown in the Resulls Section with the full method
and results in Appendix 4.
TERMINAL PROCEDURIES
Al the end of the study (Day & for the Iowin animals, or following the 2 hour post-

dose bleed for the PE animals), the animals were humanely killed by a Schedule 1
method {cervical dislocation) and discarded without necropsy.

B 1 I
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RESULTS AND DISCLUSSI0N

Irwin Screen
The Irwin obscrvations are presented in Table 1. Group mean bodyweights are
surnmnarised in T'able 2; individual animal data arc presented in Table 3.

Mo behavioursl or physiolegical changes were observed in vehicle-treated animals
{Groups | and &) in this study.

Effects of AZDS501
Oral adminiztration of AFZDS501 at dose levels of 3, 30 or 300 mg'’ks, produce] no
noteworlhy behavioural or physiological chapges in mice dunng (his study.

Eifects of AR-CIS4069XX
AR-C154669%X administered orally al dose levels of 3, 30 or 300 mg/ka, produccd
no netewnorthy behavioural or physiological changes in mice in this study.

Cne animal (animal number 32) given AR-C15460930( (300mgke) displayed slighl
signs that, in the conlext of this study, were considersd to be of hifils or no hiological
significance. This animal had no pupil response Lo light due to the pupils already
consiricled al 0.5 hours post-dose, slighl pilosrection and slightly *seruliy’ appearance
suggestive of slightly decreased grooming al 24 hours post-dose and slight
pilocreelion on Day 5.

Note:  Animal number 3] dosed orally with AR-C154660XX at 2 dose level of
300 mgke displayed slight pilocrection, a slightly hunched posture, slight spathy,
slight decresses in grooming and transfer arousal and decreased aleriness (no
rosponse) al 24 hours post-dose. By Day 5 this animal was generally subdued with
substantial pilocrection and a hunched posture, in addition a large swelling was
present towards the left side of ils abdomen and marked weightl loss was apparcnt.
‘The animal was killed by intraperitoneal overdose of Euthatal and a macroscopic
cxaminalion was performed by a velerinary surgeon.  The macroscopic examination
revealed the swelling v be a subeotancous aceumulation of undigested food as a
result of a dosing injury. Il was concluded that the signs exhibited by this ammal
were a consequence of mis-dosing, and therefore its results were not cansidered In
thizs reporl.
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