
Location of study 

Life Science Research - Roma Toxicology Centre 
Via Tito Speri I2 
Pomezia (Roma) - Italy 

Compliance with Good Laboratory Practice - 

This study will he conducted in compliance with the, principles of GLP as set 
forth in the OECD guidelines for testing of chemicals and with the GLP 
regulations of the US FDA. 
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1. 

1.1 

1.2 

EXPERIMENTAL PROCEDDRB 

TEST SUBSTANCE 

Identity 

It will be the responsibility of the Client to determine, for each 
batch of substance, the identity, strength, purity and composition, 
or other characteristics which appropriately define the test 
substance, before its use in the study. The determination of the 
stability of the test sybstance will also be the Client’s 
responsibility. 

Characteristics 

Information supplied by the Client is summarized below: 

Identity for reporting : 
Chemical identity : 

Suitable vehicle : 
Stability 
Test substance 
Test substance in vehicle 
Storage conditions 
Test substance 1 

Test substance in vehicle : 

FDP (Fructose-1,6-diphosphate) 
Fructose-1,6-diphosphate 
dehydrated sodium salt 
Isotonic saline 

5 years 
# 

Ambient temperature, protected 
from light 
Ambient temperature,.protected 
from light 

The following infarmation refers to the original batch of material 
supplied for the start of the study. Further batches may be required 
during the course of the study. Full details of batch usage will be 
maintained in the formulation records but protocol amendments will 
not be issued. 

Date of receipt at LSR-RTC 
Batch no. 
Purity 
Appearance 

* 18.10.89 
i 521 B 
: 88.30% (FDP Na3H) 
: Pale yellow powder 

‘ 

Prior to commencement of treatment, a reserve sample of the test 
substance will be taken and kept under the storage conditions of the 
bulk supply. At each batch change and after preparation of the final 
dose a sample of the test substance will be shipped to the Client 
for analysis; a duplicate sample will be retained at LSR-RTC. 
Results of these analyses may be reported to LSR-RTC for inclusion 
in the final report. 

# To be added. 
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1.3 

1.4 

2. 

2.1 

2.2 

Method and frequency of dose preparation 

For the highest concentration of 220 mg/ml the required amount of 
test substance will be dissolved in isotonic saline and sterilized 
by Millipore filtration (0.2 micrometres). The lower concentrations’ 
of 110 mg/ml and 55 mg/ml will be prepared by serial dilution of the 
highest concentration with isotonic saline. The solutions will be 
prepared daily. The dosage volume required for daily administration 
will be calculated in advance based on the most recently recorded 
body weight. 

Formulation analysis 1 

Samples of the formulations prepared ‘for all treatment groups will 
be taken in weeks 1 and 13, deep frozen and sent to the Client for 
analysis. 

ANIMAL MANAGEMENT 

Animal supply and acclimatization 

A total of 36 pure-bred Beagle dogs of known lineage (18 males and 
18 females) approximately 20 weeks of age and estimated to weigh 
between 5 and 7.5 kg will be ordered from Allevamento Soprani, S. 
Polo D’Enza, Reggio Emilia, Italy. 
All dogs will be vaccinated by the supplier against hepatitis, 
leptospirosis and distemper (Can&r CEL, Boehringwerke) at . 
approximately 8 and ‘12 weeks of age. In order to ensure that the 
animals are suitable for use on study, the dogs will be selected at 
the supplier’s premises by an LSR-RTC veterinary surgeon. Before 
delivery to LSR-RTC all dogs will be vaccinated against rabies 
(Dohyvac i-R, Froom Laboratories, Uisconsin, USA) and parvo virus. 
On arrival each dog will be assigned a unique stock number which 
will be tattooed on the ear and stamped on a metal disc attached to 
a collar around the dogs neck. Even numbers will be assigned to 
males, odd numbers to females. An acclimatization period of a 
minimum of three weeks will then be allowed before the start of 
treatment. This period may be extended if necessary. 

Eealth check 

As soon as possible after arrival each animal will be subjected to a 
detailed examination by a veterinary surgeon. An antiparasitic (LEE, 
Teknofarma) will be given shortly after arrival and this treatment 
will be repeated twice at 1 day intervals. This course of treatment 
will be repeated after 20 days. Any additional veterinary treatment 
required will be recorded in detail. 
Shortly after allocation blood samples will be obtained from the 
jugular vein of each dog for haematological and biochemical 
screening (see section 5). Overnight urine samples will also be 
collected. Any animal with a prolonged prothrombin time will be 
checked for factor VII deficiency. 
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4.4 Food consumption 

The weight of food consumed by each dog will be recorded daily, with 
due allowance being made for any food spillage. 

4.5 Water consumption 

Measurements of the water consumed by each animal will be performed 
over 3 day periods twice during the pre-treatment period, and over a 
3 day period during weeks 1, 6 and 12. 

4.6 Veterinary examination ‘ - 

Each animal will be subjected to an examination by a veterinary 
officer before dosing commences and thereafter at approximately 
monthly intervals in which particular attention will be paid to: 

Teeth and gums 
Mucous membranes and skin 
Ears (external auditory canal) 
Superficial lymph nodes 
Abdomen - including palpation 
External genitalia and mammary glands 
Chest including auscultation of heart and lungs 
Stance - including palpation of limbs 
General behaviour and appearance 

The outcome of .this examination will be recorded for every animal; . 
any abnormali ties detected may, be photographed or investigated 
further. 

4.7 Ophthalmoscopy 

Both eyes of all animals assigned to the study will be examined just 
prior to the commencement of treatment by means of an ophthalmoscope 
approximately 20 minutes after the instillation of 1.0% tropicamide 
(Visumidriatic, Merck Sharp & Dohme). Where possible, animals with 
non-resolving lesions will be replaced with spare animals showing no 
ocular abnormality, from the batch initially ordered for the study. 
The eyes of all animals in all groups will be re-examined during 
weeks 6 and 12. 

4.8 Electrocardiography 

Once before treatment commences electrocardiography tracings 
will be recorded for all dogs using the three standard limb leads 
(I, II and III) and the three augmented limb leads (aVR, aVL and 
aVF) . During weeks 1 and 12 further tracings will be obtained, just 
prior to and after administration (where possible within 15 minutes 
after dosing). From the tracings obtained the following will be 
measured: 
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