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ACUTE TOXICITY

BY THE INTRAMUSCULAR ROUTE
Test substance FR-91

Report: A/50001-P/0A

DECLARATION OF GOOD LABORATORY PRACTICES

This study has been carried out in accordance with the norms set out in Annex
I1 of the guidelines of the OCDE on non-clinical assays with chemical substances and
in conformity with the European Directives 87/18 and 88/320 which regulate this

matter.

The following periodic inspections have been carried out:

Reports:

Arrival of animals 14 July
Lodging and established conditions 20 July
Manipulation processes and dose administration 21 July
Programmed autopsies 5 August

As the result of these inspections, strict observance of the standardized working

protocols and the overall study plan was appreciated.
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ACUTE TOXICITY

Acute toxicity study (limiting dose assay) of the product FR-91 by the
intramuscular route in rat, filed in INTERLAB Laboratories under the reference n°

A/50001-P/0A.
1. INTRODUCTION
The sample referred to above has been studied in acute toxicity in the rat.

* This type of study provides information on the potential health risks derived from

exposure to a single dose, using due care in the extrapolation of results.

Acute toxicity is a measure of the short-term effects on the health provoked by
the administration of a substance or mixture of substances. This type of assay is carried
out according to Good Laboratory Practices in accordance with with the prinicples

recommended by the OCDE in its guidelines for assays on chemical substances.

The following method and the assay in general have been carried out in
accordance with the norms established by the EU in this area, Directive 79/831, Annex
VIII part B, Bl Toxicological Methods, for the evaluation of chemical substances, in
accordance with the norms established in Directive 75/319 and 87/19 on pharmaceutical

preparations.

In accordance with the guidelines established, if in a limiting toxicity study (single
limiting dose study), the atoxicity of the test substance is demonstrated for this study, in
these circumstances it is not necesary to carry out an acute toxicity study using lower

doses. In this manner, the unnecessary use of experimental animals is avoided.
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METHODOLOGY

a) Objectives

The objective of the study is to evaluate the possible acute toxic
effects of the sample mentioned above. The study is carried out over a
period of 14 days. When this period has terminated, the surviving animals
are sacrificed. Necropsy and macroscopic examination are performed.

b)  Preparations

-Experimental animals:

The animals for this experiment, once they had been received in
the laboratory, were examined by an expert veterinarian and separated
into the distinct experimental groups according to ideal weight and state
of health. The animals were acclimatized to laboratory conditions for a
period of five days; when finished, those animals considered unsuitable for

the experiment by the veterinarian were withdrawn from the study.

-Samples
The sample was administered at a single dosage level of 5000

mg/Kg, limit assay.

The dose was calculated by volume/animal weight, taking into
account the correction for the density of the preparration (§ = 1.007

g/cm®).
c) Species selected
The rat has been used in this study, given that it is a standardized

laboratory animal, used to evaluate acute toxicity for numerous chemical

substances.
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The large quantity of data available and accumulated make the rat
an acceptable animal for this type of study, given that its handling,
laboratory conditions, pathology, behavior, etc. are known and
standardized in protocols. Studies in rodents are described by the EU in
Directives 67/548 and 79/831, 84/449, 88/320.

In accordance with the methodology, the extrapolation of the
results to the human species is facilitated, always with the due limitations,
considering the qualitative and quantitative aspects between the two

species.

The strain selected is Wistar albino of uniform characteristics. At
the outset of this study, the rats weighed between 180 and 250 grams in
the case of the females and 240 and 350 grams in the case of the males.

The animals were supplied by IFFA-CREDO, France, through their
Spanish distributor J. Alonso Villamafiana, ¢/ Sepilveda, 13, Ed.
Indubuilding (Madrid) on 14 July 1991.

-Maintenance:

The rats were examined daily to evaluate possible pathological
alterations which might arise. When the acclimatization period had
terminated, five healthy males and five healthy females were selected and

assigned to a single study group.

1. Lodging
The conditions of the animal facility were controlled during the

period of the study.
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-Temperature was maintained at 23°C + 2°C.
-Relative humidity was maintained between 50-65 %.

-The photoperiodicity was 12/12 hours of light/darkness with an
intensity of 200 lux. '

Water and food were available ad libitum for all animals. The diet
was standard and tested by the supplier for this type of animal (supplied
by PanLab, Ref. A-04).

Each group was identified by a metallic cage card, with an

individual number for each cage.
2. Experimental groups

The group is constituted of homogeneous animals as described
above. The distribution in relation to the samples was the following:

Group: Dose of 5000 mg/Kg 5 males
Group: Dose of 5000 mg/Kg 5 females

3. Experimental method

The sample was administered intramuscularly, undiluted, in the

interior face of the animals thigh.

The animals received the correct volume of the sample relative to
their body weight (see Table), in a single injected dose administered on
day 1 of the experiment. The observation period extended over a 14-day
period.
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4. Observations

Examination was made for mortality, morbidity, behavior and signs

of toxicity on the first, second and sixth hours after administration of the

sample, and afterwards twice daily.

On the fourteenth day, surviving animals were sacrificed and

submitted for autopsy.

RESULTS

‘a) Mortality

Dose: 5000 mg/Kg

MALES

Starting Final Volume/
weight weight animal
240 g 270 g 1200 pl
325g 340 g 1625 pl
340 g 364 g 1700 pl
350 g 367 g 1750 ul
350 g 352 g 1650 ul
FEMALES

Starting Final Volume/
weight weight animal
235¢g 250 g 1175 pl
215 g 240 g 1075 pl
200 g 232 g 1000 pl
180 g 205 g 900 ul
250 g 250 g 1250 pl

OBSERVATIONS

Nothing unusual

OBSERVATIONS

Nothing unusual
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b) Morbidity

Neither pathological signs nor physiological disorders were observed in any

of the animals (see Table).

c) Necropsy

All animals were examined post mortem under the supervision of an

expert veterinarian. All animals were sacrificed according to standard norms.

Following the external examination, a macroscopic post mortem

examination was performed on the thoracic and abdominal organs, with the

following result:

Nothing unusual observed in:

-Lung
-Trachea
-Larynx
-Heart
-Aorta
-Esophagus
-Stomach
-Duodenum
-Jejunum
-Sciatic nerve
-lleum

-Cecum

-Colon

-Spleen

-Liver

-Pancreas
-Associated glands
-Kidney

-Urinary bladder
-Prostate (males)
-Testicles (males)
-Epidydmus (males)
-Uterus (females)

-Ovaries (females)
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COMPOSITION OF RAT DIET

Diet A0O4 Certified Batch

Natrient Peed
fevel

Proximate asalyiis

Dry maner % 8.5
Crude protein % 160
Crude od % 30
Crude fider % 4.5
Nitrogen free

Extract % 514
Ash % 46
Esergy

Grozs caergy Ml/xg 159
Miserals

Cakium L ] 082
Total phospborus % 069
Av. phospboruy % a4
Sodium chloride b ] Qasé
Magnesivm ] als
Chloride % a4
Potassium % Qes
Teace Elements

Selenium mg/kg az2s
Cobalt mg/kg ass
lodine mg/kg 172
Zine mg/ky 1000
Manganese mg/kg 500
Copper mg/kg 240
Iron mg/kg 1130

Added
sspplement

g

Nutrient Peed
fevel
Patty scids
Saturated fatty acid % 0.80
Upsaturated  fatty acid % L6S
Linoleic scid % L1s
Amiso acids
Lysine % a9
Mcthioaine % a2s
Cystine % ast
Threosine ® ass
Tryptophan % [1+]]
Arginine % 1.08
Glycine % 082
Glycing  + serinc % L39
Isoleucine % a6?
Hinidine % a3y
Leucine L3 L12
Phenylalanine %
Tyrosine % L19
Valise % as2
Vitamins
Vimin A kg 15000
Yitamia D3 tu/kg 1875
Vimmin B in/kg 128
Vitamin K mg/kg 19
Vitamin Bj og/kg 18
Viamin B3 mg/kg 14
Viamin Bg mg/kg 16
Vitamia B2 mg/kg 23
Vitamia C mg/kg 0
Folic acid ng/kg 10
Nicotinic acid og/kg 92
Pustothenic  scid mg/kg 30
Biotin mg/kp 300
Chotine mg/kg 1246

Added
sspplcment

Q125

15000
1875
112

1)

oll®

5

kY

250
280
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IV. DISCUSSION AND CONCLUSION

From the analysis of the data obtained, the conclusion is extracted that the
product under study, FR-91, submitted by F. Chacén, shows no toxic effects due to the

administration of the product by the intramuscular route at the maximum admissible

dose for acute toxicity studies.

We declare that the results emitted in this report were obtained according to the

protocol described.

Madrid, 26 August 1991

Luis de la Fuente Ramirez

QUALIT, @NTROL UNIT

Angel eva del Rfo
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