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Abstract

The black stone is a piece of bone treated to be used against the bites of the snakes, scorpions, leeches,
and spider. The method of preparation of black stone is explained like this, first animal thigh bone is
collected and wash thoroughly and cut into a small pieces of 5 to 6cm long. Rub with sandpaper, wrap
the pieces in aluminum foil, place in a charcoal fire for 15 to 20 minute. When we apply the black stone,
wait for the stone to absorb all the poison from the attacked area and it falls down. After that the stone is
cleansed by putting it in milk or some herbal medicine, here an attempt to evaluate the acute dermal
irritation study of vishakallu in rats.
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Introduction

Primary skin irritation is the production of irreversible inflammatory changes in the skin
following the application of a test substance as it is involves the intraction of a chemicals with
the sensory receptors in the skin at the site application.

Obijective of study-The objective of study tittled acute dermal irritation study of vishakallu in
rats was to assess the irritation profile of test material, vishakallu, when administrated topically
on wister albino rats on the basis of this study, the possible hazard likely to arises from
exposure of the skin to the test substance can be assessed.

Methods- The methods was designed to meet the requirements of the OECD guidelines for
testing of chemicals on conduct the acute dermal irritation.

Test System and Management
Animal Species ; Rats
Strain ; Wister albino rats

Justification for Selection of Species

As per OECD Guideline 404 albino rabbits are the preferred animal species for dermal
irritation/corrosion studies. As per the Guidelince document on integrated approaches to
testing and assessment for skin corrosion and irritation, in vivo testing in rabbits, should not be
undertaken until all available data relevant to the potential dermal Corrosivity/irritation of the
chemical, based on any pre-existing test data, have been evaluated1-10. The vishakallu sample
have not been scientifically validated for its safety on dermal application till now. Hence a new
experiment have to be conducted in an experimental animal model other than rabbits, which is
of a lower species grade like Wister Albino Rats.

Source: Care Keralam ltd, Koraty, Thrissur

No: of animal and sex: 3 female nulliparous and non-pregnant rats Body weight range: 200 —
250 g Age at treatment: 8 to 12 weeks Identification: Cage cards

Study Design

Approximately 24 hours before the test, hair on the dorsal area of the trunk of the animals,
were removed by close clipping. The test sample, vishakallu was applied in a single dose of
0.5¢g to the skin of experimental animal, untreated skin areas of the test animal served as the
control. The test sample was applied to a small area (approximately 6cm2) of skin and covered
with a gauze patch, which was held in place with non-irritating tape. The test sample,
vishakallu was first applied to the gauze patch, which is then applied to the skin. The patch
was loosely held in contact with the skin by means of a suitable semi-occlusive dressing for
the duration of the exposure period. The gauze patch was attached to the skin in such a manner
that there was good contact and uniform distribution of the chemical on the skin.
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Table 1: Method of standrads to follow in experiments

Conditions

Animals were housed under standard laboratory conditions. Air conditioned with adequate fresh air through 1\VVC system. room
temperature 220.0 to 240c,humidity 57-65%, with 12 hr light and 12 hr dark cycle, and all are recorded daily

Housing

Single animal was housed in a Polysulfonate cage (size-L300X B 170X H 140mm) with stainless steel top grill mesh having
facilities for holding pelleted food and drinking water. sterilized paddy husk was provided as bedding material

IAcclimatization

Period-7 days (veterinary examination of all the animals was recorded on the first and 7th day )

Diet The animals were fed ad libitum. Pellected lab rodent feed was provided

Water

Deep bore- well water passed through activated charcoal filter and exposed to ultraviolet rays in aquaguard water filter cum
purifier was provided in plastic water bottles with stainless steel sipper tube.

In the initial test, up to three test patches were applied
sequentially to the animal. The first patch was removed after
three minutes. A second patch was applied at a different site
and removed after one hour and a third patch was applied and
removed after four hours, and the response was graded. The
results of the initial test was confirmed using two additional
animals, each with one patch, for an exposure period of four
hours.

At the end of the exposure period, which is normally 4 hours,
residual test sample was removed, without altering the
existing response or the integrity of the epidermis.

To determine the reversibility of effects, the animals were
observed up to 14 days after removal of the patches. All
animals were examined for signs of erythema and Oedema,
and the responses scored at 60 minutes, and then at 24, 48 and
72 hours after patch removal. For the initial test in one
animal, the test site was examined immediately after the patch
has been removed.

Table 2: Dermal reactions were graded and recorded according to
the grades

Erythema and eschar formation grade Grade
No erythema 0
Very slight erythema (barely perceptible)
Well defined erythema
Moderate to severe erythema
Severe erythema to eschar formation preventing
grading of erythema

B (WNE-

Table 3: Edema formation were graded and recorded according to
the grades

Edema formation Grade
No edema 0
Very slight edema (barley perceptible)
Slight edema (edges of area well raised)
Moderate edema(raised approx.1mm)
Severe edema (raised more than 1mm and extending
4 beyond area of exposure)

A WIN|F-

Safety precautions

Gloves, cap and face mask were used in addition to protective
body garments used and rubber slipper to ensure adequate
personal health and safety and to avoid inhalation and skin
contact with the test items

Observation
Skin reaction at the site of application was subjectively
assessed and scored once daily at 1,24,48,72 hours, 7 and 14
days after patch removal (post —test observation period)
accordingly

Result

The computer printout of the data were verified against raw
data. All findings were presented in the report as per the
standard reporting procedure.

Table 4: Evaluation of Primary Skin Irritation

Evaluation Score
Non irritant 0.0
Negligible irritant 0.1-04

Slight irritant 0.41-1.9
Moderate irritant 2.0-4.9
Severe irritant 5.0-8.0

No dermal irritation was observed. Treated skin of all three
rats appeared normal throughout the observation period.

Conclusion

The primary skin irritation index of the test material was
calculated and was found to be 0.00. Hence, it was concluded
that the test substance, vishakallu was non- irritant to the rat
skin.
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