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To,
The Principal,
Institute of Pharmaceutical Education and Research,

Borgaon, Wardha.
Subject: Sample for acute toxicity study.

Dear Sir,

N 4
With reference to our discussion, we are sending herewith following samples for acute

toxicity.

Sr No. Name of | Batch No. Mfg Date. | Expiry Date | Weight Qty in No’s
Product

1 Termino VTS04 03/2020 02/2023 30ml 02

- Spot on

2 Respi-SID VRPP0O4 03/2020 02/2023 100 ml 02
Poultry

3 . Renosid VRPO5 03/2020 02/2023 100 ml 02
Poultry

Kindly acknowledge the receipt of the same and start the work.
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Thanking you.

Yours Faithfully.
A

5.S. Dhurde
(Authorized Signatory)
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LOINTRODUCTION

Avite dermal tox oyt the ndverse elfects oce aeingy within o short time ol dermal
application of a il dose of o tost substance. In the asersment and eviluation of
the toxte characteristion ol substance, determination ol acute dermal toxicity is
uetib where exposuce by the dermal route s likely, 1t provides information on health
hazards HKely 1o ariso from o short-term exposure by the dermal route, Dati from an
acute dermal toxieity study may serve as o basis for elassification and labelling, Tt is
ancinitial step inestablishing o dosage regimen in subchronic and other studics and

may provide information on dermal absorption and the mode of toxic action of a

substance by this route, (OFCD Guideline 402)

OBJECTIVE:
l'o determine the acute dermal toxicity (if any) of the test sample Termino Spot on

(Batch No. VTS04) supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd,

Nagpur.,

PRINCIPLIE:
The test substance is applied to the skin in graduated doses to several groups of

experimental animals, one dose being used per group. Subsequently, observations of
effects and deaths are made. Animals which die during the test are necropsed. The
surviving animals are sacrificed and necropsied. Animals showing severe and
enduring signs of distress and pain may need to be humanely killed. Dosing test
substances in n way known to cause marked pain and distress due to corrosive or

irritating properties need not be carried out. (OECD Guideline 402)

2. MATERIALS AND METHODS
Test Substance: The supplicr provided for the test container containing cream

identified as Termino Spot on (Batch No. VTS04)

The test substance was stored at ambient temperature and out of the light

Details of test animals
Specles: Albino rats weighing in range o 220-240 g

Strain: Wistar
/"d-'—v:'-'u;‘;,\‘;
Sex: Female ~“{br. R. 0. Ganjiwale)
Principal
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Acute toxacity of Termuno Spot on
Study No.: PL - 13 (2020-21)

Number of groups: 2

Selected doses: 200 and 2000 mg kg

Rationale of selection: As per OECD 402 guidelines

Housing and feeding conditions

Animals were caged individually. The temperature of the expenimental animal room
was 22°C (+ 3°) and the relative humidity 30-70 per cent. Cages maintained at 12 hr
of light and dark cycle in the animal house of the Institute.

Diet: Standard feed prepared in-house.

Water: Plain tap water ad libitum.

Allocation of animals to various groups:
Table No. 1. GROUPS OF ANIMALS

Dose (mg/kg b. W) . .
Group No. i Animal Numbers
Topically
I 200 1-3
I 2000 4-6
Preparations

Healthy young adult rats were acclimatized to the laboratory conditions for 5 days
prior to the test. Before the test, animals were randomized and assigned to the
treatment groups. Approximately 24 hours before the test, fur was removed from the
dorsal area of the trunk of the test amimals by shaving. Care was taken to avoid

abrading the skin, which could alter its permeability.

About 10 per cent of the body surface area was clear for the application of the test

substance.

EXPERIMENTAL:

The animals were fasted overnight prior to dosing but water was not withheld.
Following the period of fasting, the anima'~ ===~ -itot - o0 e ' s

: B
. 3. E S =
applied on the fur-removed skin. After t / “‘(ﬁﬁt‘_q.t_:nluw-m /as
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Acute toxicity of Termino Spot on IPER, Wardha

Study No.: PL - 13 (2020-21)

only above regulatory limit dose then, the dose level to be used as the starting dose is
selected as 200 mg/kg b. wt. Accordingly, the first dose in this study was 200 mg/kg
(topically) and after that as no toxicity occurred; a limit test dose of 2000 mg/kg b. wt.
(topically) was taken. Body weight of the entire test animal was recorded before and
periodically (weekly) after administration of the test sample. The animal were
observed for 24 hours, then for further | days for death and manifestation of toxic
effects like changes in skin and fur, eyes and mucous membranes and also any
changes in respiratory, circulatory, CNS, autonomic, somatic activity and bchaviour
pattern if any was recorded. The important clinical sign like muscular tremors,
convulsions, salivation, diarrhea, lethargy, sleep and coma if any obscrved during

study period were recorded.

Acute Dermal Toxicity (OECD-402)

For the product of topical application, the testing was undertaken as per OECD-402
guidelines to conduct acute dermal toxicity study test. The Original acute dermal
toxicity guideline 402 was adopted in 1987. In this study, both local and systemic
effects were investigated. For acute dermal toxicity test 06 Wister rats were procured
from CPCSEA registered breeding source i.e. Small Animal Facility, of IPER,
Wardha and the test was conducted as per OECD-402 guidelines.

OBSERVATIONS:

The animals were clinically observed twice on the day of the dosing and once daily

thereafter for 14 days.

1. Clinical signs:

All animals were observed daily for clinical signs such as gross changes in the activity
and the behavioral pattern. They were also observed for the presence of tremors,

convulsions, salivation, diarrhea and letharev

B - —
e

"Tﬁ:Il. 0. Ganjiwale)
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2. Body weight:
The mean group body weight
0™ day, 7" day and 14" day.
3. Mortality:

All animals were observed twice daily for mortality during the period of the study.

8




Acute toxicity of Termin
; b 0 Spot on
Study No.: PL - 13 (2020-21) e e

4. Food consumption;

The quantities of fooq consumed b

y control and test groups were recorded on 0" day
7" day and on 14 day. ’ :

5. Biochemical Parameters:

® Aspartate aminotransferase (AST),
* Alanine transaminage (ALT),
* Alkaline phosphatase (ALP),
e Creatinine

6. Gross pathology and Histopathology:

All the animals surviving at the end of the 14 days of observation were scarified by

intraperitoneal injection of 6% sodium pentobarbital solution at the rate of 0.12
ml/100g and bled at the femoral artery. They were nccropsied and the main organs
were examined macroscopically. Gross pathology and histopathological examination

of lung, Liver, Kidney, and heart were conducted.

Interpretation of the results: The assessment criteria of the toxicity of the test
substance taken into account were:

e Body weight change

e Clinical and behavioral signs

e Necropsy findings histopathological examination

e The mortality expressed in % of compound related deaths.
These results enabled to classify the test substance to one of a series of toxicity

classes defined by fixed oral LDso cut-off values, incompliance with Globally

Harmonized System (GHS).

5 mg/kg

: NG
‘2?—7 .9_._‘.\_»-‘-
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Acute tovcnty of Termino Spot an
Study No. PL = 13 (2020-21) IPER. Wardha
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3. RESULTS

Clinical signs:

11 the Zroups were free of @ e ‘
A Eroups were free of Intoxication s1gns throughout the period of study.
Body weight:

Animals from ¢ J ibi
4 ! m m control and test groups exhibited normal and comparable body weight
gain throughout the period of study. (Table No 2)

Table No. 2 INDIVIDUAL BODY WEIGHT

Group Dosc (“’lg/kgT_‘ Rats N Body weight (g)
No. Topically ats No. 0™ day 7" day 14™ day
1 220 228 234
2
I 200 225 234 240
3 220 229 240
MeanSD | 221.67+289 | 230.33+3.21 | 238.00+3.46
4 234 242 249
5 230 238 245
I1 2000
6 221 231 240
Mean+SD | 228.33+6.66 | 237+5.57 |244.67+4.51

Values expressed as mean + standard deviation

Mortality: (Table No. 3)
All animals from control group and test group survived throughout the study for 14

days.
Table No. 3 MORTALITY
Under the condition of the present study, the following mortality rates were recorded
Group No. Dose (mg/kg) Body weight (g) Mortality
: N
'-‘:(’l%:?‘ﬂ Ganjiwalc)
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H Borgoou(dleghe), Wardda




-

Aol OOl Of (o
Spade N b,

n

o

b

Food consumption

Table N . 4 GG S
¥ GROUP MEAN FOOD CONSUNMPTION (¢ / animal)

N
Group Dese e
Neo. | (mgvg) T Tgm = o
.___.1____‘—-“——____,__1___—__*_— ’ | ]
. - T = =
u 20Q 12 T 3
Biochemical Parameter
Table Na. 3: BIOCHEMICAL FINDING
Group Dase AST UL ALT ALP ' Creatinine
N (au L (IU1L) ﬁ (mg'dL)

200 me ko b
- - |
1 , 406722352 | 68002529 | 77.6727.51 | 1.3720.15
W1 topcally |
| | I

2000 mg' kg - i |
37332282 | R1.6722.08 | 84.6724.03 1.470.32

_ 3967
| b. Wt topically | l
Significance NS 5 AN 3 NS i NS - NS

| |

Valves zre expressad as mean = SD, NS=Non significant

Gross pathology: All mamn organs subjected to necropsy were found normal in all

znimals. The result of the necropsy findings are summanzed in the table 5.

Table No. 6 PATHOLOGY FINDINGS

.' Death
Group No. ] Day Reason Comments
lf I | Day 13 Sacnfice NTR
I | Day 15 Sacnfice NTR

P =

(O, R 0. Ganjiwale)
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NTR = nothing to report i
Histopathology: Section from live -
pervascular ymphoid aggregaton. Scction from kidney and heart are unremarkable.

Section from Lung shows mild pncumonitis.
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Plate 1: Histopathological Studies of Liver (Group II (2000 mg/kg) (H&E) X100

N
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Plate 2: Histopathological Studies of Kidney (Group IT (2000 mg/kg)
(H&E) X100
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Plate 4: H istopathologlcnl Studies of Heart (Group 11 2000 mg/kg) X400
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4. DISCUSSION;:
I5

!J

(V%)

The animals treated at different dose levels with the above test compound

Termino Spot on (Batch No. VTS04) in all the groups exhibited normal

activity and behavioral pattern.

There were no clinical signs of tremors, convulsions, exophthalmia, salivation,
diarrhea and lethargy.

Animals exhibited normal and comparable body weight gain throughout the
period of study.

Food intake of normal and animals treated at different dose levels was found

to be comparable throughout the tenure of the study.

The pathology finding shows no abnormality in any group of animals.

5. CONCLUSION:

The above findings revealed that the Termino Spot on (Batch No. VTS04) supplied by
Siddhayu Ayurvedic Research Foundation Pvt. Ltd, Nagpur was found to be safe at

doses 200 and 2000 mg/kg when applied locally. None of the animals were found to

be moribund condition in all the groups until the 14 days of the study.

The Study has indicated that Termino Spot on (Batch No. VTS04) at dose of 2000

mg/kg did not affect general health of Wistar rats. There were no gross abnormalities

observed in necropsied rats. Based on this, minimal lethal dose of Termino Spot on

(Batch No. VTS04) was more than 2000 mg/kg.

e
~“Dr. R. 0. Ganjiwalc)
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Acute toxicity of Respi-SID Poultry IPER, Wardha
Study No.: PL - 14 (2020-21)

ACUTE ORAL TOXICITY TEST IN TIHE RATS — FIXED DOSE PROCEDURE
METIIOD- OECD GUIDELINE 420"

I. AIM & OBJECTIVE OF TIIE TEST

The aim of the test is to obtain, using a minimum number of animals, sufficient
information on the acute toxicity after single administration, by oral route in the rat, of

a test substance, for its classification.

The test substance is administered to a group of experimental animals, by oral route at
one defined dose (5 mg/kg, 50 mg/kg, 300 mg/kg or 2000 mg/kg) according to the

available information on the test substance.

The animals are observed each day for 14 days at least, after administration, to detect
the signs of toxicity. Animals which die are necropsied; the animals which are
intercurrently sacrificed as well as the ones which survive until the end of the test are

necropsied.

This test using pre-defined doses provides results allowing the test substance to be
ranked according to the Globally Harmonised System (GHS) for classification of

chemicals which cause acute toxicity (OECD 1998).2

II. TEST SUBSTANCE

The supplier provided for the test container containing liquid preparation identified as
Respi-SID Poultry (Batch No. VRPP04).

The test substance was stored nt amhient temnerafure and ont of the light.
i il
= (Dr, R O. Ganjiwalc)
Principal
. PRINCIPAD
Aeatitate of Pharmacertical Edeantion & Rensared
Thou guow ( dleghel Wardba
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11 TEST ANIMALS

Species: Albino rats weighing in range ot 180-200 ¢

Strain: Wister

Age: 8-12 weeks

Number & Sex: 3 nulliparous and non-pregnant females.

Diet: Standard feed prepared in-house.

Water: Plain tap water ad libitum.

Housing: The animals were housed in 37cm X 23cm X [6em polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premiscs
of animal house with controlled temperature and humidity. The artificial lighting

ensured a sequence of 12 hours light and 12 hours dark.

IV. TEST PROCEDURE

Preparation of the test substance: As per information provided by sponsor, the
provided liquid tormulation is concentrated and should be used with dilution. The
highest dose of formulation that can be used is 250 ml in 1000 liter water. So the test
substance was diluted accordingly.

Administration of the test substance: The animals fasted overnight prior to the test
substance administration. All animals were weighed again on day 1 before
administration.

The volume per 100 g of body weight, defined to 2 ml/100g, the volume to administer
was calculated for each rat.

The test substance was administered in a single dose, orally by gavage using a syringe
fitted with suitable sized canula. After administration, animals were fasted for 3-4
hours.

Selection of starting dose: As nulation the

— \‘4‘05—’—" ‘.\b‘-
’L(l)r. R. O. Ganjiwalc)
Principal s
. PRINCIPA _
Neatitate of Phaemacentical Edeention & Pensarsd the OECD
Borgaon (Meghe), Wardha

guideline 420 (_ioined in Appenum IV UL UIC PITSCIL ICPUIL) UIT EdSL WUS performed

starting dose was selected as 2m /

Main study: According to the \

with 5 animals receiving the test substance at the dose level of 2ml/100g of body

weight.
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V. OBSERVATIONS
Animals were obscrved individually after dosing during the first 30 minultces,
periodically during the first 24 hours and daily thercalter lor a total of 14 days.
The clinical observations were made individually, each animal being examined
outside the home cage.
The different parameters observed were — changes in skin & fur, eyes & mucous
membranes, respiratory function, tremors, convulsions, salivation, diarrhea, lethargy,
sleep & coma.’
Body weight: The animals were regularly weighed on day 1 before administration,
then on day 8 and day 15 i.e. 7 and 14 days aller administration of the test substance.
Pathology: All the animals surviving at the end of the 14 days of obscrvation werc
scarilied by intraperitoneal injection of 6% sodium pentobarbital solution at the ratc
of 0.12 ml/100g and bled at the femoral artery. They were necropsied and the main
organs were examined macroscopically.
Interpretation of the results: The assessment criteria of the toxicity of the test
substance taken into account were:

e Body weight change

e Clinical and behavioral signs

e Necropsy findings

e The mortality expressed in % of compound related deaths.
These results cnabled to classify the test substance to onc of a scrics of toxicity
classes defined by fixed oral LDsy cut-off values, incompliance with Globally

Harmonized System (GHS).2

- Category | =0 <LDsy < 5 mg/kg
- Category 2 =5mg/kg <LDs< 50 mg/kg
- Category 3 =50mg/ky <TDw< 300 mo/ksy

sty SN
- Calegory 4 = 300 mg/ 'A(_l)r. R. 0. Ganjiwalc)
- Category 5 =LDsy> i P;'.';":’:-.!n.

Neatttale ¢f Pharmacertical Edeartion & Penoarsd
ot gaou ( deghe), Wardha

- Category 5 or non classi
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VL RESULTS

Body weight: All animals exhibited normal and comparable body
throughout the period of study. The individual weights of the animals o
the test are supplied in Appendix |

Clinical Observations: All animals were free of itoxication signs throughout the
period of study. The results of the clinical observations are summarized in the table
enclosed in Appendix 11,

2, re Y i
Pathology: All main organs subjected to necropsy were found normal in all animal

The result of the necropsy findings are summarized in the table cnclosed in Appendix

11

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classificanon ol
substances which cause acute toxicity, the substance Respi-SID Poultry (Batch No
VRPPO04), supplied by Siddhayu Ayurvedic Rescarch Foundation Pyt Ltd., Nagpur
was classified in the hazard category 5 or unclassified with a LD, higher than 2000
mg/kg in the Rat.

The Study has indicated that Respi-SID Poultry (Batch No. VRPPO4) at dose of
2000mg/kg did not affect general health off Wistar rats. There were no gross
abnormalities observed in necropsied rats. Based on this, mimmal lethal dose of

Respi-SID Poultry (Batch No. VRPP04) was more than 2000 mg/kg.
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ACUTE ORAL TOXICITY TEST IN TIIIE RATS — I'IXED DOSIEE PROCEDURI
METIIOD- OECD GUIDELINE 420"

I. AIM & OBJECTIVE OF THE TEST

The aim of the test is to obtain, using a minimum number of ammals, sufficient
information on the acute toxicity alter single admunistration, by oral route in the rat, of

a test substance, [or its classilication.

The test substance is administered to a group of experimental animals, by oral route at
one defined dose (5 mg/kg, SO mg/kg, 300 mg/kg or 2000 mg/kg) according to the

available information on the test substance.

The animals are observed each day for 14 days at least, after administration, to detect
the signs of toxicity. Animals which dic are necropsied; the animals which are
intercurrently sacrificed as well as the ones which survive until the end of the test are

necropsied.

This test using pre-delined doses provides results allowing the test substance to be
ranked according to the Globally Harmonised System (GHS) for classitication of’

chemicals which cause acute toxicity (OECD 1998).”

II. TEST SUBSTANCE

The supplier provided lor the test container containing liquid preparation identitied as

Renosid Poultry (Batch No. VI L e
’d(f;'?’lfa..(]nnjlwulc)

Principal
. PRINCIPAD
Naatitate of Phaemscantical Edvontion 3 Ressersd

The test substance was stored at {
: Borgaon (eghe), Wardha
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Study Noo PL - 15 (2020-21)

HIL TEST ANIMALS

Species: Albino rats weighing in range of 180-200 g

Strain: Wister

Age: 8-12 weeks

Number & Sex: S nulliparous and non-pregnant femalcs.

Dict: Standard feed prepared in-house.

Water: Plain tap water ad libitum.

Housing: The animals were housed in 37cm x 23cm x 16cm polypropylenc cages
with maximum 3 animals per cage. The cages were placed in limited-access premiscs
of animal house with controlled temperature and humidity. Thc artificial lighting

ensurcd a sequence of 12 hours lightand 12 hours dark.

IV. TEST PROCEDURE

Preparation of the test substance: The test substance was administered without
dilution.

Administration of the test substance: The animals fasted overnight prior to the test
substance administration. All animals were weighed again on day | before

administration.
The volume per 100 g of body weight, defined to 2 ml/100g, the volume to administer

was calculated for each rat.
The test substance was administered in a single dose, orally by gavage using a syringc
fitted with suitable sized canula. After administration, animals were fasted for 3-4

hours.
Selection of starting dose: As the test substance was an Ayurvedic formulation the

starting dose was selected as 2m~ S
e
Main study: According to the f (“’-“‘-.9-‘?":"“'“"" the OECD
' . r:';;gmb

Aeatftate of Pracmecantical Edvention & Pervarsd crformed
i Borgaon (deghe), Wardda P

\)

guideline 420 (joined in Appen<

with 5 animals receiving the test suustance at uic uusc cver ul .’llllllUOg of bO(Iy

weight.
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Aooraih weve observed ealivabmaily after &g dunng the fimit 0 minutes,
peocandliconiy Sarisg the Forwt 24 hours amd dasly thereatter for a total of 14 davs.
The chmual cbmercamons were made mdividuaily, cach ammal being examined
The differert parancters obmerved were - changes in skin & fur, eyes & mucous
menmdennes, roprsory fancteon, tromors, comvulnons, salivaton, diarthea, lethargy.
stoop & coma
Budy weight: The ammals wore repelarly weighed on day 1 before admumistration,
fhen on day X end day 19 ce 7 amd 14 days after sdmumstration of the test substance.
Pathology: All the ammaly surviving of the end of the [4 days of observation were
scarified by wiraperitoneal mpechon of 6% sodium pentobarbital solution at the rate
of § 12 ml {00g and bied ot the femoral artery. They were necropsied and the main
orgam were exanuned macroscoprcaily.
Intorpretation of the ressdty; The sssessment cniteria of the tovcity of the test
sbatanue tahen imto sovount weore

s DBody weight change

o Climical and bohavioral signs

o Nooropey lindmgs

e The monalay expressed m %5 of compound related deaths.
These results enabied to classfy the tost substance W one of a series of toxicity
classes defimed by fixed oral LDw cutoff values, incompliance with Globally
Harmontzed System (GH3) °

-Cotegry 8 =0 < LDy < S mg'kg
Caepory 2 = Smghg <LDw< $0 mg/'kg

Cowgery 3~ 50 mg :
9
Cansgary § = LDw * NS

A wegary 4 = M0m
A anopory § or mon dassfisd
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VL. RESULTS

Body weight: All animals exhibited normal and coemparable body woght gan
throughout the perrod of study  The individual weights of the sormals essossed duru
the test are supplicd in Appendix |

Clinical Qbscrvations: All amimals were free of itonication ugms Cuoughout e
peniod of study. The results of the chinscal observations are sunmaresd @ e bl
encloscd in Appendix 11

Pathology: All mamn organs subjected to necropsy were found pormal o af] sesmmads

The result of the necropsy lindings are summarized i the bl oncloned @ Appendie
118

VIL CONCLUSION

According to the Globally Harmonwed Systen (GHS) for the chmadfaton of
substances which cause acute tovcity, the substance Renovid Poeltry (Fawh Mo
VRPOS), supplicd by Siddhayu Ayurvedic Rescarch Foundation Pve Lid | Nagpue
was classificd in the hazand category § or anclassified with a LDy, bagher thun 7000
mg/kg i the Rat

The Stody has indicated that Remosid Poultry (Batch No. VRPOS) ar dome of
2000mgkg did not affect general bealth of Wistar cats. There were oo groms
abnormaliies obscrved 1n necropsied rats. Hased on thus, munimal lethal dome of
Renosid Poultry (Batch No. VRPOS) was more than 2000 my/'kg
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