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DattaMeghe Institute of Medical Sciences
(Deemed to be University)
SHARAD PAWAR DENTAL COLLEGE & HOSPITAL
Sawangi (Meghe) , Wardha, -442 004
Ph. 243542,240808,240129,243037,245968, Fax - 07152-241711.

E-Mail : deanspdc@gmail.com Visit At : www : dmims.org.

REF NO: SPDC/PEDQ/2019-20/447 Date: 20/3/2020
To,
The Principal,

Institute of Pharmaceuticals Education and Research

Wardha

Subject: Permission for formulation of Research material.

Respected Sir,

I, Dr. Sphurti Bane, the undersigned Post Graduate Student of Department of Pediatric and
Preventive dentistry,SharadPawar Dental College would like to request you to kindly alloy
me to work in your Institute for preparation offormulation of my research material. The

materials required for the same will be arranged from myside.

It is requested to kindly permit me to use yourlInstitute facilities.

Thanking you.

Yours Sincerely,

%w’//
Dr.SphurtiPramod Bane
Principal Investigator,

Dr.NilimaThosar
Guide,

Post Graduate student, Professor and HOD,
Department of Pediatric and Preventive Department of Pediatric and Preveniiy .
Dentistry, Dentistry, 2
SharadPawar Dental College, SharadPawar Dental College,
Wardha. Wardha.

Dr.Sudhindra Bali;g,a

Dean,

Departm¢ e

Dentist e

Sharadll;ya # (Dr, R. O. Ganjiwalc)

Wardha. { hm';l:

teatitefe of ".lr;llun.nl Edeantion & Prrsarsd
Borgaon (Meghe), Wardha



N Estd : 1991 VIDARBHA YOUTH WELFARE SOCITY’S
“&z&.} INSTITUTE OF PHARMACEUTICAL EDUCATION AND RESEARCH

g’a\ﬂ; Borgaon (Meghe), Wardha, Maharashtra State, India - 442 001
S ae® . NAAC accredited Grade ‘A’
z & L) Gannwale Ph. 07152 -240284 E-mail: iper4160@gmail.

Ox (S B Prjincigal Fax 07152-241684 W S Al b e o

Conducting Degree, Post Graduate and Doctorate Programme in Pharmaceutical Sciences

Date —29.10.2020

TO WHOMSOEVER IT MAY CONCERN

This is to certify that Dr. SphurtiPramod Bane, a postgraduate student of
Department of Pediatric and Preventive Dentistry, Sharad Pawar Dental College
and Hospital, Sawangi, Wardha has successfully formulated the herbal and
placebo lollipops for her thesis titled “Comparative evaluation of antibacterial
efficacy of Emblica Officinalis, lollipops against Streptococcus mutans in
institutionalized visually impaired children — A prospective study”using
facilities available at Institute of Pharmaceuticals Education and Research,

Borgaon (Meghe), Wardha.

Dr.Shagufta Khan.
Dept. of Pharmaceutics,

Institute of Pharmaceuticals Education and Research, Wardha

Recieved on RQ|I6[902.0
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Datta Meghe Institute of Medical Sciences
(Deemed to be University)
SHARAD PAWAR DENTAL COLLEGE & HOSPITAL
sawangi (Meghe) , Wardha, -442 004
Ph. 243542,240808,2401 29,243037,245968, Fax - 071 52-241711.

E-Mail: deanspdc@gmail.com Visit at: www: dmims.org.

Date: 28/11/2020

To,

The Principal,

Institute of Pharmaceutical
Education and Research,
Borgaon (Meghe), Wardha.

Subject: Permission for formulation of Research material.

Respected Sir,

D Nilima Thosar, Head and Professor _Pediatric and Preventive Dentistry, Sharad Pawar
Dental College requires formulation preparation of my research material from your institute. 1
would like to request you to allow me for the same.The materials required for the formulation

preparation will be arranged from my side.
It is requested to kindly permit me to use yourlnstitute facilities.
Thanking you.

Yours Sincerely,

Q/L 2 Cdor L

Dr. Nilima Thosar Dr. Sudhindra Baliga
Guide, Professor and HOD, Dean,
Department of Pediatric and Preventive Department of Pediatric and Preventive
Dentistry, Dentistry,
Sharad Pawar Dental College, S Sharad Pawar Dental College,
Wardha. (0 .sv\ Wardha.
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Vidarbha Youth Welfare Society’s

INSTITUTE OF PHARMACEUTICAL EDUCATION AND RESEARCH
Borgaon (Meghe), Wardha
and

MAHARASHTRA CENTRE FOR ENTREPRENEURSHIP DEVELOPMENT (MCED)

Nagpur
Jointly Organizes Webinar on21** May 2021 at 2.30 pm

Under IQAC and Entrepreneurship Development Cell of the Institute

Topic
“Entrepreneurship and Innovation as Career Opportunity”

(=)

Outcome :

1. To raise awareness about Entrepreneurship as a career option.

Mr. Alok Mishra
Regional Officer, MCED
Nagpur

2. To promote innovation and start-ups in the Institute.




Jyotiranjan Alok Mishra Abhiram Desh.. Shaguftakhan ()

Yogitasahu  Abhiram Desh..  Alok Mishra shaguttakhan  (3)

ENTREPRENEURSHIP

An entrepreneur is a person who
stood for what he/she believed —
in and was able to transform the
lives of others through his/her
action”, - i.e.
Mobile, Microwave, V ... e
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Webinar on “Entrepreneurship and Innovation as Career Opportunity” held at IPER on 21/5/21

The IQAC and the Entrepreneurship Development Cell of the IPER in the concerted initiative organized a
webinar on “Entrepreneurship and Innovation as Career Opportunity” in collaboration with the
Maharashtra Centre for Entrepreneurship Development, Nagpur on 21/5/21. The objective of the webinar
was to enlighten the spirit of self-employment among students.

Shri. Alok Mishra, Regional Director and Shr. Hemant Wankhede, Project Manager, MCED, Nagpur were
the resource person. Shr. Hemant Wankhede gave motivating presentation by sharing history of some
very successful great entrepreneurs of India. He apprised the participants with the Government initiatives
and scheme to start small and medium enterprises. He also highlighted the thrust area for business where
prosperity is evident.

Dr. R. O. Ganjiwale, Principal, IPER and Dr. L. G. Rathi, Incharge, IQAC were present on the occasion. The
program was conducted by Dr. Shagufta Khan, In-charge Entrepreneurship Development Cell, IPER
conducted the program. Technical Support was provided by Mr. Abhiram Deshmukh, Assisst. Professor,
IPER. About 50 students attended the program.
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Sfddhayy Ayurvedic Research Foundation Private Limited ﬁﬁh. /3
Office ; Daidyanath Bhawan, Groat Nag Road, Nagpur - 440 009. Maharashtra (INDIA) g .&%f u
Ph. No.: (+01)- 0712 - 6644900/ 901/ 902 Webslto : www.siddhayu.com
B CIN No. : U24233MH1983PTC030020

Ref No.: SARF/2020-21 Date: 31.08.2020

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.

1

Thanking you.

Yours Faithfully.
A

5.S. Dhurde
(Authorized Signatory)

P i

(Dr. R. O. Ganjiwalc)
Principal
. PRINCIPAD
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Borguou (dleghel, Wardha

Reg. Off. - .404' Chartered House, Dr. Cawasji Harmosji Street, Mumbal - 400002.

Factory At - !

Bahadura  :- Post-Kalmana (Acharya), Umrer Road, Bahadura, - Dist. Nagpur - 441 204. Ph. No.: 07103-276119
Wadsa = Lakhandur Road, Desaigan] Wadsa, - Dist. Gadchiroli - 441 207 Ph. No.: 07137-272858 13



PROJECT REPORT

ACUTE DERMAL TOXICITY STUDY OF TERMINO
SPOT ON

Submitted to

Siddhayu Ayurvedic Research Foundation Pvt. Ltd,
Nagpur 440 009

Submitted By

Project coordinator
Dr. R. O. Ganjiwale
I/c Principal
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Principal investigator
Dr. B. R. Gandhare
Associate Professor
Department of Pharmacology,
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Performing Department
Department of Pharmacology,
Institute of Pharmacc . g TN
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Acute toxicity of Termino Spot on [PER, B
Study No.: PL — 13 (2020-21) R

REPORT

STUDY TITLE

ACUTE DERMAL TOXICITY STUDY OF TERMINO
SPOT ON

Sponsored by
Siddhayu Ayurvedic Research Foundation Pvt. Ltd,
Nagpur 440 009

Submitted to
Siddhayu Ayurvedic Research Foundation Pvt. Ltd,
Nagpur 440 009

Date of commencement: 8" September 2020 to 24" September 2020

Project coordinator
Dr. R. O. Ganjiwale
I/c Principal
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Principal investigator
Dr. B. R. Gandhare
Associate Professor
Department of Pharmacology,
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Co-Principal Investigator
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Acste texscey of Termeno Spot en IPER Wordha

Sy No - PL - 13 (2920-21)
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Acute toxicity of Ternuno Spot on
Study No.: L - 13 (2020-21)
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LOINTRODUCTION

Avute devimal tonieity i the ndverse cliectn ocenrting within e short time ol dermal
application of a il dose of o tost substance. In the asersment and eviluation of
tho toxie chatactoristion ol o substance, determination ol acute dermal toxicity is
usetil whore exposure by the dermal route fs 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, (OECD Guideline 402)

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

(Bateh No. VTS04) supplied by Siddhaya 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
i, = —
' . . l Sy _,t_’:'_"‘_'\_'
Specles: Albino rats weighing in rang / (P .0, Confient
f incipal
{ . PRINCTPAB

estitate of Phaemscantical Edeontion 3 Ressarsd
Bt gaou ( deghe). Wardba

Strain: Wistar

Sex: Female

Number of animals per dose level: 3

(0 ¢]




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:
e
The animals were fasted overnight pi / ﬁ.guumm thheld.
‘ e

estitate of Pharmscartical Edeantion & Revearsd ’lC was

Following the period of fasting, the an\
Borgaou(Meghe), Wardha

applied on the fur-removed skin. After we appucauen ot test sample food was

withheld for 1-2 hours. If the compound are likely to be non-toxic i.e. having loxiciq.'g



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 lethargy.

2. Body weight:

The mean group body weight of the contral and tact arauim anin..i- === ==~ ~ded on
0" day, 7" day and 14" day. 24 fﬁﬁfﬁf‘;;ﬂ”jﬁ,

3. Mortality: o ,;,.;:”.r‘:".;’f",?":f.fera. & Prrnerd

Borguou (Megho), Wardha

All animals were observed twice daily ror mortaiity auring the period of the study.

20



Acute toxicity of Termino §
. b pot on
Study No.: PL - 13 (2010-2!) e e

4. Food consumption;
The quantities of f

! 0od consumed by control and test groups were recorded on 0" day,
77 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 necropsied 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).

- Categoryl =0 <LDsp < 5 mg/kg
-Category2 =5mgkg <LDs< 50 mg/kg
_Category3 =50mgkg <LDso< 300 mg/kg
- Category 4 =300 mg/kg < TN
- Category 5 =LDso> :

N
il
= (Dr. R. O. Ganjiwalc)
Principal
. PRIRCIPAD
Natttale ¢f Pharmacertical Edeantion & Persarsd
Thou guow ( bleghel Wardha

- Category 5 or non classificd 4
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Acute tovcnty of Termino Spot an
Study No. PL = 13 (2020-21) IPER. Wardha

S - Sy ___-_--_--—--_-_—-—-—-—_
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
topically
I 200 0/3
200C - mm NG ==
II 4 3 ’Cﬁ 0. Ganjiwale)
Principal et
. PRINCIPADL
Saiitele ¢f Pharmacertical Edeartion & Persarsd

Borgaou (Meghe), Wardha
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Food consumption

Tadble No. 4 GROUP MEA

N FOOD CONSUMPTION (g ' animal)

Group Dese e
Ne. | (mpiw) ey — 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) (mg'dL)

200 mg kg b

W1 topcally

63.00=5 20 |

77672751 | 13720.15
! |

2000 mg' kg

1.47:032

_ 59.67.3322.52 | 81.6722.08 | $4.6724.93
| b. Wt topically | l
Significance NS NS 4 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
| I | Day 15 Sacnfice NTR
i 11 | DS Sacnifice NTR
NTR = nothking to report
Histopathology: Section from liver sho P ’ﬁﬁfm:: th mild
perivascular ymphoid aggregation. Secti Principal | rhble.

Section from Lung shows mild pncumoni

Matitate of Phaemscorticsl Edeantion & Pevoarsd
Borgoou(Meghe), Wardda
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Plate 2: Histopathological Stud|
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Acute toxicity of Termino Spoton
Study No:PL - 13 (2020-21)

IPER, Wardha

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.
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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 at ambient temperature and out of the light.

-
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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 16em 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 the test substance was an Ayurvedic formulation the

starting dose was selected as 2ml/100g rat.

Main study: According to the methr?~'-~ *---=t- ‘= «+- *A-—— > -£..- HGECD
: 5 - . i o _:/;_7) g N I
guideline 420 (joined in Appendix I' # (Dr. R. O. Ganjiwale) ormed
{ Principal
“'i[h 5 animals receiving lhe U su' :lﬂ atitale n-r;.»}.ﬁf‘mﬁmammu i bod)’

. Borgaou (Meghe), Wardda
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/kg <LDsp< 300 mg/kg
- Category 4 =300 mg/kg <LDsy< 2000 mg/kg

- Category 5 =LDso> 2000 my/ky
, . — ,.f_,.._.-;_"\"‘
- Category 5 or non classified A e e
Principal
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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 \ 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 toxicity ot Renosid Poultry
Study No.: PL - 15{2020-21)

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. VRP0S).

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

.
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Acute toxicny of Renosid Pouliry IPER, Wardha

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 2ml/100g rat.

Main study: According to the methodology describe in the Annex 3 of the OECD

guideline 420 (joined in Appendix IV -~ —==--= $ommmmety s e ees - —=Tymied
. 3 "'.*""-'Q\‘;
with 5 animals receiving the test sut # {Dr. R. O. Ganjiwalc) body
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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) °

~Category | =0 < LDy < Smg'kg
Caepory 2 = Smghg <LDw< S0 myg/kg
Coegary 3~ Omgiyg <1Dw< 300 mykg
A megary 4 o M0 mghg < LDy < 2000 mgkg
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Acute toxicity of Renourd Poudtry PER Bardha
Study Neo. PL - 15 (2020-21}

VL. RESULTS

Body weight: All animals exhibited normal and coemparable body woght gan
throughout the period of study  The individual weights of the smmals assowsed dunng
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 oclonesd @ Appemdis

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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ACUTE ORAL TOXICITY TEST IN THE RATY — FIXID DOSE PROCEDUED
METHIOD- OLCD GUIDELINE 420

I. AIM & OBIECTIVE OF FHE 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 soute in the raf, ol

a test substance, for its classification.

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

available information on the test substance.

The animals are observed cach day for 14 days at least, after administration, to detect
the signs of toxicity. Animals which die arc 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).’

II. TEST SUBSTANCE

The supplicr provided for the test container containing Tablets identificd as Diabo
Yogue (Batch No. 5202390001).

The test substance was stored at am e N
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HL TEST ANIMALS

Species: Albino rats weighing in range of 180-200 i
Strain: Wister

Age: 8-12 weeks
Number & Sex: 5 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 16¢m polypropylene cages

with maximum 3 animals per cage. The cages were placed in limited-nccess premises
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: The test substance was dissolved in water,
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 cach rat.

The test substance was administered in a single dosc, orally by gavage using a syringe
fitted with suitable sized canula. Afler 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 2000 mg/kg,

Main study: According to the methodology describe in the Annex 3 af {he OLECD

. . 1 3 ‘__:ﬂ_‘__‘_.,\‘:_ .
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V. OBSERVATIONS
Animals were observed individually afler dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafler for a total of 14 days.

Ihe clinical observations were made individually, each animal being examined

outside the home cage.

The different parameters observed were — changes in skin & fur, ecyes & 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 after administration of the test substance.
Pathology: All the animals surviving at the end of the 14 days of obscrvation 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 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:

* Body weight change

¢ Clinical and behavioral signs

* Necropsy findings

» 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 LDsy cut-off values, incompliance with Globally
Harmonized System (GHS).?

- Category 1 =0 <LDsy < 5 mg/kg
-Category2 =5mgkg <LDs< 50 mg/kg
- Category 3 =50mg/kg <LDss< 300 mg/kg
- Category4 =300 mghkg<LDss< 2000 mg/kg

= > '-‘._-—1\_{-9\‘;
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VL. RESULTS
Body weight: All animals exhibited normal and comparable body weight gain

throughout the period of study. The individual weights of the animals assessed during

the test are supplied in Appendix I.

Clinical Observations: All animals were free of intoxication signs throughout the
period of study. The results of the clinical observations are summarized in the table
enclosed in Appendix 1.

Pathology: All main organs subjected to necropsy were found normal in all animals.

The result of the necropsy findings are summarized in the table enclosed in Appendix
111

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Diabo Yogue (Batch No.
5202390001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,
Nagpur was classified in the hazard category S or unclassified with a LDsg higher
than 2000 mg/kg in the Rat.

The Study has indicated that Diabo Yogue (Batch No. 5202390001) at dose of
2000mg/kg did not affect general health of Wistar rats. There were no £ross
abnormalities observed in necropsied rats. Based on this, minimal lethal dose of
Diabo Yogue (Batch No. 5202390001) was more than 2000 mg/kg.
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Acute toxicity of Sleep Yogue [PER, Wardha

Study No.: PL — 07 (2020-21)

ACUTE ORAL TOXICITY TEST IN THE RATS — FIXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420"

I. AIM & OBJECTIVE OF THE 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 Capsule identified as Sleep
Yogue (Batch No. 5202370001).

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

i
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HL TEST ANIMALS

Speeies: Albino rats woighing In Finge ol 180200 g

Strain: Wister

Age: 8-12 weeks

Number & Sex: § nulliparous nnd non-pregnant femmnles

Dicet: Standard feed prepared in-house,

Water: Plain tap water ad libitim,

Housing: The animals were housed In 37cm x 23em x Ve polypropylene cages
with maximum 3 animals per enge, The capes were pliced in linited -access premises
of animal house with controlled temperature and humidity, The artificial lighting

ensured a sequence of 12 hours light and 12 howrs dark,

IV. TEST PROCEDURE

Preparation of the test substance: The test substance was dissolved in walter,
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 cach rat.
The test substance was administered in a single dose, orally by pavage using a syringe

fitted with suitable sized canula, Aler 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 2000 mg/kg,
Main study: According to the methodology describe in the Annex 3 of the OECD

guideline 420 (joined in Appendix 1V ol the present report) the test was performed
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V. OBSERVATIONS
Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafter for 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 after administration of the test substance.
Pathology: 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 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 enabled to classify the test substance to one of a series of toxicity

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

Harmonized System (GHS).2

- Categoryl =0 < LDjsp < 5 mg/kg
-Category2 =5mgkg <LDs< 50 mg/kg
- Category 3 =50mg/kg <LDsp< 300 mg/kg
- Category 4 =300mgkg<LDsp< 2000 mg/kg
- Category 5 =LDsp> 2000 mg/kg

- Category 5 or non classifie *
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VI. RESULTS

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

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

Pathology: All main organs subjected to necropsy were found normal in all animals.

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

Il.

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Sleep Yogue (Batch No.
5202370001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,

Nagpur was classified in the hazard category 5 or unclassified with a LDsp higher

than 2000 mg/kg in the Rat.
The Study has indicated that Sleep Yogue (Batch No. 5202370001) at dose of

2000mg/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 Sleep

Yogue (Batch No. 5202370001) was more than 2000 mg/kg.
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ACUTE ORAL TOXICITY TEST IN TIIE RATS — FIXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420

I. AIM & OBJECTIVE OF THE TEST

The aim of the test is to obtain, using a minimum number of animals, sufficient

information on the acute toxicity afier 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
Cof Yogue (Batch No. 5202320001).

The test substance was stored at ambient temperature and out of the light.
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HL TEST ANIMALS

Species: Albino rats weighing in range of 200-220 ¢

Strain: Wister

Age: §-12 weeks

Number & Sex: 5 nulliparous and non-pregnant females.

Diet: Standard feed prepared in-houss.

Water: Plain tap water ad libitum.

Housing: The animals were housed in 37cm x 23em x 16cm polypropylene cages

h 1T 3 ¥ N S ¥ b3 - H
Wi maximum 3 animals per cage. The cages were placed in limited-access premises

=

of animal house with contolled 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: The test substance was administered without

= o
ditetion.

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

ninistration.

i

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

was calculated for each L

The test substance was administered in 2 single dose, orally by gavage using a syringe

fimed with suitable sized canula. After administration, animals were fasted for 34

bours.

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

starting dose was selected as 2ml/100g rat.

Main study: According to the methodology describe in the Annex 3 of the OECD

guideline 420 (joined in Appendix IV of the present report) the test was performed
N *body
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V. OBSERVATIONS
Animals were observed individually after dosing during the first 10 minu
periodically during the first 24 hours and daily therealter for o 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, diarthea, lethargy,
sleep & coma.’
Body weight: The animals were regularly weighed on day | before administration,
then on day § and day 15 i.e. 7 and 14 days after administration of the test substance
Pathology: 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 mI/100g and bled at the femoral artery. They were necropsied and the main
organs were examined macroscopically.
Interpretation of the results: The assessment eriteria 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 enabled to classify the test substance to one of a series ol toxicity
classes defined by fixed oral LDs cut-ofl’ values, incompliance with Globally

Harmonized System (GHS).?

- Category I =0 <LDg < Smg/kg
-Category2 =35mpkg <LDg< SO mg/'kg
- Category 3 =350mgkg <LDg< 300 mg/kg
- Category 4 =300 mgkg <LDgy < 2000 mg/kg

- Category 5 =LDg> 2000 mp/kg
ot . . u’-‘:"\"'"
- Category 5 or non classifiec y -ﬁﬁmm
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VL RESULTS

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

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

Pathology: All main organs subjected to necropsy were found normal i all simah
The result of the necropsy (indings are summarized in the table enclosed Appendiv
1L

VIL. CONCLUSION

According to the Globally Harmonized System (GHS) for the clasification of
substances which cause acute toxicity, the substance Cof Yogue (Batch No
5§202320001). supplied by Siddhayu Ayurvedic Rescarch Foumdation Pvt Lad,
Nagpur was classified in the hazard category 3 or unclaswsified with a LDy bagher
than 2000 mg’kg in the Rat.

The Study has indicated that Cof Yogue (Bawch No. 5202320001) at dome of
2000mg/kg did not affect general health of Wistar rats. There were so groma
abnormalities observed in necropsicd rats. Based on this, minimal lethal dose of Cef
Yogue (Batch No. 5202320001) was more than 2000 mg/kg.
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Acute toxicity of Spiruactiv , )
Study No.: PL - 08 (2020-21) IPER. Wardha

ACUTE ORAL TOXICITY TEST IN THE RATS — FIXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420"

I. AIM & OBJECTIVE OF THE 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).7

II. TEST SUBSTANCE

The supplier provided for the test container containing Capsule identified as
Spiruactiv (Batch No. 5202380002).

The test substance was stored at ambient temperature and out of the light.
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I1. TEST ANIMALS

Species: Albino rats weighing in range of 190-210 g
Strain: Wister

Age: 8-12 weeks

Number & Sex: 5 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 16cm polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premises

of animal house with controlled temperature and humidity. The artificial lighting
ensured a sequence of 12 hours light and 12 hours dark.

1V. TEST PROCEDURE

Preparation of the test substance: The test substance was dissolved in water.
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 the test substance was an Ayurvedic formulation the

starting dose was selected as 2000 mg/kg.
Main study: According to the methodology describe in the Annex 3 of the OECD

guideline 420 (joined in Appendix IV of the present report) the test was performed

with 5 animals receiving the test s ' - e f body
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V. OUSERVATIONS

Anbmnle were observed  Individually after dosing during the first 30 minutes,
perlodicatly durlng the first 24 hours and daily thereafier for a total of 14 days.
Mo elinfeul observations were mude individually, cach animal being examined
outslde the home cope,
The different parameters observed were = changes in skin & fur, cyes & mucous
membranes, resplratory function, tremors, convulsions, salivation, diarrhea, lethargy,
sleep & comn,’
Body welghtt The animals were regularly weighed on day | before administration,
(hen on day 8 and day 15 1.c. 7 and 14 days afier administration of the test substance.
Pathology: All (he animals surviving at the end of the 14 days of observation were
weartlied by Intraperitoneal injection of 6% sodium pentobarbital solution at the rate
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 crileria of the toxicity of the test
substance taken into account were!

o Dody weight change

o Clinical and behavioral signs

o Necropsy findings

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

clusses defined by fixed oral LDs cut-off values, incompliance with Globally

[Harmonized System (G1S).?

« Calegory | =0 <LDg < S mg/kg

« Calegory 2 = 5mg/kp < LDg < 50 mg/kg

- Calegory 3 =50 mg/kg <LDsy< 300 mg/kg

« Category 4 =300 mp/kg < LDgy < 2000 mg/kg

«Category 5 = LDy > 2000 mg/kg

« Calegory 5 or non classilic sy g N
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V9L RESULTS

l‘ ) R . 5 ; . ' N s \ I
ody weight: All animals exhibited normal and comparable body W cight gain

throughout the period of study. The individual weights of the animals assessed during

the testare supplied in Appendix 1.

Clinical Observations: All animals were fiee of intoxication signs throughout the

period of study. The results of the clinical observations are summarized in the table

enclosed in Appendix 1.

Y . . . . . H nlc

Pathology: All main organs subjected to necropsy were found normal in all animals.

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

11

V1. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Spiruactiv (Batch No.
$202380002). supplied by Siddhayu Ayurvedic Rescarch Foundation Pvt. Ltd.,
Nagpur was classified in the hazard eategory 5 or unclassified with a LDs higher
than 2000 mg/kg in the Rat.

The Study has indicated that Spiruactiv (Batch No. 52023 80002) at dose of
2000mg/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

Spiruactiv (Batch No. 5202380002) was more than 2000 mg/ke.
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Acute tonteity of Winostress 1R el
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ACUTE ORAL TONICITY TEST IN THE RATS — FINED DOSNE PROCEDURL
METHOD- OECD GUIDELINE 420

LAIM & OBJECTIVE OF'THE TEST

The aim of the test is to obtain, using o mindmwm wumber of anbmals, sulficlent
information on the acute toxicity afer single administration, by oral route b the rat, ol

a test substance, for its classification,

The test substance is administered to a group of experimental nnimals, by oral route at
one defined dose (5 mg/kg, S0 mg/kg, 300 mp/kg or 2000 mg/ky) according to the

available information on the test substance,

The animals are observed each day for 14 days at least, afler administration, 1o 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 (he test substance to be
ranked according to the Globally Harmonised System (GIIS) for classification of

chemicals which cause acute toxicity (OECD 1998).”

II. TEST SUBSTANCE

The supplier provided for the test container containing Capsule identificd as
Winostress (Batch No. 5201030001).

The test substance was stored at ambicnt temperature and out of the light,
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e
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Study No.: PL - 06 (2020-21)

V. OBSERVATIONS
Animals were observed individually afier dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafter for a total of 14 days.
The clinical observations were made individually, cach animal being examined
outside the home cage.
The different parameters observed were — changes in skin & fur, cycs & mucous
membranes, respiratory function, tremors, convulsions, salivation, diarrhea, letharpy,
sleep & coma.?
Body weight: The animals were regularly weighed on day | before administration,
then on day 8 and day 15i.e. 7 and 14 days after administration of the test substance.
Pathology: All the animals surviving at the end of the 14 days of obscrvation 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 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 enabled to classify the test substance to one of a series of toxicity

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

Harmonized System (GJHS).2

- Category 1 =0 < LDsg < 5 mg/kg
-Category2 =5mg/kg <LDs< 50 mg/kg
=50mg/kg <LDsp< 300 mg/kg
=300 mg/kg <LDsp < 2000 mg/kg

- Category 3
- Category 4
- Category 5 =LDsp> e
"‘_[l')r. R. O. Ganjiwale)
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VL. RESULTS

Body weight: All animals exhibited normal and comparable body weight gain
¢ B . o

hroughout the period of study. The individual weights of the animals assessed during
the test are supplied in Appendix |.

Clinical Observations: All animals were free of intoxication signs throughout the
period of study. The results of the clinical observations are summarized in the table
enclosed in Appendix I1.

Pathology: All main organs subjected to necropsy were found normal in all animals.
The result of the necropsy findings are summarized in the table enclosed in Appendix
11

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Winostress (Batch No.
5201030001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. L.,
Nagpur was classified in the hazard category 5 or unclassified with a LDsg higher
than 2000 mg/kg in the Rat.

The Study has indicated that Winostress (Batch No. 5201030001) at dose of
2000mg/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

Winostress (Batch No. 5201030001) was more than 2000 mg/kg.
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ACUTE ORAL TOXICITY TEST IN THE RATS — FIXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420

I. AIM & OBJECTIVE OF THE 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).”

II. TEST SUBSTANCE

The supplier provided for the test container containing Tablets identified as Painquit
(Batch No. 5202420001).

The test substance was stored at ambient temnaratira and Aut aftha 1ial
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L TEST ANIMALS

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

Strain: Wister

Age: 8-12 weeks

Number & Sex: 5 nulliparous and non-pregnant females.

Dict: Standard feed prepared in-house.

Water: Plain tap water ad libitum,

Housing: The animals were housed in 37cm x 23cm x 16¢cm polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premises
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: The test substance was dissolved in water.
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 the test substance was an Ayurvedic formulation the
starting dose was selected as 2000 mg/kg.

Main study: According to the methodology describe in the Annex 3 of the OECD
guideline 420 (joined in Appendix IV of the present report) the test was performed

. . L. — g\
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V. OBSERVATIONS

Animals were observed individually after dosing during the first 30 minutes,

periodically during the first 24 hours and daily thereafter for a total of 14 days.
The clinical observations were made individually, each animal being examincd
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 13 i.e. 7 and 14 days after administration of the test substance.
Pathology: 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 mI/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:

* Body weight change

¢ Clinical and behavioral signs

s Necropsy findings

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 LDsy cut-off values, incompliance with Globally
Harmonized System (GHS).?

-Categoryl =0 <LDs < 5 mg/kg
-Category2 =5mghkg <LDsp< 50 mg/kg
-Category 3 =50mghkg <LDso< 300 mg/kg
-Category 4 =300mgkg<LDsp< 2000 mg/kg

-Category5 =LDsp> s TN
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VL. RESULTS

Body weight: All animals exhibited normal and comparable body weight gain

throughout the period of study. The individual weights of the animals assessed during
the test are supplied in Appendix I.

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

Pathology: All main organs subjected to necropsy were found normal in all animals.

The result of the necropsy findings are summarized in the table enclosed in Appendix
I11.

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Painquit (Batch No.
5202420001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,
Nagpur was classified in the hazard category 5 or unclassified with a LDs; higher
than 2000 mg/kg in the Rat.

The Study has indicated that Painquit (Batch No. 5202420001) at dose of 2000mg/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 Painquit (Batch

No. 5202420001) was more than 2000 mg/kg.
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ACUTE ORAL TOXICITY TEST IN THE RATS — FINXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420

L. AIM & OBJECTIVE OF THE 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).}

II. TEST SUBSTANCE

The supplier provided for the test container containing semi-solid viscous material
identified as: Chyawan Yogue (Batch No. 520246001).

ance was stored at amb ) il
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1L TEST ANIMALS

Species: Albino rats weighing in range of 170-230 g
Strain: Wister

Age: B-12 weeks

Number & Sex: § nulliparous and non-pregnant females
Diet: Standard feed prepared in-house

Water: Plain tap water aof libitum

Housing: The animals were housed in 17em N 23em x l6cm polypropylone cagm
with maximum 3 animals per cage. The cages were placed in limited-agcees provmoses
of animal house with controlled temperature and humidity, The artificaal Bghtmg

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

IV. TEST PROCEDURE

Preparation of the test substance: The test substance was dissolve in water
Administration of the test substance: The animals fasted overnight prior o the test
substance administration. All animals were weighed again on day | before
administration.

The volume per 100 g of body weight, defined to 2 mU/100g, the volume to adminiater
was calculated for cach rat.

The test substance was administered in a single dose, orally by gavage wing a syrings
fitted with suitable sized canula. After administration, animals were fasted for 14
hours.

Selection of starting dose: As the test substance was an Ayurvedic formulation e
starting dose was sclected as 2000 mg/kg.

Main study: According to the methodology dexcridbe in the Anaex ) of the OFCD
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V. OBSERVATIONS

IPER, Wardha

Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafter for a total of 14 d
The clinical observations were made individually,
outside the home cage.

ays.

each animal being examined

The different parameters observed were — changes in skin & fur, eyes & mucous

membranes, respir : . .
Spiratory function, tremors, convulsions, salivation, diarrhea, lethargy,

sleep & coma.’

Body weight: The animals were regularly weighed on day | before administration,
then on day 8 and day 15 i.e. 7 and 14 days after administration of the test substance.
Pathology: 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 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 enabled to classify the test substance to one of a series of toxicity
classes defined by fixed oral LDsp cut-off values, incompliance with Globally

Harmonized System (GHS).”

- Categoryl =0 <LDsp < 5 mg/kg
- Category2 =5mgkg <LDs< 50 mg/kg
- Category 3 =50 mg/kg <LDsp < 300 mg/kg
- Category 4 =300 mg/kg <LDsp < 2000 mg/kg
- Category 5 =LDso>

g N

—
= (Dr. R. O. Ganjiwale)
Principal
. PRINCTPAD
stitale of Pharmseartical Edeantion i Powrd
Borgaou (Meghe), Wardha

- Category 5 or non classifi/
{
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VI. RESULTS

Body weight: Al animals exhibite normal g

throughout the period of study. The individual we

the test are supplied in Appendix 1.

nd comparable body weight pain

ights of the animals assessed during,

Clinical Observations: '

" All animals were [ree of intoxication signs throughout the
1 ¢
period of study. The results of the clinical observations

_ are summarized in the table
enclosed in Appendix 11,

Pathology: All main jectec
gy organs subjected to necropsy were found normal in all animals.

The result of the necropsy fi

ndings are summarized in the table enclosed in Appendix
1.

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Chyawan Yogue (Batch No.
5202460001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,

Nagpur was classified in the hazard category S or unclassified with a LDsg higher
than 2000 mg/kg in the Rat.

The Study has indicated that Chyawan Yogue (Batch No. 5202460001) at dose of
2000mg/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

Chyawan Yogue (Batch No. 5202460001) was more than 2000 mg/kg.

Project coordinator : Dr.R. O. Ganjiwale

Jc Princinal PRINCIPAL
] c rlnCIPa tastitute of Ph'[mnceu(ical Education & Resenrl
I.P.E.R. Wardha Borgacn (Meghe), Wardha.

: Dr.B.R. Gandhare ()"'/\’L
. ; i Associate Professor @:ﬁx
i estigator

Principal investig O i

e Up\g
—“r. R. 0. Ganjiwale)

Principal
. PRINCIPAD

Naiitele ¢f Prarmacertical Edeartion & Persaresd
Thou guow ( bleghel Wardha

LP.E.R. Wardha v/

Co-Principal Investigator

90



\t .\§§\ » FEU L \

?\) PROJECT REPORT
\l.ﬁ‘

\\‘\

VCUTE DERMAL TONICUEY STUDY OF DIAIO
YOOGUE

Submitted to

Niddhava Healtheare vt Lid,
Nagpur 440024

Submitted By

Project coordinator
Dr, R, O, Gunjhwale
I/¢ Principal
Institute of Pharmaceutical Edaeation and Renenrch,
Borpaon (Meghe), Winrdha

Principnl investigntor
Dr, B R Goandhiee
Associnte rofessor
Department of Pharmacology,
Institute of Pharmaceutical Edueation and Rewonrch,
Borpaon (Meghe), Wardha

Performing Department
Department of Pharmcology,
tastitute of Pharmaceutieal Education and Research,

AN Aaa oy Wl

Borgno™

;."?“'\‘—'1" N
"C(l)r. R. O. Ganjiwale)

Principal
. PRINCIPAD
Satitele ¢f Pharmacertical Edeartion & Persarsd

Bt guow (Meghe), Wardhs

a
SEPIA




Acute toxicity of Diabo Yogue »
R, Wardh:
Study No.: PL — 12 (2020-21) IPER, Wardha

REPORT

STUDY TITLE

ACUTE DERMAL TOXICITY STUDY OF DIABO
YOGUE

Sponsored by
Siddhayu Healthcare Pvt. Ltd.
Nagpur, 440024

Submitted to
Siddhayu Healthcare Pvt. Ltd.
Nagpur, 440024

Date of commencement: 8" September 2020 to 24™ September 2020

Project coordinator
Dr. R. O. Ganjiwale
I/c Principal
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Principal investigator
Dr. B. R. Gandhare
Associate Professor
Department of Pharmacology,
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Co-Princinal Invectiagatnr

Mr. J A5

ASSi;

Departme?

Institute of Pharmaceuucal raucation and Kesearch,
Borgaon (Meghe), Wardha

-
‘::_.: =t =
= (Dr. R. O. Ganjiwale)
Principal
. PRINCIPAD
Neaiitale of Phaemscortical Edeantion & Rensarsd
Borguou (Meghe), Wardha

92



ARy of Daado \ IPER. Wardha

O N PL - 12 (N2
TABLE OF CONTENT

SR NO. TITLE PAGE NO.

1. INTRODUCTION 4

3. MATERIALS AND METHODS 4

3 RESULTS 8

& | DISCUSSION 12

3 | 12

S. | CONCLUSION

| | 13

6. | REFERENCE

1

93



Acute toxicity of Diabo Yogue
Study No.: PL — 12 (2020-21)

IPER, Wardha

LIST OF TABLES

faalitate of Flarme

Borgaoa (Sleghe) Wardha

| TABLE NO. TITLE PAGE NO.
1. GROUPS OF ANIMALS 5
2. MEAN BODY WEIGHT 8
3. MORTALITY 8
4. FOOD CONSUMPTION 9
(g / animal)
S. BIOCHEMICAL FINDING 9
6. PATHOLOGY FINDINGS 9
LIST OF PLATES
PLATE NO. TITLE PAGE NO.
. Histopathological Studies of Liver 10
) (Group II (2000 mg/kg) (H&E) X100
Histopathological Studies of Kidney .
2. (Group II (2000 mg/kg) (H&E) X100 10
Histopathological Studies of Lung
3. (Group II (2000 mg/kg) (H&E) X400 1
Histopathological Studies of Heart
4. (Group II 2000 mg/kg) X400 1
A
: P";"’m'?:“ T 94




Acute tonicity ol Thabo Yogue
Study No o 'L 12 (2a20-21) IPER. Wardha

L INTRODUCTION

Acute dermal toxicity is the adverse effects occurring within a short time of dermal
appliation of a single dosc of a test substance. In the assessment and cvaluation of
the toxie churacteristics of a substance, determination of acute dermal toxicity is
uselul where exposure by the dermal route is likely, It provides information on health
hazard® likely to arise from a short-term exposure by the dermal route. Data from an
acute dermal toxicity study may serve as a basis for classification and labelling. It is
an initial step in cstablishing a dosage regimen in subchronic and other studies and
may provide information on dermal absorption and the mode of toxic action of a

substance by this route. (OECD Guideline 402)

OBJECTIVE:
To determine the acutc dermal toxicity (if any) of the test sample Diabo Yogue

(Batch No. 1301) supplicd by Siddhayu Healthcare Private Limited Nagpur.

PRINCIPLE:
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 a 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 supplier provided for the test container containing cream

identified as Diabo Yogue (Batch No. 1301)
The test substance was stored at ambient temperature and out of the light

Detalls of test animals

Species: Albino rats weighing inrange __ g
. f v 'J-(l')r’k. 0. Ganjiwalc)
Strain: Wislar Principal
. PRINCIPAD
Rentitale of Pharmscortical Edeantion 3 Rerearsd

Borgaou (Meghe), Wardha

Sex: Female
Number of animals per dosc level: 3

Number of groups: 2
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Selected doses: 200 and 2000 mg/kg

Rationale of sclection: As per OECD 402 guidelines
Housing and feeding conditions

Animdls were caged indiVidua”Y- The temperature of the experimental animal room
g 29O (<] .
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. Wt
Group No. { g- & ) Animal Numbers
Topically
I 200 1-3
11 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 animals 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 ovemight | e thheld.
. 5 # & "‘-(13;.':0. Ganjiwale) le S
Following the period of fasting, the a Principa wa
Natitele of r;.-;—,.:'.{vr?iumemxNuuu )d was

applied on the fur-removed skin. Al
withheld for 1-2 hours. If the compound are likely to be non-toxic 1.. having toxicity

Borgaoa (dleghe), Wardha

only above regulatory limit dose then, the dose level to be used as the starting dose is
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selected as 200 mg/kg b. w
N L ACCO o ’ e o
ically) and aft rdingly, the first dosc in this study was 200 mg'kg
Laps ¥) and after that as no toxicity occurred: a | > M ’
(topically) was taken. Bod N SEONE Tewt g0 oF g .
cn. ody w °d 3
iodicall ) cight of the entire test animal was recorded before and
eriodica w c .
p y (weekly) afler administration of the test sample. The ammal were
observed for 24 hours - -
urs, then for further 1 days for death and manifestation of OXC
cffects like changes L
& in skin and fur, cyes and mucous moembranes and also aoy
changes 1n resp /. Ci e
g piratory, circulatory, CNS, autonomic, somatic activity and bohsvious
attern if any  wzg
P Yy as recorded. The important chinical sign like muscular romors,
convulsions, salivation, diarrhea, Icthargy, slcep and coma if any obscrved during

study period were recorded.

Acute Dermal Toxicity (OECD—102)

For the product of topical application, the testing was undertaken as per OECD-02
guidelines to conduct acute dermal toxicity study test. The Oniginal acutc dermal
toxicity guideline 402 was adopted in 1987. In this study, both local and syssormsc
cffects were investigated. For acute dermal toxicity test 06 Wister rats wers procured
from CPCSEA registered brecding source ie. Small Animal Facility, of [IFEFR,
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 ooce daaly

thereafler for 14 days.

1. Clinical signs:
All animals were obscrved daily for clinical signs such as gross changes in the activary

and the behavioral pattern. They were also obscrved for the presence of tremors,
convulsions, salivation, diarrhea and fcthargy.

2. Body weight:
The mean group body weight of the control and test group animals was recorded on

0™ day, 7™ day and 14" day

3. Mortality:
All animals were obscrved twice daily for mortality during the period of the study

4. Food consumption:
The quantities of food consumed by control and text groups were recorded on 0™ day,

7‘ da l 4 dﬂ - E
Y and on Y 1. 4 -~ (Tﬁ‘. R. 0. Ganjiwale) —-—97
{,"'\\
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. . \
5. Biochemical Parameters:

e Aspartate aminotransferage (AST)
e Alanine transaminase (ALT)

e 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 necropsied 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 C(linical and behavioral signs

o 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 LDsp cut-off values, incompliance with Globally

Harmonized System (GHS).

- Category 1 =0 <LDsp < 5 mg/kg
- Category2 =5mghkg < LDsg < 50 mg/kg
- Category3 =50mgkg < LDss< 300 mg/kg
- Category4 =300 mg/kg < LDsp< 2000 mg/kg

ey -
‘:__::;;,-g_-._—. =
= (Dr. R. O. Ganjiwalc)
Principal
. PRINCIPAD
afitale of Pharmscortical Edeantion & Renearsd
Borguou (leghe) Wardha

- Category 5 =LDso >
- Category 5 or non classified
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3. RESULTS

Clinical signs:

All the groups were free of intoxication signs th
rou

Body weight:

Animals from control and test £roups exhibited nosma|
ma

gain throughout the period of study

(Table No. 2)

\

IPER, Wardha

ghout the period of study,

and comparable body weight

Table No. 2 INDIVIDUAL BODY WEIGHT

Group | Dose (mg/kg)
- Tany g Rats No, Body weight (g)
picatly 0" day 7" day 14" day
1 208 210 221
I 200 2 212 215 225
3 202 202 206
MeansSD | 207.33+5.03 | 209+6.56 |217.33£10.02
4 221 222 225
5 236 236 226
I 2000
6 226 230 241
MeanzSD | 227.67+7.64 | 229.33£7.02 | 230.67+8.96

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

the following mortality rates were recorded

Under the condition of the present study,

_——-—'—_-_—__ [ .
Group No Dose (mg/kg) Body weight (g) Mortality
topically

— o 073
f:_.,:-v-'r.-*d—‘:'\"" e

"c%l')r. R. O. Ganjiwale)
Principal JR—

. PRINCIPAD
Reatitale of Pharmscortical Edeantion 3 Rersarsd

Borgaou (Meghe), Wardha
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Food consumptiN

Table No. 4 GROUpP

I

200

II

2000

Biochemical Parameter

W§
No. | (mg/kg) o

IPER, Wardha

NSUMPTION (g2 / animal)

_-_\ET\_‘——————
14"
12 13
13 13

Table No. 5: BIOCHEMICAL FINDING

=
ST — AST ALT ALP | Creatinine
No. (IU/L) aumL) | auw) (mg/dL)
I 200 mg/ kgb.
) 50.33+4.16 | 70.33+5.03 | 76.33+.51 1.33+£0.21
wt topically
II 2000 mg/ kg b.
. 62.33+5.51 | 81.33+3.79 | 84.7+4.16 1.57+0.32
wt topically
Significance /NS NS NS NS NS

Values are expressed as mean + SD, NS=Non significant

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

animals. The result of the necropsy findings are summarized in the table S.

Table No. 6 PATHOLOGY FINDINGS

NTR = nothing to report

Histopathology: Section from

perivascular lymphoid aggregatlon
n
Section from Lung shows mild pneumO 1

Death
I——
Group No. Day
)|
i 11
L |

Reason

Comments

Sacrifice

NTR

Sacrifice

NTR

taatitale o

itis.

e KN

)t’.ﬁ'
(Dr. R. O. Ganjiwale)
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4. DISCUSSION: s

[, The animals (¢ -
' h ente L o '
nted at different dose levels with (he nbove test compound

Dinbo Yogue (Bateh Nuo,

. L301) in all the groups exhibited normal activity and
behavioral pattern,

2. There were ini
- CNno chinte " . = . A ‘ .
clinteal signs of tremors, convulsions, cxophthulima, salivation,
dinrehen and letharpy,
3. Animals exhibi
3. 8 exhibite ~ : i
ibited normal and compurable body weight gain throughout the
period ol study,
4. Tood intake of normal and animals treated at different dose levels was found
o be comparable throughout the teaure of the study.
5. The pathology linding shows no abnormality in any group of animals.
5. CONCLUSION:

The above findings revealed that the Dinbo Yogue (Batch No. 1301) supplicd by
Siddhayu Healthcare Private Limited, Nagpur was found to be safe at doses 200 and
2000 mg/kg when applicd 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 Diabo Yogue (Batch No. 1301) 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 Icthal dose of Diabo Yogue

(Batch No. 1301) was mor¢ than 2000 mg/kg.

E '_ﬁ.;__l‘/.;'\‘-".—- ‘-"O\d 1 O 3
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ACUTE ORAL TOXICITY TEST IN THE RATS ~ FIXED DOSE PROCEDURE
METHOD- QOECD GUIDELINE 420

LAIME& OMECTIVE OF THE TEST

The aim of the test is o obtain, using a minimum number of anmals, sfficiont

information on the acute toxicity afler single administration, by oral roate in the rzt. of

a test substance, for its classification.

The test substance is administered (o a group of experimenta) animals, by oral route 21
one defined dose (5 mp/kg. S0 mg/kg, 300 mp/kg or 2000 mykg) sceoeding to the
available information on the test substance.

The animals are observed cach day for 14 days at least, after administration, o detect
the signs of toxicity. Animals which die are necropsicd; the animaly which are

intercurrently sacrificed as well as the ones which survive until the end of the et are
necropsicd.

This test using pre-defincd doses provides results allowing the test substance to be
ranked according to the Globally Hammonised System (GHS) for classification of
chemicals which cause acute toxicity (OECD 1998)

ILTEST SUBSTANCE,

The supplicr provided for the test container containing liquid preperation idestified
as: Heart Yogue (Datch No. §20231001).

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

-
’% . R. 0. Ganjiwale)

Principal
. PRINCIPAD
Watitate of Pharmacertical Edeartion & Persarsd
Borgaou (dleghe), Wardda
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1L TEST ANIMALS

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

Age: 8-12 weeks
Number & Sex: 5 nulliparous and non-pregnant females.
Dict: Standard feed prepared in-house.

Water: Plain tap water ad libitum.

Housing: The animals were housed in 37cm x 23cm x 16cm polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premises

of animal house with controlled temperature and humidity. The artificial lighting
ensured a sequence of 12 hours light and 12 hours dark.

1V. 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 m1/100g, 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. Afier administration, animals were fasted for 34

hours.

Selection of starting dose: As the test substance was an Ayurvedic formulation the
starting dose was selected as 2ml/100g rat.

Main study: According to the methodology describe in the Annex 3 of the OECD
guideline 420 (joined in Appendix

Y ) Ol'med
T E _.C;:-:/':""""f'u-‘d\
. . I # (Dr. R. O. Ganjiwalc)
with 5 animals receiving the test ¢ Peincipal f body
p \ . PRINCIPAD
\Velght. eatitate ¢f Phaemscertical Edvention & Renserad

Borgaou (Meghe), Wardha
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V. OBSERVATIONS

Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafter for 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 | before administration,
then on day 8 and day 15 i.e. 7 and 14 days after administration of the test substance.
Pathology: 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 m1/100g 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

These

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

classes defined by fixed oral LDsy cut-off values, incompliance with Globally
Harmonized System (GHS).2

- Categoryl =0 <LDsp < S mg/kg
-Category2 =5mgkg <LDs< 50 mg/kg
- Category3 =50mg/kg <LDsp< 300 mg/kg

- Category4 =300 mg/](o <IN.n< 2000 malko

e P
_ . 2 P
- Category 5 - LDSQ > 7 b = (Dr. R. O. Ganjiwalc)
/ Principal
- Category Sor non ClaSS \ Aatitete of ,;,.;.:',{f?,]_te.c|elo|xf‘uuul

Borguon (Meghe), Wardha

110



Acwte toxivity of Heant Yogue

IPER, Wardha
Sty Noo PL =03 (2020-21)

V9L RESULTS

Body weight: All animals exhibited normal and comparable body weight gain
throughout the period of study. The individual weights of the animals assessed during
the test are supplied in Appendix 1.

Clinical Observations: All animals were free of intoxication signs throughout the

peridd of study. The results of the clinical observations are summarized in the table
enclosed in Appendix 1.

Pathiology: All main organs subjected to necropsy were found normal in all animals.

The result of the necropsy findings are summarized in the table enclosed in Appendix
1l

V1. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Heart Yogue (Batch No.
520233001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd., Nagpur

was classified in the hazard category S or unclassified with a LDsq higher than 2000
mg/kg in the Rat.

The Study has indicated that Heart Yogue (Batch No. 520233001) at dose of
2000mg/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
AY

Heart Yogue (Batch No. 520233001) was more than 2000 mg/kg.
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Acute oy of mmane Yogue IPER. Wardhi

Seady N PL - 02 (2020-21)

ACUTE ORAL TOXNICITY TEST IN THE RATN <« FINED DOSE PROCEDURT
METHOD- QECD GUIDELINE 420

L AIM & OBJECTIVE OF THE TEST

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

a test substance, for its classitication.

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, alter administration, to detect
e 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: Immune Yogue (Batch No. 5202470001).

The test substance was stored at ambient temperature and out of the light.
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r}culc toxicity of lmmune Yogue
Study No.: PL - 02 (2020-21)

I TEST ANIMALS

Species: Albino rats weighing in range of 160-180 ¢
Strain: Wister

Age: 8-12 weeks
Number & Sex: 5 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 16em polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premises

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: 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 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 the test substance was an Ayurvedic formulation the

starting dose was selected as 2ml/100g rat.

Main study: According to the methodology describe in the Annex 3 of the OECD
guideline 420 (joined in Appendix
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Acute ity of Immune Yogue IPER. Wardha
Srady Nou: PL - 02 (2020-21)

V. OBSERVATIONS
Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafier for 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 | before administration,
then on day 8 and day 15 i.e. 7 and 14 days after administration of the test substance.
Pathology: 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 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:

¢ Body weight change

e Clinical and behavioral signs

e Necropsy findings

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 LDsy cut-off values, incompliance with Globally

Harmonized System (GHS).2

-Categoryl =0 <LDsp < 5 mg/kg
-Category2 =5mgkg <LDs< 50 mg/kg
-Category3 =50mgkg <LDs< 300 mg/kg
- Category 4 =300 mg/kg <TDe < 2000 mo/ko
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Actte tosielty of limmune Yogue
Study Noo 'L 02 (2020 21)

1PER Wardha

VL RESULTS

Body weight: All animals exhibited normal and comparable body weight gain

throughout the period of study. The individual weights of the animals assessed during

the test are supplicd in Appendix 1.

Clinienl Observations: All animals were free of intoxication signs throughout the

period of study. The results of the clinical observations are summarized in the table

enclosed in Appendix 11

Pathology: All main organs subjected to necropsy were found normal in all animals,

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

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of

substances which cause acute toxicity, the substance Immune Yogue (Batch No.
5202470001), supplied by Siddhayu Ayurvedic Rescarch Foundation Pvt. Ltd.,

Nagpur was classificd in the hazard category 5 or unclassified with a LDso higher

than 2000 mg/kg in the Rat.

The Study has indicated that Immune Yogue (Batch No. 5202470001) at dose of

2000mg/kg did not affect general health of Wistar rats. There were no gross

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

Immune Yogue (Batch No. 5202470001) was more than 2000 mg/kg.
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Acute toxacity of Digee Yogue

1ER Wardha
Study No.: PL - 04 (2020-2))

ACUTE ORAL TOXNICITY TEST IN TIHE RATS — FINED DOSE PRO¢CEDURI:
METHOD- OECD GUIDELINE 420"

L. AIM & OBJECTIVE OF THE 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, ol

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, SO mg/ke, 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 necropsicd; 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).?

II. TEST SUBSTANCE

The supplier provided for the test container containing liquid preparation identified
as: Digee Yogue (Batch No. 5202350001).

The test substance was stored at arr A
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Acwze ity of Digee Yogue IPER. Wardha
Stody Na o PL - 04 (2020-21) R

L 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 females.
Diet: Standard feed prepared in-house.

Water: Plain tap water ad libitum.

Housing: The animals were housed in 37cm x 23cm x 16cm polypropylene cages
with maximum 3 animals per cage. The cages were placed in limited-access premises

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: 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 m!/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
fited with suitable sized canula. After administration, animals were fasted for 34
hours.

Selection of starting dose: As the test substance was an Ayurvedic formulation the
starting dose was selected as 2ml/100g rat.

Main study: According to the methodology describe in the Annex 3 of the OECD
e :rformed

{Dr. R. . Ganjiwale)
Principal v
. PRINCIPAD of body
Nestitate of Phaemscarticnl Edeantion & Perarsd

Borgoon(deghe), Wardba

guideline 420 (joined in Appenc

with § animals receiving the te

weight.
123



Acute toxicity of Digee Yogue IPER. Wardha
Study No.i 'L~ 04 (2020-21)

V. OBSERVATIONS
Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafter for a total of 14 days.
The clinical observations were made individually, cach animal being examined
outside the home cage.
The different parameters observed were — changes in skin & fur, eyes & mucous
membranes, respiratory [unction, 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.c. 7 and 14 days after administration of the test substance.
Pathology: 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
ol 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

» Necropsy findings

o 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 LDsy cut-off values, incompliance with Globally

Harmonized System (GHS).?

- Category I =0 < LDsgy < 5 mg/kg
- Category 2 =5mgkg <LDs< 50 mg/kg
- Category 3 =50mg/kg <LDsp< 300 mg/kg
- Category 4 =300 mg/kg <LDsp < 2000 me/ke =
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Acute toNicity of Digee Yoaue
Study Nooo ™ Q4 (2020-21)

VI RESULTS
Body weight: Al animals exhibited normal and comparable bhody wolpht pnin

throupghout the period ot stady. The individual weiphto ot the anbmals assensed duaring

the test are supplied in Appendix |

ALl animals waore tree ol the

Clinicnl Obscorvations: Intosication sipns threougehout
period of study. The vesults ot the clinieal obxervations are sumnmarized e the bl
enclosed in Appendix 1L

Pathology: All main orpans subjected to necropsy were found normal in o all anbmals

The result of the necropsy findinps are summarized in the table enclosed in Appendix

VIiI. CONCLUSION

According to the Globally
acute toxicity, the substance

Ilarmonized System (GEIS) tor
substances which cause Dipce Yopgue (Batch No.
5202350001). supplicd by Siddhayu Ayurvedic Rescarch Foundation Py Lad,

Nagpur was classified in the hazard entegory S or unclassified with a 11D« higher

than 2000 mg/kg in the Rat.
indicated that Digee Yogue (Batch No.

The Study has
of Wistar rats. There were no  gross

2000mg/kgp did not afTect peneral
abnormalities observed in necropsicd rats. Based on this, minimal lethal dose ol Digee

health

Yogue (Batch No. 5202350001) was more than 2000 mp/kg.
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S202350001) at dose of

P " D e D S— -
: Dr. R, O, Ganjiwale e—— " - -
PRINCIPAL

Project coordinator
1/¢ Principal

LR Wardha

@an\ilute

Dr. 3. R. Gandhare

v

Principal investigator
L E R, Wardha

5 . - ’ - J
Co-Principal Investigator Mpr. Jyotiranjan Roul _
Assistant Professor /

1.P.LER. Wardha

.

o! Phatmaceutical tducation & Rex:
Borgawn (Megha), Wardha.

,s"’r_‘—ﬁ }\
Associate Proftessor ( .S:\_""“;':,,A Bl S

125



O
PROJECT REPORS

ACUTE ORAL TOXICITY TEST IN T, RA'TS

Submitted to

Siddhayu Healthcare Pvt, Lid
Nagpiur 440024

Submitted By

Project coordinator
Dr. R. O. Ganjiwale
I/c Principal
Institute of Pharmaceutical Education and Rescarch,
Borgaon (Mcghe), Wardha

Principal investigator
Dr. B. R. Gandhare
Associate Professor
Department of Pharmacology,
Institute of Pharmaccutical Education and Rescarch,
Borgaon (Meghe), Wardha

()

p N - g

Performing Department
Department of Pharmacology,
Institute of Pharmaceutical Education and Research
Borgaon (Mcghe), Wardha

’

N —
e
(Dr, R. O. Ganjiwalc)
Principal
. PRINCIPAD
Satitele of Pharmacartical Edeartion & Persarsd
Borguou (leghe) Wardha

? \

< &
‘u\.,

o< >
a‘\‘\;\ _




IPER, Wardha

Nite tondeity of Tuameric Yoo
Sy Mo 1Y Voot

REPORT

STUDY TITLE

ACUTE ORAL TOXICITY TEST IN THE RATS
=I"ixed Dose Procedure-

Sponsored by
Siddhayu Healthcare Pvt. Ltd.
Nagpur, 440024

Submitted to
Siddhayu Healthcare Pvt. Ltd.
Nagpur, 440024

Date of commencement: 8" September 2020 to 24" September 2020

Project coordinator
Dr. R. O. Ganjiwale
I/c Principal
Institute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Principal investigator
Dr. B. R. Gandhare
Associate Professor
Department of Pharmacology,
[nstitute of Pharmaceutical Education and Research,
Borgaon (Meghe), Wardha

Co-Principal Investigator

Mr. Jyotiranjan Roul
Assis g
Departmen g S —br. R. 0. Ganjiwale)
[ f incipal
Institute of Pharmace{ . “pRieAD

aatitate of Phaemscontical Eduention & Fersarnd
Thou guow ( Hleghel Wardhs

Borgaon
127



Avate tea ity of [wesv \.-‘;__1
Study Mo P I CXem-21)

LAIMAND ORJECTIVES

TLTEST SUBSTANCE

HL TEST ANIMALS

IV. TEST PROCEDURE

V. OBSERVATIONS

VI. RESULTS

VIL CONCLUSION

VIIL REFERENCES

APPESNDICES

CONTENTS

o
(ﬁ. R. O. Ganjiwale)

v nusaubl 2
Natitate of Phaemscartical Edeantion 1
Borgaon (Meghe), Wardda

128



Acute toxicity of Turmeric Yogue IPER, Wardha

Study No.: PL =11 (2020-21)

ACUTE ORAL TOXICITY TEST IN THE RATS — FIXED DOSE PROCEDURE
METHOD- OECD GUIDELINE 420"

I. AIM & OBJECTIVE OF THE 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 powder identified as Turmeric
Yogue (Batch No. 5202400001).
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Acute toxicity of Turmeric Yogue (PIR Wardha

Study No.: PL ~ 11 (2020-21)

III. TEST ANIMALS

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

Age: 8-12 weeks

Number & Sex: 5 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 16¢cm polypropylene cages
g

with maximum 3 animals per cage. The cages were placed in limited-access premises

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: The test substance was dissolved in water.
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 34
hours.

Selection of starting dose: As the test substance was an Ayurvedic formulation the
starting dose was selected as 2000 mg/kg.

Main study: According to the methodology describe in the Annex 3 of the OECD

ideline 420 (joined in Appendix | _ e ‘ormed
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Acute toxicity of Turmeric Yogue IPER. Wardha
Study No.: PL - 11 (2020-21)

V. OBSERVATIONS

Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafier for 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 | before administration,
then on day 8 and day 15 i.e. 7 and 14 days after administration of the test substance.
Pathology: 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 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:

* Body weight change

* Clinical and behavioral signs

e Necropsy findings

* 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 LDsy cut-off values, incompliance with Globally

Harmonized System (GHS).?

-Categoryl =0 <LDjsp < 5 mg/kg
-Category2 =5mgkg <LDsx< 50 mg/kg
- Category3 =50mgkg <LDss< 300 mg/kg
- Category 4 =300mg/kg <LDsy< 2000 mg/ke

. e
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" (Dr, R. O. Ganjiwalc)
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VI. RESULTS

Body weight: All animals exhibited normal and comparable body weight gain
throughout the period of study. The individual weights of the animals assessed during
the test are supplied in Appendix 1.

Clinical Observations: All animals were free of intoxication signs throughout the
period of study. The results of the clinical observations are summarized in the table
enclosed in Appendix I1.

Pathology: All main organs subjected to necropsy were found normal in all animals.
The result of the necropsy findings are summarized in the table enclosed in Appendix

1.

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Turmeric Yogue (Batch No.
5202400001), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,
Nagpur was classified in the hazard category 5 or unclassified with a LDs, higher
than 2000 mg/kg in the Rat.

The Study has indicated that Turmeric Yogue (Batch No. 5202400001) at dose of
2000mg/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

Turmeric Yogue (Batch No. 5202400001) was more than 2000 mg/kg.
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