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Acute toxicity of Turineric Advance Tablet IPER, Wantha
Study No.: 'L - 01 (2021-22)

ACUTE ORAL TOXICITY TEST IN THE RATS - FINED 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, sullicicnt
information on the acute toxicity aller single administration, by oral route in the rat, of

a test substance, for its classification.

The test substance is administered to a group of expcrimental animals, by oral route at
onc 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 cach day for 14 days at least, alter administration, to detect
the signs of toxicity. Animals which dic arc nccropsiced; the animals which are
intercurrently sacrificed as well as the ones which survive until the end of the test arc

nccropsicd.

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 Tablets identified as Turmerle
Advance Tablet (Batch No. S218020001).

The test substance was stored at ambient temperature and out of the light.
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Acute toxicity of Turmeric Advance Tablet IPER. Wardha

Study No.: PL - 01 (2021-22)

11I. 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 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 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 nerformed
e
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Acute toxicity of Turmenic Advance Tablet

Study No.: PL - 01 (2021-22 IPER, Wardha

V. OBSERVATIONS
Animals were observed individually afier dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereafier for a total (;f 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

* 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 LDsp cut-off values, incompliance with Globally

Harmonized System (GHS).?

- Categoryl =0 <LDsp < 5 mg/kg
- Category2 =5mg/kg <LDs< 50 mg/kg
- Category3 =50mg/kg <LDsp< 300 mg/kg
- Category 4 =300 mg/kg <LDso < 2000 mg/kg
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Nt B ot Daivivesic Advance 1ablet IPER, Wardha
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VERESULTEN

Wady welphts AL andmals exhibited normal and comparable body weight gain
thivughout the period of study, The individual welghts ol the animals assessed during
the text are supplied in Appendix |

Clinteal Observationst Al animals were fice of intoxication sigﬁs throughout the
peviod of study. The results of the elinieal observations are summuarized in the table
enclosed in Appendia 11

Uatholopyt Al main organs subjected to necropsy were found normal in all animals.

Fhe result ol the necropsy findings are summarized in the table enclosed in Appendix
{8

VIL CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause neute toxicity, the substance Turmeric Advance Tablet
(Bateh No. S218020001), supplied by Siddhayu Healthcare Pvt. }.ld., Nagpur was
classified in the hazard eategory 5 or unclassified with a LDso higher than 2000
mg/Kg in the Rat,

The Study has indicated that Turmeric Advance Tablet (Batch No. S218020001) at
dose of 2000my/kg did not afTeet general health of Wistar rats. There were no gross
abnormalities observed in necropsied rats. Based on this, minimal lethal dose of

Turmerle Advance Tablet (Batch No. S218020001) was more than 2000 mg/kg.
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To,
The Principal,
Institute of Pharmaceutical Education and Rescarch,

Borgaon, Wardha.
Sub: Sample for Acute Toxicity Study,

Decar Sir,

With reference to our discussion, we are sending herewith following samples for acute
toxicity study.

1. HEMOVERT GRANULES I X 100 gm.
2. UROSTONE TABLET 2 X 60 Tablets '

Kindly acknowledge the reccipt of the same and start the work.

Thanking you
Yours Faithfully

\/B\'I&
S.S.Dhurde
(Authorised Signatory)
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vae toxacty ol Hemovert granule [PER, Wardha
Strdy Ne Pl o (2022.21)

LCULE ORAL TOXICITY TEST IN THE RATS — FIXED DOSE PROCEDURE
VETHOD- OECD GUIDELINE 420

LAIM & OBJIECTIVE OF THE TEST

Phe wim of the test is 10 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 1o 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 arc

itercurtently sacnificed 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 identified as Hemovert or

anules (Batch
No HEGR-22-03).

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

Species: Albino rats werghing in range of 170-200 ¢
Strain: Wister

Age: 8-12 weeks

Number & Sex: S nulliparous and non-pregnant females
Dict: Standard feed prepared in-house

Water: Plainwap water ad libirum

Housing: The animals were housed in 37cm x 23¢m 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 suspended in olive ol
Administration of the test substance: The animals fasted overnight prior to the teu
substance admunistration. All ammals 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 gavage using a syringe
fitted with sutable sized cannula. After admimstration, ammals were fasted for 3-4
hours.

Sclection 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 (joned in Appendix IV of the present report) the test was performed

with 5 animals receiving the test st NG body
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Acute toxiaaty of Hemovert granules
Study No PL - 06 (2022-23)

V. OBSERVATIONS
Animals were observed individually  afier dosing dunng the first 30 mumutes,
peniodically duning the first 24 hours and datly therealter for a total of 14 days
The chmeal observations were made individually, cach anumal being examined
outside the home cage
The different parameters observed were — changes m shin & fur, eves & mucous
membranes, respiratory function, tremors, convulsions, salivation, darhea, lethargy
sleep & coma.
Body weight: The ammals were regularly weighed on day | before sdmmistration
then on day 8 and day 15 1¢. 7 and 14 days after administration of the test substance
Pathology: All the ammmals surviving at the end of the 14 days of observation were
scarified by intrapentoncal injection of 6% sodium pentobarbital solution at the mte
of 0,12 mU100g and bled at the femoral artery. They were necropsied and the mam
organs were examinced macroscopically
Interpretation of the results: The assessment cnitena of the toucnty of the test
substance taken into account were:

e Body weight change

e Chmcal and behavioral signs

e Necropsy hindings

o  The monality expressed in %6 of compound related deaths
These results enabled to classify the test substance o one of a senes of wucny
classes defined by fixed oral LD« cut-off values, incomplance with Globally

Harmonized System (Gl 1S)°

- Category I =0 < LD < S mg'kg
-Category2 =5mgkg < LDywp< SO mg'ky
- Category 3 = S50mgkg < LDy < 300 mg/'kg
- Category 4 =300 mg’kg < LDy < 2000 mg'kg
- Category § = LDy > 2000 mg'kg

- Category S or non classified
NS
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Study No  PL - 06 (2022-23) IPER, Wrar

VI RESULTS

Body weieht: All ar : '
v weight: All animals exhibited normal and comparable body weight gam

thro > peri i
roughout the period of study. The individual weights of the animals assessed dunng
the test are supplied in Appendix 1.
Chinic: servations: / ‘ | i icati

ical Obscrvations: Al animals were free of intoxication signs throughout the
¢ -1 N o v e e i \
period of study. The results of the clinical observations are summarnized n the table
cnclosed in Appendix 11
b} ‘e . - 3
Pathology: All main organs subjected 1o necropsy were found normal in all ammals

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

V1. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Hlemovert granules (Batch No

HEGR-22-03), supplied by Siddhayu Ayurvedic Research Foundation Pvt Ltd.

Nagpur was classified n the hazard category 5 or unclassified with a LD« higher
than 2000 mg/kg in the Rat.

The Study has indicated that Hemovert granules (Batch No. HEGR-22-03) 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

lemovert granules (Batch No. HEGR-22-03) was more than 2000 mg/ke
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Acute toxicity of Urostone ablet - -
Study No.. PL - 05 (2022.23) IPER, Wardha

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

[. AIM & OBJECTIVE OF THE TEST

he aim of the (est 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 arc 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 arc

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 Tablets identified as Urostone
tablet (Batch No. UUAE-22-03).

The test substance was stored at ambient temperaturc and out of the light.
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\\ tensaty of Lhostone tablet
cackie fam 1, mms EdatEasT IPER, Wardha

HE TEST ANINMALS

Species: Albino rats weighing in range of 150-170 g

Stran: Waster

Aper 8-12 weeks

Number & Sex: S nulhparous and non-pregnant females.

Dict: Standard feed prepared in-house.

Water: Plamn wap water ad libitum.

ousing: The animals were housed in 37cm x 23cm x 16ecm 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 cach rat.

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

fitted with suitable sized cannula. After administration, animals were fasted for 3-4

hours.

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

starting dose was sclected as 2000 mg/kg.

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

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

with 5 animals recciving the test RPN f body
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\cute lonetly ol l_lmlnnc l:‘ll‘lk'l IPER Wardha
Studs Noo PPE0s (2022-2%)

V. OBSERVATIONS
Ammals were observed mdividually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thercalter for a total of 14 days.
The clinical observations were made individually, cach animal being cxamined
outside the home cage.
The different parameters obscerved were — changes in skin & fur, eyes & mucous
mcmbranes, 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 1.e. 7and 14 days after administration of the test substance.
Pathology: All the animals surviving at the end of the 14 days of obscrvation were
scarilied by intraperitoneal injection of 6% sodium pentobarbital solution at the rate
of 0.12 mI/100g and bled at the femoral artery. They were necropsicd and the main
organs werc 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 Clipical and behavioral signs

e Nccropsy 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 LDs cut-off values, incompliance with Globally

Harmonized System (GHS).2

- Category | =0 <LDsp < 5 mg/kg
- Category2 =5mg/kg <LDso< 50 mg/kg

=50 mgkg <LDso< 300 mg/kg
=300 mg/kg <LDso < 2000 mg/kg
2000 mg/kg

- Category 3
- Category 4
- Category 5 =LDso>

- Category 5 or non classified -
C‘ g y /f‘.&-. N
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VI RESULTS
Body weieht: animals ibi 4

v oweight: All animals exhibited normal and comparable body weight gain
l l') " 5 n . - - . . . N ~ N |
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
pertod of study. The results of the clinical obscrvations are summarized in the table
enclosed in Appendix 11
. e 1 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

1

VIL. CONCIL.USION

According to the Globally Harmonized System (GFHS) for the classification of
substances which cause acute toxicity, the substance Urostone tablet (Batch No.
UUAE-22-03), supplied by Siddhayu Ayurvedic Rescarch Foundation Pvt. Lid.
Nagpur was classified in the hazard category S or unclassified with a LDs, higher
than 2000 mg/kg in the Rat.

The Study has indicated that Urostone tablet (Batch No. UUAE-22-03) at dosc of
2000mg/kg did not affect general health of Wistar rats. Therc were no gross
abnormalities observed in necropsied rats. Based on this, minimal lethal dosc of

Urostone tablet (Batch No. UUAE-22-03) was more than 2000 mg/kg.
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Siddhayu Ayurvedic Research Foundation Private Limited &

Office : Baidyanath Bhawan, Great Nag Road, Nagpur - 440 009. Maharashtra (INDIA)
Ph. No.: (+91)- 0712 - 6644900/ 901/ 902 Website : www.siddhayu.com
CIN No. : U24233MH1983PTC030020

Ref.No : SARF/T/2022-23/01 Date :23.03.2022

To,
The Principal,

Institute of Pharmaceutical Education and Research,

Borgaon, Wardha.

Sub: Sample for Acute Toxicity Study.

L7

Dear Sir,
With reference to our discussion, we are sending herewith following samples for acute
toxicity study.
1. HEPASUPORT TABLET 2 X 100 Tablets
2. STRESCLINE COMPLEX TABLET 2 X 60 Tablets
3. ASTHA 15 FORTE CAPSULE 2 X 60 Capsules
4. ASTHA 15 FORTE SYRUP 2 X 100 ml Syrup
Kindly acknowledge the receipt of the same and start the work.
Thanking you
Yours Faithfully
S.S.Dhurde
(Authorised Signatory)
e N
"‘Tl.lr. R. O. Ganjiwalc)
Principal
. PRINCIPAD
Aeatitate of Pharmacertical Edvantion & Rensared
ot gaou ( deghe), Wardha
—— e
Reg. Off. - 404, Chartered House, Dr. Cawasji Harmosji Street, Mumbai - 400002.
Factory At :-

pahadura :- Post-Kalmana (Acharya), Umrer Road, Bahadura, - Dist. Nagpur - 441 204. Ph. No.: 07103-276115
wadsa .. Lakhandur Road, Desaiganj Wadsa, - Dist. Gadchiroll - 441 207 Ph. No.: 07137-272856 22
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ACUTE ORAL TOXICITY TEST IN TIE RATS

) ~ FIXED DOSE PROCEDURI:
METHOD- OECD GUIDELINE 429

I. AIM & OBJECTIVE OF THE TEST

The aim of the test is 1o 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 mykg, 50 mg/kg, 300 mg/kg or 2000 my/kg) according to the

available infermation on the test substance.

The animals are obscrved each day for 14 days at Icast, after administration, to detect
the signs of toxicity. Animals which dic arc necropsied; the animals which arc

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 Tablets identified as
Hepasuport tablet (Batch No. HPAQ-22-01).

The test substance was stored at ambient temperature and out of the light.
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o mals per cage. The cages were placed in limited-access premises
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ith controlled temperature and humidity, The artificial lighting

cnsured a sequence of i
red 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

admuinistration.
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
L i=]

starting dose was selccted as 2000 mg/kg.

Main study: According to the methodology describe in the Annex 3 of the OECD
VL AR o
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pcriodicully dOSing during the first 30 minutes,

and daily therea fier fora total of 14 days.
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S ich animal being examined
outside the home cage ' L

The different parameterg observed were

anes, respiratory function
sleep & coma ?

changes in skin & fur, cyes & mucous
membr:

tremors, convulsions, salivation, diarrhea, lethargy,

Body weight: The ap: i
\ ght: The anima|s Were regularly weighed on day 1 belore administration,
then on day 8 ang day 15,7 and 14 ¢

ays after administration of the test substance.
Pathology: All the animals surviving

at the end of the 14 days of observation were
scarified by intraperitoneg] injection of 6% sod

ium 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 resulis: The assessment criteria of the toxicity of the test
substance taken into account were:

* Body weight change

¢ 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
2
Harmonized System (GHS).

Category | =0 <LDso < 5 mg/kg

- Category2 =5 mg/kg <LDsp< 50 mg/kg

Category3 =50 mg/kg <LDsp< 300 mg/kg

Category 4 = 300 mg/kg < LDso < 2000 mg/kg
- Category 5 =LDso> | g ;ﬁ;z;;:
- Category 5 ornon classified { r——
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VI RESUL TS

Body wel
: phts Al g ,
/ mals o
ammaly exhibited normal and comparable body weight gain

throughout (f
I period o
Fstudy. The individual weights of the animals assessed during

the (et are supplicd in Appendix 1.
Clindenl Obser
wervations: ( als | .
185 A ammals were free of intoxication signs throughout the
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Pathology: Al
PA o
anorgans subjected to neeropsy were found normal in all animals.

The result ol 1l
\ l: Te . o | (
v nectopsy flindings are summarized in the table enclosed in Appendix

1.

VI CONCLUSION

According o the Globally Harmonized System (GIIS) for the classification of
substances which cause acute toxicity, the substance Hepasuport tablet (Batch No.
[PAQ-22-01), 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 Hepasuport tablet (Batch No. HPAQ-22-01) at dose of
2000mg/ke did not affect general health of Wistar rats. There were no gross
abnormalities observed in necropsied rats. Based on this, minimal lethal dose of

[Hepasuport tablet (Batch No. HPAQ-22-01) was more than 2000 mg/kg.
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ACUTLE ORAL TOXICITY 185ST IN 1711 _ATS - FIXED DOSE PROCEDURE
METHOD- OLECD GUIDELINE 420

LAIM & OBIECTIVE OF THETEST

Fhe aim ol the test is 1o obtain, using a minimum number of animals, sufficient
mlormation on the acule loxicity afler single administration, by oral route in the rat, of

atest substance, for its classification,

The test substance is administered to a group ol 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 arc observed cach day for 14 days at Icast, after administration, to detcct
the signs of toxicily. Animals which dic are necropsicd; the animals which arc
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 Tablets identified as Strescline
Complex tablet (Batch No. STAQ-22-01).

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

Species: Albing s v

Strain: Wigie

ciphing i mnge of 130160 )

Ape: 8-12 weeks
Number & Sex: 5 nulliparous and non-prepgnunt females,

Dict: Standard feed prepared in-house,

Waters Plain tp water ad libitum

Housing: The animals were housed in 37cm 23em x Toem polypropylene cnpes
with maximum 3 animals per cage, The cages were placed in limited-nceens premise
of animal house with controlled temperature and humidity, The artificial Tighting

ensured a sequence of 12 houry light and 12 hours durk,

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 1o the test
substance administration. All animals were weighed again on day 1 belore
administration,

The volume per 100 g of body weight, defined to 2 ml/1 00g, the volume to administer
was calculated for cach rat.

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

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

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

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

Animals were observed indiv Wually after dosing dunag the fine 30 musuen,
penotically duning the first 24 hours and daily thereafier for s total of 14 davs

The clinical observations were made individually, each amimal being cuan
outside the home cage

The diftcrenmt parameters obmerved were - changes i wkin & far, oo & o
membranes, respiratory function, tremors, convalsons, salivaton, daetbes, kethanD
sleep & coma '
Body weight: The antmals were regularly weighed on day | before admamuirataon
then on day § and day 18 1¢. 7 and 14 days after adminntrstion of the test sbstanee
Pathology: All the animals surviving ot the ond of the 14 days of obwervatmon Wi
scarificd by intraperitoneal injection of 6% sodium pentobastetal solstion 3 e fts
of 0.12 ml 100g and bled at the femoral artery. They were prcsopneed amd the Eo
orpans were examined macroscopically
Interpretation of the revults: The avenument cntena of the waxiy of e il
substance taken nlo account were

o Body weight change

e Clinrcal and behavioral signs

e Nccropsy findings

o The mortality expressed in %5 of compound related deaths.
These results cnabled 1o classify the test substance (o one of a semwey of Uity
classes defined by fixcd ol LDy cutollf valuey, incompliance wih Globally
Harmonized System (GH1S)

-Category | =0 < LDy « S mg'kg
. Category 2 = Smgkg <1Dw< S0 mg'kg
. Category } = S0mphg ~ LDy s JOmgkg
.Categoryd = 300mghg«< [Dw« 2000 mgkg

. Category § = LDw> 2000 myg kg
. Category 3 or aon clasufi  ome gy Y
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VL RESULTS
Body weioht: ‘ ibi ' .
A ght: Al animals exhibited normal and comparable body weight gain

throug > period of i :
oughout the period of study. The individual weights of the animals assessed during

the test are supplied in Appendix 1.

Clinical Observations: Al 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 oreans 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 Strescline Complex tablet
(Batch No. STAQ-22-01), supplied by Siddhayu Ayurvedic Research Foundation Pvt.
Ltd. Nagpur was classified in the hazard category 5 or unclassified with a LDso
higher than 2000 mg/kg in the Rat.

The Study has indicated that Strescline Complex tablet (Batch No. STAQ-22-01) 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

Strescline Complex tablet (Batch No. STAQ-22-01) was more than 2000 mg/kg.
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METHOD- OECD Gl IDELINE 420

FINED DOSE PROCEDURE

LA K OBIECTIVE OF THE TEST

The aim of the test is 1o obtan, using o minimum mumber of mmals, salhclent

wmtormaton on the acute tonicty aller single administration, by ol voute in the mt, of

atest substance, for its classitication,

The test substance is administered to-a group ot experimental animals, by oral route ot

one defined dose (5 mg kg, 50 mg/kg, 300 mp/kg or 2000 mp/kp) according o the

available nformation on the test substance,

The animals are observed cach day for 14 days at least, alter administration, o defcet
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.

Thus 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).*
11. TEST SUBSTANCE

The supplier provided for the test contuiner contuining Capsule identilied ns Asthn=15
Forte Capsule (Batch No. ASTH-02).

The test substance was stored at ambient temperature and out ol the light,
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III. TEST ANIMALS

Species: Albino rats weighing in range of 120-150 ¢
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 polypropylenc 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

gmdel'me 420 (jomed in Appendix }\7 Af tha merarant camact) tha tant coinn cae ,)”ncd
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Acute toxicity of Astha 15 Forte Capsule r
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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 thercafter 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 135 i.e. 7 and 14 days afier 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 senes of toxicity
classes defined by fixed oral LDso cut-off values, incompliance with Globally

Harmonized System (GHS).

-Category I =0 <LDsp < 5 mg/kg
-Category2 =5mgkg <LDs< 50 mg’kg
- Category3 =50mg/kg <LDsp< 300 mgkg
- Category4 =300mgkg<LDsp< 2000 mg'kg
- Category 5 =LDsp>
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Acute toxicity of Astha 15 Forte ¢
8 Stha 1) ¢ Capsule Rt
Study No.: PL - (2 (2022-23) e e

VI. RESULTS

Body weight: All animals exhibited normal and comparable body weight piin
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.

: i : r mal in all animals.
Pathology: All main organs subjected to necropsy werce found normal in all antmals

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

1.

VII. CONCLUSION

According to the Globally Harmonized System (GHS) lor the classification ol

substances which cause acute toxicity, the substance Astha 15 Forte Capsule (Batch

No. ASTH-02), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.,

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

than 2000 mg/kg in the Rat.
The Study has indicated that Astha-15 Forte Capsule (Batch No. ASTIH-02) at dosc

of 2000mg/kg did not affect general health of Wistar rats. There were no gross
abnormalities observed in necropsicd rats. Based on this, minimal lcthal dosc of

Astha-15 Forte Capsule (Batch No. ASTH-02) was more than 2000 mg/kg.
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Ftoxacily of Astha -19 Fore
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ACUTE ORAL TOXICITY TEST IN THE RATS - FINED DOSE PROCEDURIL
METHOD- OECD GUIDELINE 320

LAIMN & OBJECTIVE OF THE TEST

The aim of the test is to obtamn, using a ninmmum number of animals, suthcient

information on the acute toxicity after single administration, by oral route in the rat, o

a test substance, for its classification.

The test substance is administered to a group of experimental animals, by oral route @t
one defined dose (§ m@kg, 50 mg/kg, 300 mg/kg or 2000 mg/ky) according 10 the

available information on the test substance.

The animals are obscrved cach day for 14 days at least, after administration, to d¢€te<t
the signs of toxicity. Animals which dic are nccropsied; the ammals which are
intercurrently sacrificed as well as the ones which survive until the end of the test are

necropsicd.

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

chemicals which cause acutc toxicity (OECD 1998).°
II. TEST SUBSTANCE

The supplier provided for the test container containing liquid preparation identitied as
Astha-15 Forte (Batch No. AIFS-22-03).

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

Species: Albino rate weighing in range of 150.200 g

Stram: Wister

Age: Y12 weeka

Number & Sex: § nulliparous and non-pregnant females

Diet: Standard feed prepared in-house

Water: Plain tap water ad libitum

Iousing: The ammals were housed in 37cm = 23cm x 16cm polypropylene cages
with maximum 3 animals per cage The cages were placed 1n hmited-access premises
of amimal 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 ammals fasted overnight prior to the test
substance admimstration. All animals were weighed again on day | before
admunistration

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

The test sebstance was admunistered tn a single dose, orally by gavage using a syringe
(iued with surtable sized canula. After admmnustration, animals were fasted for 3-4
hows

Selectinn of starting dose: As the test substance was an Ayurvedic formulation the
starting dose was sefected as 2ml'100g rat.

Mazin study: According 10 the methodology describe in the Annex 3 of the OECD

gndeime 420 (jomned 0 Appendix [ e med
M A 4 - (ﬁn.o.cmjmm
witsy 5 angmals recerving the test suf body
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Acute sty of Astha -15 Forte IPER, Wardha
Study No.. PL - 01 (2022-23

V. OBSERVATIONS
Ammals were observed individually after dosing duning 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, cyes & mucous
membranes, respiratory function, tremors, convulsions, salivation, diarrhea, lethargy,
sleep & coma.’
Body weight: The animals were regularly weighed on day | before admunistration,
then on day 8 and day 151 c. 7 and 14 days after administration of the test substance
Pathology: All the amimals surviving at the end of the 14 days of observation were
scanfied by intraperitoneal mjection 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 monality expressed in % of compound related deaths.
These results enabled to classify the test substance to one of a series of toxity
classes defined by fixed oral LDy cut-off values, incompliance with Globally
Harmonized System (GHS) .’

- Categoryl =0 <LDg < S mpkg
-Category2 =5mghkg <LDgyc< S0 mg/kg
-Category3 =50mgkg <LDgp<  300mgkg
-Category4 =300mgkg<[N.< I malka
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Acute toxicity of Astha -15 Forte IPER B
Study No - PL - 01 (2022-23)

VI. RESULTS

Body weight: All animals exhibited normal and comparable body weight gan
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 summarnized in the table
enclosed i Appendix 11

Pathology: All mam 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 Astha-15 Forte (Batch No
AFS-22-03), supplicd by Siddhayu Ayurvedic Rescarch Foundation Pvt. 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 Astha-15 Forte (Batch No. AFS-22-03) 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

Astha-15 Forte (Batch No. AFS-22-03) was more than 2000 mg kg.
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Siddhayy Ayurvedic Research Foundation Private Limited £ "
Office : Bantyanath Bhawan, Great Nag Road, Nagpur - 440 009 Maharashtra (INDIA) I .aw
Ph. No.: (+91) - 0712 - 66442300 /901/ 902 Website : www.siddhayu.com
CIN No. : U24233MH1983PTC030020

Ref.No SARF/T2022-23/03 Date :13.05.2022

TO.
The Principal.
Institute of Pharmaceutical Education and Research,

Borgaon, Wardha.
Sub  : Sample for Acute Toxicity Study.

Dear Sir,

With reference to our discussion, we are sending herewith following samples for acute
toxicity study.

1. ZENBLEU TABLET 1 X 60 Tablets

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

Thanking you
Yours Faithfully

& P

(Authorised Signatory)

e il

(Dr, R.O Cnnjlnllc)

Nestitate of Phaemacontical Eduant Ton & Penoarsd
Borguon ( Meghe), Wardha

/-_

Reg. Off. .. 404, Chartered House, Dr. Cawasji Harmosji Street, Mumbai - 400002.
Factory At

hadura - Post - Kalmana (Acharya), Umrer Road, Bahadura, - Dist. Nagpur - 441 204. Ph. No.: 07103-276115
o .. Lakhandur Road, Desaiganj Wadsa, - Disl. Gadchiroli - 441 207 Ph, No.: 07137-272856
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Acute toxicity of Zenblew tablet

IPER, Wardha
Study No 'L 07 (2022-21)

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

[. 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, (or 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 arc obscrved cach 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 supplicr provided for the test container containing Tablets identified as Zenbleu
tablet (Batch No. ZBLU-22-01).

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

\cute toxicity of Zenbleu tablet
Smady No . PL - 07 (2022-23)

111. TEST ANIMALS

Species: Albino rats weighing in range of 175-210 g
Strain: Wister

Age: 8-12 weeks

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

Diet: Standard feed prepared m-house.
Water: Plain tap water ad [ibitum.
23cm x 16cm polypropylenc cages

Housing: The animals were housed in 37c¢m X
aced in limited-access premises

with maximum 3 animals per cage. The cages were p!

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 | 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 cannula. 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
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Acute toxicity of Zenbleu tablet

Study No - PL 07 (2022-23) IPER, Wardha

V. OBSERVATIONS

Animals were observed individually after dosing during the first 30 minutes,
periodically during the first 24 hours and daily thereaflter 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.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
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 DBody weight change

e Clinical and behavioral signs

e Nccropsy 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 (GI—IS).2

- Category 1 =0 <LDsg < 5 mg/kg
- Category2 =5mgkg <LDs< 50 mg/kg
- Category3 =50mg/kg <LDsp< 300 mg/kg
- Category 4 =300 mg/kg<LDsp< 2000 mg/kg
- Category 5 =LDso> 2000 mg/kg
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VL RESULTS

Body weight: All animals extubited 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 summanzed 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
I

VII. CONCLUSION

According to the Globally Harmonized System (GHS) for the classification of
substances which cause acute toxicity, the substance Zenbleu tablet (Batch No.
ZBLU-22-01), supplied by Siddhayu Ayurvedic Research Foundation Pvt. Ltd.
Nagpur was classificd in the hazard category 5 or unclassified with a LDs, higher
than 2000 mg/kg in the Rat.

The Study has indicated that Zenbleu tablet (Batch No. ZBLU-22-01) at dose of
2000mg/kg did not affect gencral health of Wistar rats. There were no gross
abnormalities obscrved in necropsied rats. Based on this, minimal lethal dose of

Zenbleu tablet (Batch No. ZBLU-22-01) was more than 2000 mg/kg.
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