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QUALITY ASSURANCE STATEMENT

The Study No.: BIO-ATX 2829, entitled “Acute Dermal Irritation/Corrosion Study of
Bio-X Kleanze EC in New Zealand White Rabbits” has been inspected according to the
OECD Principles of Good Laboratory Practice [C(97)186/Final].

The dates of inspections and dates of reporting to the Study Director and the Management
have been listed below:

Reporting Dates

Inspection Dates Inspection Phases Study
- Management
Director
Initiation Phase
14 December 2020  Study plan verification 14 December 2020 14 December 2020
Study plan amendment No.1
202
07 January 2021 verification 07 January 2021 07 January 2021
In-Life Phase
22 December 2020 Test item application - Initial test 22 December 2020 22 December 2020
Reporting Phase
07 January 2021 Draft report inspection 07 January 2021 07 January 2021
12 January 2021 Final report inspection 12 January 2021 12 January 2021

Inspections were performed according to the Standard Operating Procedures of the test
facility’s Quality Assurance Unit. The study report was inspected against the approved study
plan and pertinent raw data and accurately reflects the raw data.

.......... \,) . 1 /far)uqy 2000
(Signature) (Date)

Mr. PRAVEEN B.
Quality Assurance Unit
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STATEMENT OF GLP COMPLIANCE

The Study No.: BIO-ATX 2829, entitled “Acute Dermal Irritation/Corrosion Study of
Bio-X Kleanze EC in New Zealand White Rabbits” was performed in compliance with the
OECD Principles of Good Laboratory Practice [C(97)186/Final].

DECLARATION

I hereby declare that the work was performed under my supervision and in accordance with
the described procedures. It is assured that the reported results faithfully represent the raw
data obtained during the experimental work. No circumstances have been left unreported
which may have affected the quality or integrity of the data or which might have a potential
bearing on the validity and reproducibility of this study.

I accept overall responsibility for the technical conduct of the study as well as the
interpretation, analysis, documentation and reporting of the results.

............... OMomsi 12 Januakiy o2
(Signature) (Date)
Ms. D. JHANSI
Study Director
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STATEMENT OF CONFIDENTIALITY

This report contains CONFIDENTIAL and PROPRIETARY information of OKADA
ECOTECH PTE LTD., SINGAPORE and will not be disclosed to anyone without the
expressed or written approval of sponsor, except to the employees of the test facility
wherever necessary and to persons authorized by law or judicial judgement.

.............. Odbanwd 12 Tanuahy 202
(Signature) (Date)
Ms. D. JHANSI
Study Director
M \ VL Soiasgions 2N
(Sign?é{ure) T (Date) """"

Dr. NITIN M. SHETTY
Deputy Test Facility Management
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ABBREVIATIONS OF COMMONLY USED UNITS AND SYMBOLS

AAALAC
B -
CPCSEA

NAD -
No. -
OECD -
SD -
TS -
°oC )

Association for Assessment and Accreditation of Laboratory Animal Care
Breadth

Committee for the Purpose of Control and Supervision of Experiments on
Animals

Centimeter

Erythema

Oedema

Globally Harmonized System of Classification and Labelling of Chemicals
Good Laboratory Practice
Immediately after removal of the patch
Gram

Hour(s)

Height

Institutional Animal Ethics Committee
Kilogram

Length

Male

Minute

Number of animals

Normal

No Abnormality Detected

Number

Organization for Economic Co-operation and Development
Standard Deviation

Terminal Sacrifice

Degree Celsius
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1. STUDY DETAILS

1.1 Study Title : Acute Dermal Irritation/Corrosion Study of
Bio-X Kleanze EC in New Zealand White
Rabbits

1.2  Study Number : BIO-ATX 2829

1.3 Study Code : ADIN

1.4  Sponsor Details

Sponsor : Okada Ecotech Pte Ltd
24 Pioneer Crescent #04-08
628557 Singapore
Sponsor’s Representative : K E.Tan
Okada Ecotech Pte Ltd
24 Pioneer Crescent #04-08
628557 Singapore

Monitoring Scientist : A.Z. Tan
Okada Ecotech Pte Ltd
24 Pioneer Crescent #04-08
628557 Singapore

1.5 Test Facility : Bioneeds India Private Limited
Devarahosahally,
Sompura Hobli, Nelamangala Taluk,
Bangalore Rural District, PIN - 562 111,
Karnataka, India

1.6  Study Responsibilities

Study Director : Ms. D. Jhansi., M.Sc
Bioneeds India Private Limited,
Devarahosahally,
Sompura Hobli, Nelamangala Taluk,
Bangalore Rural District, PIN - 562 111,
Karnataka, India
E-mail: bioneeds@bioneeds.in

Study Co-ordinator : Ms. Amulya T. S., B. E. (Biotech)
Study Personnel :  Ms. Kowstubha G.D., M.Sc.
Study Veterinarian : Dr. K. R Sneha., M.V.Sc.
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1.7  Study Schedule
Study Initiation Date
Experimental Starting Date

Acclimatization Date

Initial Test Date
Confirmatory Test Date

Experimental Completion Date

Draft Report Submission Date
Study Completion Date

16 December 2020
17 December 2020

. Start: 17 December 2020

End: 28 December 2020

. 22 December 2020
. 29 December 2020
: 01 January 2021

: 08 January 2021

12 January 2021

BIO-ATX 2829

Study Report

Page 9 of 33



2. SUMMARY

The test item, Bio-X Kleanze EC was evaluated for Acute Dermal Irritation/Corrosion
in New Zealand White rabbits.

The study was performed in two phases i.e. initial test and confirmatory test.
Approximately 24 hours before the application of the test item, fur on the
dorso-lateral area of the trunk of the animals was removed by clipping closely using
an electric hair clipper (approximately 8 x 12 cm). Care was taken to avoid abrasion
to the skin and the animals with healthy intact skin were used for experiment.

As there is no information on the test item, in initial test, three patches were applied
for 3 minutes, 1 hour and 4 hour exposure period. The application site 1 (anterior left
trunk region) of the animal was served as untreated control. On application site 2
(posterior left trunk region), site 3 (posterior right trunk region) and site 4 (anterior
right trunk region) of the animal, 0.5 mL 80 dilutions of test item was applied for 3
minutes, 1 hour and 4 hours respectively. The first test patch was applied on site 2 and
removed after three minutes. No skin reaction was observed after immediate
observation, a second test patch was applied at site 3 and removed after one hour.
After immediate observation, the observations at this stage indicated that exposure
could be humanely allowed to extend to four hours, a third test patch was applied at
site 4 and removed after four hours, and the response was graded. The application site
1 (anterior left trunk region) of the animal was covered with blank cotton gauze at the
time of site 4 application and was removed along with application site 4. After
removal of the test patches, the application sites were washed with distilled water and
dried with absorbent cotton without altering the existing response or the integrity of
the epidermis. The application sites 1, 2, 3 and 4 were scored immediately after patch
removal whereas the application sites 1 and 4 were also scored approximately at 1, 24,
48 and 72 hours after the patch removal.

As there was no corrosive effect observed during initial test, the confirmatory test was
performed using four additional rabbits (two animals with 80 dilutions and two animals
with 160 dilutions of test item). In the confirmatory test, the patches were applied for 4
hours exposure period. Each animal had two application sites. The clipped area of skin
at left trunk region and right trunk region were identified as application sites 1 and 2
respectively.

In the confirmatory test, the application site 1 (left trunk region) of each animal was
served as untreated control covered with blank cotton gauze. On application site
2 (right trunk region) of each animal, 0.5 mL of test item was applied for 4 hours
exposure period. After removal of the test patches the application sites were washed
with distilled water and dried with absorbent cotton without altering the existing
response or the integrity of the epidermis. The application sites 1 and 2 were scored
approximately at 1, 24, 48 and 72 hours after patch removal.

The mean score across 3 scoring times (24, 48 and 72 hours after patch removal) for
both initial test animal and confirmatory test animals was ‘0’ for erythema and
oedema grades.

No erythema and oedema was observed at the test item application site in initial and
confirmatory test animals.

All the animals were observed once daily for clinical signs of toxicity and twice daily
for mortality during the observation period. Body weight was recorded on the day of
receipt, prior to administration of test item (day 1) and at termination. At termination,
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all the animals were sacrificed by intravenous administration of sodium thiopentone
and carcass was disposed.

No treatment related clinical signs of toxicity and mortality was observed in initial test
animal and confirmatory test animals.

No treatment related changes were observed in body weight and percent change in
body weight with respect to day 1 in initial test and confirmatory test animals. All
animals revealed normal increase in the body weight during the observation period.

Conclusion

Based on the results of the experiment, it is concluded that single dermal
application of Bio-X Kleanze EC was “non-irritant” to the skin of New Zealand White
Rabbits and hence did not meet the classification criteria according to the Globally
Harmonized System (GHS) of Classification and Labelling of Chemicals.
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3. STUDY COMPLIANCE
3.1 GLP Compliance

The study was performed:

a. In compliance with the OECD Principles of Good Laboratory Practice
[C(97)186/Final].

b. In accordance with the Standard Operating Procedures at Bioneeds India Private
Limited and as per the mutually agreed study plan with the sponsor.

3.2 Regulatory Guideline

The study was performed in accordance with the OECD Guidelines for Testing of
Chemicals No. 404 (Section 4: Health Effects), “Acute Dermal Irritation/Corrosion”
adopted on 28 July 2015.

3.3  Animal Welfare
The study was performed in an AAALAC accredited facility:

a. In accordance with the recommendation of the Committee for the Purpose of Control
and Supervision of Experiments on Animals (CPCSEA) guidelines for laboratory
animal facility published in the Gazette of India, 2018.

b. In accordance with the protocol approved by Institutional Animal Ethics Committee
(IAEC) (Protocol No.: BIO-IAEC-4040 and Approval Date: 08/09/2020).
4. SAFETY PRECAUTIONS

Gloves, head cap, face mask and goggles were used in addition to protective body
garments and slippers/shoes to ensure adequate personnel health and safety and to
avoid ingestion, inhalation, eye and skin contact with the test item.

S. OBJECTIVE

The objective of this study was to assess the skin irritation and/or corrosive effects of
the test item Bio-X Kleanze EC following single dermal application in New Zealand
White Rabbits.

This also gives details on classification and labelling of chemical for safety and risk
assessment.

6. MATERIALS AND METHODS

6.1 Test Item Information

The test item information provided by the sponsor as per Test Item Data Sheet and
Certificate of Analysis is presented below:

Name of Test Item

Physical appearance
(with color)

Batch No.
Date of Manufacture

Date of Expiry

Storage Conditions

Bio-X Kleanze EC
Clear Brown liquid

2020061201

12 June 2020

12 June 2023
Ambient (21 to 29°C)

BIO-ATX 2829
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Batch Produced by
(Name and address)

Okada Ecotech Pte Ltd, Singapore

Test Item Code by Test Facility : D1155-001

The responsibility for the correct identity and stability of the test item rests with the
sponsor. The Certificate of Analysis provided by sponsor is presented as Annexure 1.

6.2 Test System

Animal Species

Strain

Rabbit (Oryctolagus cuniculus)
New Zealand White

Justification for Selection of : Rabbit is the preferable laboratory animal by

Species

Source of Supply

national and international guidelines for
dermal irritation/corrosion studies.

Procured from approved breeder:
Adita Biosys Private Limited

Plot No.: SPL-26, 2™ Phase, KSSIDC
Industrial Estate, Madhugiri Road,
Antharasanahalli, Tumakuru-572106,
Karnataka, India

CPCSEA Registration No.
1868/PO/RcBt/S/16/CPCSEA

Group, No. of Animals / Test : GI1A :1 Male (80 dilutions of test item)

and Sex

Age at Receipt

Body Weight at Receipt

Animal Identification

6.3  Husbandry

a. Environmental
Conditions

b. Housing

Gl :2 Males (80 dilutions of test item)
G2 :2 Males (160 dilutions of test item)
Initial Test : 1 Male

Confirmatory Test : 4 Males

(Total of 5 Males were received)

4 months

2.07811 kg to 2.39064 kg

Acclimatization period: Cage cards

Treatment period: Cage cards and last 4 digits
of the animal number were written on the ear
of each rabbit using black permanent marker
pen.

Animal No.: Nb5968 to Nb5972

Animals were housed under standard laboratory
conditions, in an  environmentally = monitored
air-conditioned room with adequate fresh air supply
(12 to 15 air changes per hour), room temperature
19.3°C to 22.8°C and relative humidity 47% to 67% with
12 hours fluorescent lights and 12 hours dark cycle. The
temperature and relative humidity were recorded once
daily.

The animals were housed individually in stainless steel
wire mesh cage (Size: L 24 x B 18 x H 18 inches) having
facilities for holding pelleted feed and drinking water.

BIO-ATX 2829
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c. Feed Altromin Maintenance Diet for rabbits (manufactured by
Altromin Spezialfutter GmbH & Co. KG) was provided
ad libitum to the rabbits throughout the experimental
period. The contaminant analysis test report for the feed

is presented as Annexure 2.

Water was provided ad libitum throughout the
experimental period. Deep bore-well water passed
through reverse osmosis unit was provided in plastic
water bottles with stainless steel sipper tubes.

The contaminant analysis test report for the water nearest to the experimental period
is presented as Annexure 3.

e

d. Water

6.4  Acclimatization
Healthy young adult animals used for initial test and confirmatory test were
acclimatized for a period of five and twelve days respectively to laboratory conditions
prior to treatment and were observed for clinical signs once daily. Veterinary
examination of all the animals was performed on the day of receipt.

6.5 Study Design

The study was performed in two phases i.e initial test and confirmatory test. Initial
test was performed using one rabbit, there was no corrosive and irritant effects
observed in initial test. Hence, the confirmatory test was performed by using four
additional rabbits (G1 with 0.5 mL of 80 dilutions test item and G2 with 0.5 mL of
160 dilutions test item).

The following study design was adopted for the study

Group : G1/G1A (80 dilutions of test item)
Initial Test (G1A) Confirmatory Test (G1)
Quantity Animal No.: Animal No.: Animal No.:
of test Nb5968 Nb5969 Nb5970
Treatment item Lt. Rt. Lt. Rt. Lt. Rt.
applied Trunk Trunk Trunk | Trunk | Trunk | Trunk
(mL) Region Region Region | Region | Region | Region
Site 1 Site 2 Site 3 | Site 4 Site 1 Site 2 Site 1 Site 2
Untreated NA Yes No No No Yes No Yes No
Control
Bio-X Kleanze Yes Yes Yes Yes Yes
EC 0.5 No | Gmin) | (1hn) | @dhrsy | O (4 hrs) No (4 hrs)
Confirmatory Test (G2) (160 dilutions of test item)
Animal No.: Animal No.:
Nb5971 Nb5972
. . . Rt.
Lt. Trunk Region Rt. Trunk Region Lt. Trunk Region Trunk Region
Site 1 Site 2 Site 1 Site 2
Yes No Yes No
Yes Yes
No (4 hrs) No (4 hrs)

Rt.: Right, Lt.: Left, hr/s - Hour/s; min: Minutes

BIO-ATX 2829
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6.6  Preparation of Animals

Approximately 24 hours before the application of the test item, fur on the
dorso-lateral area of the trunk of the animals was removed by clipping closely using
an electric hair clipper (approximately 8 cm x 12 cm). Care was taken to avoid
abrasion to the skin and the animals with healthy intact skin were used.

6.7 Preparation of Test item

For initial test:

80 dilutions: 0.13 mL of test item was taken and 10 mL of distilled water was added
to get 80 dilutions of test item.

For Confirmatory test:

80 dilutions: 0.25 mL of test item was taken and 20 mL of distilled water was added
to get 80 dilutions of test item.

160 dilutions: 0.13 mL of test item was taken and 20 mL of distilled water was added
to get 160 dilutions of test item.

6.8 Dose Selection and Justification for Selection

As suggested in regulatory guidelines, 0.5 mL of diluted test item was used for the
testing.

6.9  Route of application and Justification for Selection

The diluted test item was applied topically (dermal exposure). The dermal route was
selected as it is one of the probable route of exposure to human.

6.10 Method of Application of the Test Item

Required amount of diluted test item was received, and 0.5 mL of diluted test item
was applied to a small area (approximately 6 cm?) of skin on the application site
covered with cotton gauze and wrapped with non-irritating adhesive tape. The patch
was loosely held in contact with the skin by means of a suitable semi-occlusive
dressing using crepe bandage for the duration of the exposure period. It was ensured
that the test item was adhered to the skin in such a manner that there was good contact
and uniform distribution of the test item on the skin.

6.11 Test Procedure
6.11.1 Initial Test

In the initial test with 80 dilution (highest concentration) of Bio-X Kleanze EC three
sequential test patches were applied step-by-step at different time points as per
sponsor communication as there is no information on the test item. The clipped area
of skin at left trunk region and right trunk region was divided into four application
sites and it was identified as application sites 1, 2, 3 and 4 respectively.

The application site 1 (anterior left trunk region) of the animal was served as
untreated control. On application site 2 (posterior left trunk region), site 3 (posterior
right trunk region) and site 4 (anterior right trunk region) of the animal, 0.5 mL of test
item was applied for 3 minutes, 1 hour and 4 hours respectively as per section 6.9.
The first test patch was applied on site 2 and removed after three minutes. No skin
reaction was observed after immediate observation, a second test patch was applied at
site 3 and removed after one hour. After immediate observation, the observations at
this stage indicated that exposure was humanely allowed to extend to four hours, a
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6.11.2

6.12

6.12.1

third test patch was applied at site 4 and the response was graded. The application site
1 (anterior left trunk region) of the animal was covered with blank cotton gauze at the
time of site 4 application and was removed along with application site 4. After
removal of the test patches, the application sites were washed with distilled water and
dried with absorbent cotton without altering the existing response or the integrity of
the epidermis.

Cranial End

Site 1 Site 4
(Untreated) (4 hrs exposure)

Site 2 Site 3
(3 min exposure) (1 hr exposure)

Caudal End

Confirmatory Test

There were no corrosive effects observed during initial test, hence the confirmatory
test was performed by using four additional rabbits.

In confirmatory test with G1 (80 dilutions) and G2 (160 dilutions), the test patch was
applied for 4 hours exposure period. Each animal had two application sites. The
clipped area of skin at left trunk region and right trunk region was identified as
application site 1 and 2 respectively.

The application site 1 (left trunk region) of each animal was served as untreated
control covered with blank cotton gauze. On application site 2 (right trunk region) of
each animal, 0.5 mL of undiluted test item was applied for 4 hours exposure period as
per section 6.10. After removal of the test patches, the application sites were washed
with distilled water and dried with absorbent cotton without altering the existing
response or the integrity of the epidermis.

Confirmatory Test
Cranial end

Site 1
Untreated
Control

(4 hrs exposure)

Caudal end

Site 2
Test Item

The details of distilled water used for study is as follows:

Batch No. : 188B
Manufactured Date :10/12/2020
Expiry Date o 09/12/2021
Manufactured by : MRCL
Observations

The following observations were made during the experimental period.

Clinical Signs of Toxicity and Mortality/Morbidity

The animals were observed once daily for clinical signs of toxicity and twice daily for
mortality/morbidity during the experimental period.
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6.12.2 Body Weight

Body weights were recorded on the day of receipt, prior to application of test item
(day 1) and at termination (day 4) of the experiment for both initial test animal and
confirmatory test animals.

6.12.3 Dermal Evaluations

The animals were evaluated for signs of erythema and oedema and the responses were
scored. In initial test, the application sites 2 and 3 were scored immediately after patch
removal, sites 1 and 4 were scored immediately after patch removal and also scored
approximately at 1, 24, 48 and 72 hours after patch removal. In confirmatory test, the
application sites 1 and 2 were scored approximately at 1, 24, 48 and 72 hours after
patch removal. The experiment was terminated after 72 hours observation after
removal of test patch as there were no skin reactions.

Dermal reactions were graded and recorded according to the scores in the table below:

Table: Grading of Skin Reactions

1. Erythema and Eschar Formation Score
NO EIYEREMA. ...ttt ettt e eebeessaeenneens 0
Very slight erythema (barely perceptible).................ooiint. 1
Well defined erythema...............coooiiiiiiii i 2
Moderate to severe erythema............ceecueeriieiiieniieiieeeieeeie e 3

Severe erythema (beet redness) to eschar formation preventing grading

OF €IYthema... ....ooiiiiiiie e e 4
Maximum possible score: 4
2. Oedema Formation Score

NO OCACIMA ...ttt sttt ettt 0
Very slight oedema (barely perceptible).........ccceevveeviiiiiiiiieniieiieieeeen 1
Slight oedema (edges of area well defined by definite rising).................... 2
Moderate oedema (raised approximately 1 millimetre) .........c..coccevveneenene 3
Severe oedema (raised more than 1 millimetre and extending beyond

Area OF EXPOSUIE) ..veeiiiiiiiriiirieeie ettt ettt st 4

Maximum possible score: 4
6.12.4 Pathology
a. Necropsy

At the end of observation period, all the animals were humanely sacrificed by
intravenous administration of sodium thiopentone (Batch No.: TP0002;
Manufactured date: Mar 2020; Expiry date: Feb 2022; Manufactured by: Shree
anand life sciences Ltd.) and the carcass was disposed.

7. INTERPRETATION OF RESULTS

The test item is classified according to the Globally Harmonized System (GHS) of
Classification and Labelling of Chemicals (Refer Annexure 4).

The mean score was calculated across 3 scoring times (approximately at 24, 48 and
72 hours after patch removal) for each animal for erythema/eschar grades and for
oedema grades separately.
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10.

11.

12.

STUDY REPORT PREPARATION AND RESULTS

Individual animal data is summarized and presented as tables. All findings presented
in the study report are as per the standard reporting procedure of the test facility.
AMENDMENTS AND DEVIATIONS

One amendment was raised to correct the name of monitoring scientist as per revised
test item data sheet and no deviations occurred during the conduct of the study.
STUDY REPORT DISTRIBUTION

Original: 1/2 - Sponsor

Original: 2/2 - Archives, Bioneeds India Private Limited

ARCHIVING

All materials and data generated in the study will be stored in the archives of the test
facility. The study plan, raw data and study report will be maintained in the archives
of Bioneeds India Private Limited for 9 years from the date of completion of the
study. At the end of archiving period, the sponsor’s instructions will be sought either
to extend the archiving period or to return the archived material to the sponsor or for
the disposal.

REFERENCE

The Globally Harmonized System of Classification and Labelling of Chemicals
(GHS), 8" edition, 2019 (ST/SG/AC.10/30/REV.8).

BIO-ATX 2829 Study Report Page 18 of 33



13.

13.1

13.2

13.3

14.

RESULTS AND DISCUSSION

Clinical Signs of Toxicity and Mortality

No clinical signs of toxicity and mortality were observed in any of the animals of
initial test and confirmatory test.

Refer Table 1.

Dermal Evaluations

No skin reactions like erythema and oedema were observed in any of the animals of
initial test and confirmatory test.

The mean score across 3 scoring times (24, 48 and 72 hours after patch removal) for
both initial test animal and confirmatory test animals was ‘0’ for erythema and
oedema grades

Refer Table 2.

Body Weight

No treatment related changes were observed in body weights and percent change in
body weights with respect to day 1 in initial test and confirmatory test animals. All
animals revealed normal increase in the body weight during the observation period.

Refer Table 3.

CONCLUSION

Based on the results of the experiment, it is concluded that single dermal
application of Bio-X Kleanze EC was “non-irritant” to the skin of New Zealand White
Rabbits and hence did not meet the classification criteria according to the Globally
Harmonized System (GHS) of Classification and Labelling of Chemicals.
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15. TABLES
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TABLE 1. INDIVIDUAL ANIMAL CLINICAL SIGNS OF TOXICITY AND

MORTALITY RECORD
Phase of the Dose Animal Sex Clinical Signs of Toxicity on Days
Experiment (mL/Patch) No. ¢
1 2 3 4
Initial Test 0-3mL of 80 Nb5968 Male N N N N
dilutions
Nb5969 Male N N N N
0.5mL of 80
dilutions
Nb5970 Male N N N N
Confirmatory Test
0.5mL of Nb5971 Male N N N N
160
dilutions Nb5972 Male N N N N

N: Normal
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TABLE 2. INDIVIDUAL ANIMAL SKIN REACTIONS SCORING RECORD

Skin Reactions Score after Patch

l;:hase 0 f th: A?\;mal Sex gxl:_(;i;lrlf Application Site (mll;l(;iet h) Observations Removal gtf:_lel
xperimen 0- uratio ¢ IAR 1 hr 24hrs 48 hrs 72 hrs
. . ERY 0 - - - - -
3 min Site 2 0.5 EDE 0 i ) ) i )
ERY - - - - -
Initial Test 0.5mL of 1hr Site 3 0.5 EDE 8 i ) ) i )
80 dilutions Nb5968 Male " Site 1 Untreated ERY 0 0 0 0 0 0
s e Control EDE 0 0 0 0 0 0
. ERY 0 0 0 0 0 0
4 hrs Site 4 0.5 EDE 0 0 0 0 0 0
Site 1 Untreated ERY - 0 0 0 0 0
trol EDE -
Confirmatory Nb5969 Male 4 hrs Contro ERY - 8 g g 8 g
TeStdqiS;[‘lL of 80 Site 2 0.5 EDE ) 0 0 0 0 0
rutions Site 1 Untreated ERY - 0 0 0 0 0
Nb5970 Male 4 hrs Control EDE - 0 0 0 0 0
Site 2 0.5 ERY - 0 0 0 0 0
e : EDE - 0 0 0 0 0
Site 1 Untreated ERY - 0 0 0 0 0
Control EDE - 0 0 0 0 0
1 Mal 4 h
Confirmatory Nb397 ale s Site 2 0.5 ERY - 0 0 0 0 0
Test 0.5mL of 160 : EDE - 0 0 0 0 0
dilutions Site 1 Untreated ERY - 0 0 0 0 0
Nb5972 Male 4 hrs Control EDE - 0 0 0 0 0
Site 2 0.5 ERY - 0 0 0 0 0
e : EDE - 0 0 0 0 0

ERY: Erythema; EDE: Oedema; 0: No Erythema/Oedema; min: Minutes; hr/hrs: Hour/Hours; IAR: Immediately after removal of the test patch; -: Not applicable

Mean Score For Erythema/ Oedema : 24 hrs + 48 hrs+ 72 hrs (Observations after patch removal)
3 (Observation time point)
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TABLE 3. INDIVIDUAL ANIMAL BODY WEIGHT (kg) AND PERCENT CHANGE

IN BODY WEIGHT WITH RESPECT TO DAY 1

Percentage change in

Body weight (k Body with respect to
Phase of Dose Animal Sex y weight (ke) Y day P
the experiment (mL/animal) No.
1 4 1to4
Initial test
(80 dilutions) 0.5 Nb5968 Male 2.21136 2.2497 1.73377
Nb5969 2.49162 2.52904 1.50183
0.5 Male
Nb5970 2.38111 2.42919 2.01923
confirmatory test
(80 dilutions) Mean 2.43637 2.47912 1.76053
+SD 0.07814 0.07060 0.36585
n 2 2 2
Nb5971 2.30143 2.34086 1.71328
0.5 Male
Nb5972 2.18114 2.25064 3.18641
confirmatory test
(160 dilutions) Mean 2.24129 2.29575 2.44984
+SD 0.08506 0.06380 1.04166
n 2 2 2

SD: Standard Deviation; n: Number of animals
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16. ANNEXURES
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ANNEXURE 1. CERTIFICATE OF ANALYSIS OF BIO-X KLEANZE EC
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ANNEXURE 2. CONTAMINANT ANALYSIS TEST REPORT OF FEED
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ANNEXURE 2 (Contd...). CONTAMINANT ANALYSIS TEST REPORT OF FEED
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ANNEXURE 3. CONTAMINANT ANALYSIS TEST REPORT OF WATER
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ANNEXURE 3 (Contd...). CONTAMINANT ANALYSIS TEST REPORT OF WATER
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ANNEXURE 3 (Contd...). CONTAMINANT ANALYSIS TEST REPORT OF WATER
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ANNEXURE 4. GLOBALLY HARMONIZED SYSTEM OF CLASSIFICATION

AND LABELLING OF CHEMICALS (GHS)

Categories

Criteria

*Category 1

Destruction of skin tissue, namely, visible necrosis through the
epidermis and into the dermis, in at least one tested animal after
exposure <4 h

Sub-category 1A

Corrosive responses in at least one animal following exposure
< 3 min during an observation period <1 h

Sub-category 1B

Corrosive responses in at least one animal following exposure
>3 min and < 1 h and observations<14 days

Sub-category 1C

Corrosive responses in at least one animal after exposures > 1 h
and <4 h and observations < 14 days

Irritant
(Category 2)

(D)

2)

€)

Mean score of > 2.3 and < 4.0 for erythema/eschar or for
oedema in at least 2 of 3 tested animals from grading at 24, 48
and 72 hours after patch removal or, if reactions are delayed,
from grades on 3 consecutive days after the onset of skin
reactions; or

Inflammation that persist to the end of the observation period
normally 14 day in at least 2 animals, particularly taking into
account alopecia (limited area), hyperkeratosis, hyperplasia,
and scaling; or

In some cases where there is pronounced variability of
response among animals, with very definite positive effects
related to chemicals exposure in a single animal but less than
the criteria above.

Mild Irritant
(Category 3)

Mean score of > 1.5 and < 2.3 for erythema/eschar or for
oedema from gradings in at least 2 of 3 tested animals from
grades at 24, 48 and 72 hours or, if reactions are delayed, from
grades on 3 consecutive days after the onset of skin reactions
(when not included in the irritant category above).

*: This category may be further divided into three sub-categories (1A, 1B and 1C) which can be used by those
authorities requiring more than one designation for corrosivity. Corrosive test item should be classified in
category 1 where sub-categorization is not required by a competent authority or where data are not sufficient for
sub-categorization. When data are sufficient and where required by a competent authority test item may be
classified in one of the three sub-categories (1A, 1B and 1C) in accordance with the criteria as per the above

mentioned table.
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ANNEXURE 5. GLP CERTIFICATE
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ANNEXURE 5 (Contd...). GLP CERTIFICATE
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