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SHRIRAM INSTITUTE

DT-COTTON SEEDS {MWA TH SEEDS)
HIOSAFETY STUDY (TREITATION T0 MUCOUS MEMBRANE IN RABEITS)

QUALITY ASSURANCE STATEMENT

The wirk described in this report was performed under my supervision as
study director in accordance with guidelines for Toxicity and Allergenicity,
Evaluation of Transgenic seeds, Plants and Plant parts. { Adoption CLE.CD
guideline Mo, 405), Department of Biotechnology. Ministry of Science and
Technology, Govi. of Indin for non-clinical laboratory studies

The report provides true and sccurate record of results obtiined.
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SHRIRAM INSTITUTE

WE-COTTON REEDG (NATH SEELE}
BIOSAFETY STUDY (IREITATION TO MUCOUS MEMBRANE 1N RABBITS)

OBIJIECTIVE

To determine the potential of irritation produced by sample of Bt cotton
seeds (Math seeds) along with non-transgenic cotton seeds on the vaginal
mucous membrane following a single application,

EXPERIMENTAL DESIGN

ANIMALS

Six female voung adult (nulliparous, non- pregnant ) rabhits of the New
Zealand White strain per sample were used.

HUSBANDRY

All the animals were housed individually in metal cages with perforated

floors. Water and stapdard rabbit feed were given ad {ihitum.

The room temperature was maintained at 24 4 2 "C with 40-70 % relative

humidity.

The light conditions were controlled to give 12 hours artificial light
(& a.m.-8 p.m) each day.

Acclimatization

A minimum of 7 days acclimatization was allowed betore the commene-
-ement of the study

Foge Fof 1
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SHRIRAM INSTITUTE

BT-COTTON SEEDS (NATH SEEDH)
BIOSAFETY STUDY (IRRITATION TO MUCOUS MEMBRANE IN RABRITS)

EXPERIMENTAL PROCEDURE

Sample Preparation

The Bt-cotton seeds (Math seeds) as well as the Non-transgenic cotton sceds
samples were crushed and was weighed and applied as such carefully to the
vaginal mucous membrane of the rabbit,

Dose ; 0.1 gm

OBSERVATIONS

The vaginal mucous membrane of the rabbits were examined for any

discharge and inflammatory reaction #t 24 hours, 48 hours, 72 hours and

7" and 14" days afier dose application,
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BT-COTTON SEEDS (NATH SEEDE)

BIOSAFETY STUDY (IRRITATION T0 MUCOUS MEMBRANE IN RABRITS)
The reaction at the site of application was assessed and scored according to

the following numerical system.

SKIN REACTION

SCORE

(A) ERYTHEMA

No erythema

Yery slight ervthema

Well defined ervthema
Moderate to severe ervithema
Severe ervthema ( Beet redness)

(BYOEDEMA FORMATION

Mo oedema

Very slight oedema (barely perceptible)

Slight oedema (edges of area well rised)

Moderate oedema (moderate swelling of vulvar lips )
Severe ocdema (excessive swelling of valvar lips with
eversion of vaginal mucosa )

EVALUATION OF IRRITATION INDEX

EVALUATION
Mon Irritant
Megligible Ieritant
Slight Irritant
Moderate Irritant

Severe [rritant

Fagpe S0 7

-
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SCORE
0

0-0.40
0,41-1.99
2.00-4,99
5.00-5_00
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ET-COTTON SEEDS (NATH SEEDS)
RIOSAFETY STUDY (IHRITATION TO MUECOUS MEMBRANE 1N RARRITS)

EVALUATION OF REACTIONS (Draize Test)
Bt-cotton seeds (Math seeds)

RARBIT NUMBERS COMEINED
IF ir IF AF 5F &F AVERAGE INDEX

ATALIIES
Eryibema Score Ll 0 L] 1] @ i 1] i
Falenis Siofe L ] ] L] 1] i i
AR S
Erviliers Score w n L L L] L] i i
Edema Seore 1 1 1 0 LI} [ 0
TINDUKS
Erythema Score L L] L] W 1] L i L
Ealciin Seiee i il i i ] i i
DAY 7™
Eryilsenin Senre L il LU I L] ¥ o 1]
Edopua Sy L L] [} [ [} 1] i
DAY 14*
Ervihe s Srore ¥ 1] 1] L] n (] il (]
Filymma Scuee ] 1] [1] L] L1 ] 1]
Nons=transgenic cotton sceds
HABRIT NUMIERS COMBINED
1F IF 3 aF iF &F AVERAGE ISR
Z4HO RS
Eryihemas Sowe ik i 1] i ] i i i
Edema Scare i L] il (1] i 0 i
ARHOLHY
Erythema Score i i @ 0 i i i i
Edbemn Séare 1] ] ] 1] 1] [ [
TIHOLU RS
Erythema Soote L fn LU L1 il L] L ]
Falvmas Sore L1 n LU a L] [ LI
Ay 7"
Eryibema seuse ih ih 00 i [l i 0
Edemn Sare i ik i i ] Ll i
DAY 147
Ervihema Seor 0 ] 1] -] ] i [ 1]
Edemp Sgore 1] o n o ] [
Maite 1 F o~ Femaly
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SHRIRAM INSTITUTE

AT-COTTON SEEDS (NATH SEEDS
BIOSAFETY STUDY (IREITATION TO MUCOUS MEMBRANE IN RABRITS)

Result
The given sample of  Bt- cotton seeds (Math Seeds) was found to be non-

irritant to the vaginal mucous membrane of the rabbits, when compared 1o
its corresponding non-transgenic colton seed.

"

The sample has been tested as per the guidelines for Toxicity and
Allergenicity, Evaluation of Transgenic seeds, Plants and Plant parts parts
(Adoption O.E.C.D guideline No. 405), Department of Biotechnology,
Ministry of Science and Technology, Govi of India for non-clinical
|aboratory studies,
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SHRIRAM INSTITUTE

WEOOTTON SEEDS [MATI SEED
BIOSAFETY STUDY (PRIMARY SKIN IRRITATION TEST ON RABBITS

QUALITY ASSURANCE STATEMENT

The work described in this report was performed under my supervision ¢
study director in accordance to the guidelines for Toxicity and Allergenicit
Evaluation of Transgenic seeds, Planits and Plant parts parts (Adoptio
O.EC.D guideline No. d0d), Department of Biotechnology, Ministry ¢

Seienice and Technology, Govt. of India for non-clinical laboratory studies

The meport provides true and accurate record of results obtained.

iy irector &

Chief, Toxicology

The following scientific and supervisory personnel were involved

in the study

D, Binu Bhat
Dr, Dhirendra Singh

Manoj Kumar
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SHRIRAM INSTITUTE

IT-COTTON SELDS (NATH SEEDS)
BIOSAFETY STUDY (PRIMARY SKIN IRRITATION TEST ON RARBITS )

OBJECTIVE

To evaluate the potential for local primary irritant effects 1o rabbit skin
following a single application of Bt cotton seeds (Nath Seeds) ond
non-transgenic cotton seeds.

XPERIMENTAL DESIGN

Animals

5ix (3 Male and 3 Female) adult rabbits of the New Zealand White Strain
per sample were used.

Husbandry

All animals were housed in metal cages fitted with perforated floors. Water
and standard rabbit feed were given ad libitum

The room lemperature was maintained a1 24 £ 2 ° C with 40 - 70 % relative

humidity.

The light conditions were controlled to' give 12 hours anificial light
{ &am. - 8 p.m. ) ench day.

Mage 3ol ?
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SHRIRAM INSTITUTE

HT-COTTON SEEDS (NATH SEEDS)
RIOSAFETY STUDY (PRIMARY SKIN IRRITATION TEST ON RARRITS ]

Acclimatization

A minimum of 7 days acclimatization was allowed before the commene-
-ement of the study.

EXPERIMENTAL PROCEDURE

Skin Preparation :

Twenty four hours before the test (dose application) the hair on the hack and
flanks of each rabbit was closely clipped.
Doze : 05 gm

Sumple preparation :

The Bi-cotton seed (Nath seeds) as well as the Non-transgenic cotton seed
samples were crushed and was weighed and applied as such carefully 1o the
skin of the rabbits,

Application Procedure

The given Bt-cotton seed (Math seeds) and non-transgenic cotton seed
samples were crushed and evenly applied 1o a small moistened area of the
closely clipped skin of cach rabbit. The site of application was covered with
eotton gauze patch, which was held in contact with skin by means of semi-

occulsive dressing.

Paged of T
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SHRIRAM INSTITUTE

BT-COTTON SEEDS (NATH SEEDS
PRIMARY SKIN IREITATION TEST ON RABBITS
Al the end of 4 hours exposure period, the bandages / gauze were removed
and treatment sites were cleaned with wet gauze to remove any residual test

substance,

OBSERVATIONS

Skin reactions at the site of applications were assessed and scored at 24, 48,
72 hours, day 7" and day 14" after the dose application (post test
observation period) according to the following numerical system

SKIN REACTION SCORE

[ A ) ERYTHEMA AND ESCHAR FORMATION

- M ervthoma i
. Very shight crythema ( barely perceptible ) |
® Wil defined ervthoma 2
- Modemte fo severe erythema 3
. Sovere erythema | beet redness ) to eschar formation 4

i By OEDEMA FORMATION
- Mo pedema i
- Very slight oedema { barely perceptible ) |
. Slight oedema { edpes of ares well raised ) 2
- Moderate oedemi [ raised appeos: | nm § i
- Severe oedema ( mised more than 1mm and extending 4

bevond noea ol exposure )

EVALUATION OF PRIMARY SKIN IRRITATION INDEX
EVALUATIONS SCORE
fean eritant {0
Negligible Irritnng . 1-0.4
Slight Irritant 4l-1.9
Moderate Trritant 2049
Severe Irritant S0-8.10
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SHRIRAM INSTITUTE

D1-COTTON SEEDS (NATH SEEDS
BIOSAFETY STUDY (PRIMARY SKIN IRRITATION TEST 0N RABIITS )

EVALUATION O0F REACTIONS { Droaves"s Method |}

Bi-cotion secds (Nath seeds)

RABBIT NiMBERS COMBINED
M IM 3M WF IF  GF  AVERAGE INBEX

ALHOLURS

Ervilema Score 0 (4] i i il ] il i
Fileta Seare 1] 1] A L i i i

ASHAMI RS

Eryilema Soore L 0 ] il W [l i L1}
Edema Scare i ] ik i il ] i

TIHOLRS

Lryilema Seare [T} i 1} 1l i 1l [H] il
Edems Scaore i il 1 L 1 L] il

DAy 7

Ervilema Soary n L 1] L] in n [} Ll
Talciiig Seaie i i i i i i i

DAY 14

Erythema Score L1l il L] L i ik [ il
Edeme Scure i} [} 1 L] i ] il

Non-transgenic cotten seeds

HARBIT MUMBERS CONMEBINED
M M M aF 5 BF  AVEHAGE INDEX

MRS

Ervthemn Score ] i 1 L] [ 1] [} il
Edem Senre i i i o i il i

AEHOLIHES

Ervthema Soore L @ ik i [ L] [ 0
Faema Sgore ib [ 1 1] il ] il

TIHOLIRS

Erythema Soore 0 @ L] Ll L] 1] L] L]
Edeman Seore ¥ i 1 ] it ] i

DAY T

Ervihemin Sear Ll 0 ] n L 1] Lt i
Edemn Score i ] il i il 1 [}

pAY 14"

Ervthemy Seore i a o 1l fl ] il il
Fdemn Score 1] 1] 1] il i 1l i
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SHRIRAM INSTITUTE

ET-COTTON SEEDS [(NATH SEEDE)
HOSAFETY STUDY (PRIMARY SKIN IRRITATION TEST O8N RARRITS §

Result
The given sample of Bi-cotton seeds (Math Seeds) was found to be non-
irritant to the skin of the rabbits; when compared to its comesponding non-

transgenic cotton seed.

The sample has been tested s per the guidelines for oxicity and
allergenicity, evaluation of transgenic =seeds. plants and plamt pans
{Adoption O.E.C.D guideline Mo. 404), Department of Biotechnology,
Minisiry of Scicnce and Technology, Govemment of India, for non- clinical
lzboratory- studies,
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SHRIRAM INSTITUTE

IT-COTTON SEEDS (NATH SEEDS
RIOSAFETY STUDY (INERMAL SENSITIEATION STUDY 1IN GUINEA PIOIS )

QUALITY ASSURANCE STATEMENT

The work described in this report was performed under my supervision @
study directar in accordance with Guidelines for woxicity and allergenicity,
Evaluation of Transgenic seeds, plants and plant parts { Adoption O.E.C.C
guideling No. 4003, Department of Biotechnology, Minisury of Science anc

Technology, Government of Indin for non-clinical laboratory studies.

]

Agﬁn,i
. Drector &

Chiel of Toxicology

The following scientific and supervisory personnel were involved in the
sty -

Dir. Binu Bhat

Dr. Dhirendra Singh

Mr. Manog Kumar
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SHRIRAM INSTITUTE

RT-COTTON SEEDS (NATH SEEDS)
BIDSAFETY STUDY (DERMAL SENSITIEATION STUDY IN GUINEA PIGS )

SCOPE

This study was designed to demonstrate the potential of the Bt-colton seeds
{Math seeds) and  non-transgenic  cotton seed samples 1w elicit an
immunalogical response through contact with the skin.

SIGNIFICANCE AND USE
1. This test method is used 1o determine whether the test substance will

elicit dermal sensitization in guinea pigs.

2. The rationale for this practice is based on the fact that the guinea pig has
been shown 1o be the best animal maodel for human allergic contact

dermatitis.

Fage 408 |5
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SHRIRAM INSTITUTE

ET-COTTIEN SEEDS (8ATH SEEDS)
RIDSAFETY STUDY (DERMAL SENSITIEATION STURY IN GUINEA PRGS )

OBJECTIVE

To compare the dermal sensitization potential of * Bt-cotlon seeds (Nath
Seeds) and non-transgenic seeds” in guinea pigs as per Buehler Method.

SUMMARY WITH CONCLUSION

Bt-cottonseeds (MNath Seeds) as well as non-transgenic cottom seeds were
crushed and moistened with water were applied to the shaved skin of 10
voung adult guinea pigs per group for 6 hours a day, three tmes a week for
three weeks until 9 applications were made in the induction (sensitization)
phase. A control group of 3 guinca pigs was also mmntained which was not

treated in the induction phase.

After the last induction exposure the animals were lefi untreated for two
weeks before conducting the challenge phase.

The day before the challenge, the hair from each guinea pig including 3
additional untreated animals (negative controls) was removed with a clipper
from the mid back area and a paste of the test article was applied 1o the

shaved area of the test and control guinea pigs.

The test material was removed after 6 hours and the skin reaction at the site
of application was assessed and scored rmmediately after challenge patch
removal, and again after 24 hours and 48 hours.

Mipesaf 1%
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SHRIRAM INSTITUTE

BT-COTTOMN SEEDS (MATH SEED
BIOSAFETY STUDY (DERMAL SENSITIZATION STUDY IN GUINEA PIGS

Under the conditions of this study, the repeated application of Bt- cotion
seeds (Nath Seeds) did not induce dermal sensitization (allergies) in any of
the test guinea pigs, when compared to its corresponding non-transgeme
cotton seed.

Page ol 15
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SHRIRAM INSTITUTE

HT-COTTORN SEEDS (NATH SEED
HIOSAFETY STUDY (BERMAL SENSITIZATION STUDY IN GUINEA FIGS )

EXPERIMENTAL DESIGN

Animals 10 young adult healthy guines pigs for the Bi-
cottonseed group, [0 for non-transgenic and 5 for
negative control group were used.

Husbandry The animals were caged individually with proper
identification in plastic cages fitted with wire mesh
tops and floors,

The standard guinea pig diet. water and green
vegetables were freely available

Environmental conditions

Koom Temperatore - 24 & 2°C

Relative Humidity (%) - 50+ 20

Air Changes - 15 Air changes / hour

Lighting : |2 howres light & dark alternatively
Acclimatization : A minimum 7 days period of

acclimatization was allowed before

commencing the siudy,

Pige T ol 19
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SHRIRAM INSTITUTE

BT-COr i POM SELDS (NATH SEEDS)
BICSAFETY STUDY (DERMAL SENSITIZATION STUDY IN GUINEA PIGS)

ANIMAL GROUPS AND TEST APPLICATIONS

Ciroup Mo, of animals Mo,
Induction Challenge
Mepgative Control 5 o |
Control (Non-Trinsgenic) i o |
Test (Bt Cotton seeds) 10 Q. 1

EXPERIMENTAL FROCEDURE (BUEHLER METHOD)

The dermal sensitization study comprised ol Two 1est phases -

[. Imduction Phase

1. Challenge Phase

Sample preparation

The Bi-cotion seeds (Nath seeds) as well as the Non-transgenic cotlon deed
somiples were crushed and- a paste (prepared: by moistening the crushed
sample with water) was prepared daily before application.

I. Induection Phase

A dov before the tesf, the hair was clipped from the mid back area of 20
guinea pigs designated as test animals. A paste (prepared by moistening the
erushed cotton seed sample with water) of the sample of Bt cotfton reeds as
well as non-tansgenic cotton sceds backed by | inch x | inch gauze patch
wits applied to the test area. The gauze patch was covered with pon reactive

tape and wrapped with bandage.

Impe®al 1%

L
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SHRIRAM INSTITUTE

BT-COTTIN SEEDS (NATH SEEDS)
BIOSAFETY STEDY (DERMA L SENSITIZATION STUDY 1IN GUINEA PIGS §

The wst patches were removed after 6 hours and observations for the
presence of erythema and oedema were recorded. The test article application
procedure was repeated 3 times each week for 3 weeks, total 9 applications
were made 1o the test area. After the last application of the induction phase
these amimals were left untreated for 2 weeks before conducting the
challenge phase. A control pgroup of 5 guinea pigs was also maintained

which was not treated in the induction phase,

2. Challenge Phase

e day betore the challenge phase test, the hair of each gulnes pig
including 5 additional untreated animals (Megative Control) was removed

with o clipper from the mid back area,

The: paste {prepared by moistening the crushed cotton seeds with water) of
the samples of Bt cotton seeds (Math Seeds) and non-tranggenic cotton seed
was applied respectively to the shaved area of the test and the control guinea
pigs and tapped inoplace. The trunk of each animal was wrapped with
handage to maintain the test site. The test patches were removed afier 6

hours, Three observations for the pregence of erythema and oedema were

made
l.  Immediately after challenge patch removal.
EF After 24 hours.
3, Afier 49 hours,
. Page 9 of |5
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AT-COTTON SEEDS (NATH SERDS)
BIOSAFETY STUDY (DERMAL EENSITIZATION STUDY IM GUINEA PRGN »

O, - 2%

The following scoring eriteria was used for evalusting the skin reaction |
SCORING CRITERIA FOR TEST

Heaciion

Description

oo

[T-rlh-ernn

{ledema

Erythems and eschar farmation

Mo eryihenm

Very shight erythema

( Barely perceptill)

Well defined crvthems

{ Pale red i golour)
Mesdorale to severe erythema
(Red and ares well defined )
Severe erythami

(Beat redness to slight
caclne fonmintion

reclemu Tormation

Mavaederm

Wery slight vederma

{Barely perceptible)

Slight oedema

(Edges of area well defined
by definite roising)
Modesiie o severy octlemi
[ Edlges ruasecd approg: 1mm)
Severe oddemn

(Waised more than Trm ansd

extending bevond ate of éxposure}

RATING OF SENSITIZATION RESFONSE

Bensttized

Crrailes

Classificution

o B
Uin.28
0 o 28
(i3 1o HEd
B o 1D

L
[
i
&Y
‘.I'

Ko difterent than comiral

hild
Mupsderate
Shropg
Extroms

Page 1Mol 13
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SHRIRAM INSTITUTE

ET-COTTERN SRS (%A TH SEETIN)
FIOSAFETY STUDY (DERMAL SENSITIZATION STUDY IN CUINEL FIGS §

OBSERVATION

Mo noticeable dermal irritancy (erythema & oedema, whle - 1) way
observed in any test and control guinea prgs during the induction phase

or after the challenge phase.

RESULT

Linder the conditions of this study, the repeated application of “Bt-cotton
seads (MNath Seeds)” did not induce dermal sensitization (allersiesy 10 the
skin of any of the puines pigs when compared 10 its corresponding non-

fransgenic cotion seods,

Fhe samples have been tested i accordance with Guidelines For tosicity
and allergenicity, Evaluntion of l'mn!::gl.!r'rh: seeds, plants and plant parts
(Adoption OE.CD puideline No. d406), Department of Hioechnologey,
Ministry of Science and Technolopy, Government of India for non-chinical

laboratory studies.

Page il ol 15
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SHRIRAM INSTITUTE

OTCOTTON SEEDS (SATH SEEDS)
BHOSAFETY STUDY (DERMAL SENSTTIZATIHRS STUY IN GUINEA PHS §

TABLE NG, |
SUMMARY OF ERYTHEMA AND OEDEMA SCORE

Cironp Induction Phase Challenge Phase

Ervihema Oedema Erythema Oedema
Negative control - - 0 i
{Untrented )
Control ] 0 0 0
{MNon-Transgenic-
colton seeds)
Test 0 1] 0 (1]
{ Frnnsgenic-
collon seed:)

Page 12wl |2
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) BT-COTTON SEEBS (NATH SERDS)
BIOSAFETY STULY (BERMAL SENSITIEATIIN STUDY IN GUINEA PHES )

TARLE N(. 2
INDUCTION PHASE
EVALUATION OF REACTION
NON-TRANSGENIC COTTON SEEDS
F Guinea Pig Number
Applicution  Skin I 2 3 4 5 6 7 B9 10 Average Cuombsieed
Mo, Heaction Index
L. Erythemn O @0 O O O 0 0 0 0 O fi
Chedemma 60 n 6 0 00 0nD0 i (1]
i Erythema O 0 0 O 0 O 0 0 0 O i
Cradema 00 0 00 00000 1l i),
i Ervthema, 0 0 0 4 0 0 00 00 ]
[hocleivia g o o0 0 0000 0 0 i3, 1
4. Ervthemia a &0 o o 4 40 6 0. 0 0 ]
Checdema a0 6 o 0 0 o0 0.0 i .0
5, Ervihiin oo ¢ ao0 o o000 i
Crodemn O 0 g 000 0 0 60 Q0 0.0
6. Erythemn © O 0 0 0 0 O 0 0 0 0
hedenui [ I 0 0 0. 6 0 [ i 0.0
T. Erviherns 00 0 0 b 00060 (1]
Oedema 0 00 o 00 o0 LH 1]
K. Ervibernn 0O 0 0 O & G 0 0O 0O i
Odemn oo a6 0 o q 000 f LR
1, Erythema © 0 0 0 0 0 0 0 0 O 1]
Ureidema o'n 0 o0 0 9 G 000 i 0.0
Page 11 of |4

223



SHRIRAM INSTITUTE

TABLE NO. 3
INDUCTION PHASE

X - 250

IFT=CIFTTON SEEDS iNATH SEEDS
BIOSAFETY STUDY (DERMAL SENSITIZATION STUDY IN CUINEA PIGS )

EVALUATION OF REACTION
B COTTON SEEDS (NATH SEEDS)

Guinea Pig Number

Applicatinn  Skin | 2 3 4 &§ § 7 R 910 Average Combined
Reaction Indlex
1. Ersthema @ O 0 0 0 O 00 D D 0
Crademin 0 o 0 o 00000 0 0.
1. Eythema 0 0 0 & 0 O 0 0 D D 1
Chodiemn 00 06 0 0 0 a0 00 0 .1
3 Enthemn O 0 6 0 0 O O @ D 0 i
Chedermn 0.0 0 0 0 00000 1 0.0
4, Ervihema 0O 0 O O 0 0 0 0 0 O i]
Credizmn O 0 8 0 9 o 0 0 %0 0 i
5 Erythemn 0 O 0 &0 0 0 0 0 i 0 0
Chediermi 08 0 0 0 6 000 00 i ir0
[ Epthernn: O 0 0 0 0 0060 0 0 ]
Cedermn N S T N N R < T 1 R | i} i
i It Ervihema . 000 0 0 0 0 0 00 0 ]
Oedema o %o o o6 00 00 ] (]
L3 Eryiberan © 0 0 0 0 O 0 O 0 0 i}
{hsdema B 0 0 O o 0 o 86 0 06 i .o
2. Ervilernins 0O 0 0O O @ & @ 0 00 L1
Oedema oo o0 B 660N 00 1] LR
Fage td ol 15

224



T = 200

SHRIRAM INSTITUTE

SEEDS (NATH SEEDS)

M- TN
BIOSAFETY STUDY (DERMAL SENSITEEATION STUDY IN GUINEA FIGH )

TEBI.!E-HDJ
CHALLENGE PHASE
EVALUATION OF SKIN REACTION
skin - Time Treatrd Animals Averaje Comhined - Latnabed Ayermgs anibuned
Renctlon {hour fHa.Cotnnsceds) X Amamals e
i} (NegEive contiul)
123456 78910 I 1T31acs
Ervthema After OO D O0BOO0O00 0 00000 0
Oedema Slus. DOODOOO0ODOD 0 e om0 [
Hryihema Afler 000000000 A O 0oop o0 b
Ocdema 24hes 00 G0OOOOD00 0 00000 B (1
Erythema Afier 000 DBDO0DO0O0D0 @ o 0ooo o @
Gedemna 48hes DOGODGOOOR 0 0 00Do W "
Hlm Tome Tremied Anisals Avirge Combimed.  Unrenied  Avennge Cambined
Rcacten (heafi) {Mn-Tranugemic b Animnals Indes
v Ty
12148078010 N 35 B i
Frythema Afier 0000 OOBDOA0 0 oov o0 o
Ocderiy 6hrs QUG ODDODOO GG @ I ]
Erythema Afley 0000000000 0 00000 o0
Oedema Mbs o000 0ODDOD 0 TSI ]
Frythema After. 0000000000 0 GBGo e @
Cedenm 48hrs OO OB ODAROND 0 noman o 0 0
Page 150l 14

225



	4. NATH Irritation to Mucous Membrane in Rabbits.pdf
	5. NATH Primary skin irritation test on rabbits.pdf
	2.pdf
	3.pdf

	6. NATH Dermal sensitization study in guinea pigs.pdf



