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April 28, 2010

Via Federal Express

Document Processing Center (Mail Code 7407M)
Room 6428
Attention: 8(e) Coordinator
Office of Pollution Prevention and Toxics
U.S. Environmental Protection Agency, ICC Building
1201 Constitution Ave., NW
Washington, DC 20004

Dear 8(e) Coordinator:

DuPontHaskellGlobalCenters
for Healthand Environmental Sciences
1090ElktonRoad,P.O. Box 50
Newark,DE 19714-0050
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o-Phenylenediamine
CAS # 95-54-5

This letter is to inform you of the results of an Ames assay with the above referenced test substance. In addition,
please find a copy ofa report summarizing several acute toxicity studies (acute oral LD50 in male and female rats,
acute subcutaneous LD50 in male and female rats, a test for skin compatibility, a mucous membrane irritation assay
and skin sensitization with guinea pigs). DuPont became aware of these studies through REACH SIEF activity.

Ames Assay:

The test substance was tested for mutagenicity with the strains TA 100, TA 1535, TA 1537, TA 1538, TA 98 of
Salmonella typhimurium and Escherichia coli WP2uvrA. The studies were conducted in the absence and in the
presence of a metabolizing system derived from rat liver homogenate. A dose range of 5 different doses from 4 to
2500 ug/plate was used. The test substance proved to be not toxic for most of the bacterial strains at doses up to
2500 ug/plate, The dose level of2500 ug/plate was chosen as the top dose level for the mutagenicity study.

In the absence of the metabolic activation system the test substance did not show a dose dependent influence in the
number ofrevertants in any of the bacterial strains. In the presence of metabolic activation, treatment of the cells
with the test substance resulted in relevant increases in the number ofrevertant colonies with the Salmonella strains
TA 100, TA 1537, TA 1538 and TA 98.

This information is submitted in accordance with current guidance issued by EPA indicating EPA's interpretation of
Section 8(e) of the Toxic Substances Control Act or, where it is not clear that reporting criteria have been met, it is
submitted as a precautionary measure and because it is information in which EPA may have an interest.

Sincerely,

()~~
A. Michael Kaplan, Ph.D.
Director - Regulatory Affairs

AMK!BPS: clp
(302) 366-5260

Attachment: 10 pages
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95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

Chemical Company I
Griesheim Site

Dr. Loskant
Dr. Bakowsky, Griesh. Site

Senders Your name and message from our namel house call No. 6230 Frankfurt (M) - Hoochst

1.15.1971'Dr. Wgd/B 7585Pharmaceutical research
Toxicology

Reference

0-Phenylenediamine

Enclosed we send the report about the toxicological examination ofyour product o-Phenylenediamine.

We have charged the developed expenses to your account NR, 62,059/Chemical Company I,
Griesheim with the amount ofDM 3.000.

FAST-TRANS© Translation, GLTaC, Inc.
Page 1 of10 .



95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

Inks Hoechtst Co.

Pharmaceutical Research/Laboratory for tissue and drug toxicology

O-PHENYLENEDIAMINE

Toxicological analysis

Investigation of skin and mucous membrane compatibility
Sensitization experiment

SUMMARY

The analysis of the acute toxicity of o-phenylenediame on male and female SPF Wistar K-rats
resulted in the following LD of50- values:

Oral LD 50 ofmale rats 1,418 mg/kg body weight

Oral LD 50 offemale rats 1,365 mg/kg body weight

subcutaneous LD 50 ofmale rats 557 mg/kg body weight

subcutaneous LD 50 of female rats 496 mg/kg body weight

The testing of skin compatibility led only in the Barail test to reactions with injection of the 5%
and 1% dilution.

The mucous membrane with application of the 10% dilution presented irritation features in two
from five rabbits. The 5% dilution was nonreactive in all rabbits.

Sensitization experiment on guinea pigs: allergenic effect ofo-Phenylenediamine could not be
determined.

DISCLAIMER

Thi$ report i$1JJe property ofClariant Its COIItent is
confnleJrtial andnotforgeneral release. It i$not
allowed tociteIndraveal1JJa report orits content to a
1JJird party without prior written approvel ofClerilnt •

FAST-TRANS© Translation, GLTaC, Inc.
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95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

O-PHENYLENEDIAMINE

We maintained a sample of the above mentioned product for toxicological testing (testing
Chemical Company I, Griesheim on 8.20.69). The product is chemical clean and is present as
brown, crystalline substance. -fl'

The examination carried out:

1. Acute oral toxicity in male rats

2. Acute oral toxicity in female rats

3. Acute subcutaneous toxicity in male rats

4. Acute subcutaneous toxicity in female rats

5. Skin and mucous membrane compatibility in rabbits

6. Sensitization experiments in guinea pigs

Our investigations led to the following results:

1. Acute oral toxicity in male SPF Wistar K-rats:

The product was given in a suspension in starch mucilage in different dosages with the throat
probe to male SPF Wistar K-rats in the weight of 80 - 96 g (average yielded 85 g). Per dose 10
rats were used. The rats were given no more fodder at 16 hours before the application. The
observation time after the application amounted to 7 days. During this time the rats were given
the standard ALTROMIN from Altromin GmbH Lape/Lippe and tap water as fodder.

FAST-TRANS© Translation, GLTaC, Inc.
Page 3 of 10



The determination of the LD50 took place according to the method fromKAHBER.

Results

Dosis . Konzent~ation . - Anz~hl der gcstorbcncn" Tiere!
~2L~~ ~~_~_~ ~ __~~~~~!_~~E_~~~~~~~~~~~~ _!~ ~!~

800 .10 O'von 10 Hatten
1 000 . 10 . 0 von 10 Ratten
1 250 ,0 4 von 10 Rattan
1 600 10 7 von 10 Ratten
2 000 10 10 von 10 Ratten

The animals died under unbalanced equilibrium, as well as in abdomen and/or lateral within 1 
24 hours after the application. The section of the dead animals resulted in macroscopically no
remarkable findings: .

The dose letalis median (LD 50) is to body weight of 1,418 mg/kg.

2. Acute oral toxicity in female SPF Wistar K-rats:

The product was given in a suspension in starch mucilage in different dosages with the throat
probe in female SPF Wistar K-rats with a weight of 80 - 132 g (average weight 93 g). Per dose
10 rats were used. The rats were kept with no fodder 16 hours before the application. The
observation time after the application, amounted to 7 days. During this time the rats were given
the standard ALTROMlN from Altromin GmbH LapelLippe and tap water as fodder.

FAST-TRANS© Translation, GLTaC, Inc.
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95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

The determination of the LD50 took place according to the method from KARBER.

Results

D '. Konzantration Anzahl der Gestorhcncn"'Tiorc/
os~~ . t T"

m~/kg ~n ~ !~!!~!_~!r_!~~rr!~£~~~!~__~!E!_~ \o.

630 .·10 0 von 10 Rattan

1 000 10 0 von 10 Ratten

1 250 10 6 von 10 Ratten

. '1' 600 10 8' von 10 Ratten

2 000 10 9 von 10 Hatten

2 500 10. 10 von 10 Ratten

The animals died under unbalanced equilibrium and prone position within 1-24 hours after the
application. In the highest dosage (2500 mg/kg body weight) in addition light cramps were
observed. The section of the dead animals resulted in macroscopically no remarkable findings.

"The dose letalis median (LD 50) is to body weight of 1,365 mg/kg.

3. Acute subcutaneous toxicity in male SPF Wistar K-rats

The product was dissolved in water (warm) and were subcutaneously injected in different
dosages uniquely in the neck area in male SPF Wistar K-rats in the weight from 104 - 160 g
(average weight 136 g). Per dose 10 rats were used. The observation time after the application
amounted to 7 days. During this time the rats were given the standard ALTROMIN from

. Altromin GmbH Lape/Lippe and tap water as fodder.

FAST-TRANS© Translation, GLTaC, Inc.
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95-54-5 o-Phenylenediamine oral skin eye sensi 1971-0135 MT ENG- --

The determination of the LD50 took place according to the method from KAHBER.

Results

Dosis Konzentration Anzahl der gestorbcncn.Tierc/
~~_L~~ ~~_~ ~~~~~!_~~!_~~~cr~~~~~~~~_!!~E~

400
500
6Jo
800

4
4
4
4

o von 10 Ratten
2 von 10 Ratten
9 von ·10 Ratten

10 von 10 Ratten

The animals died the following night after the application under unbalanced equilibrium,
accelerated !espiration and prone position.

The dose 1etalis median (LD 50) is to body weight with 5.57 mg/kg.

4. Acute subcutaneous toxicity in female SPF Wistar K-rats:

The product was dissolved in water (warm) and were subcutaneously injected in different
dosages uniquely in the neck area in female SPF Wistar K-rats in the weight from 88 - 120 g
(average weight 105 g). Per dose 10 rats were used. The observation time after the application
amounted to 8 days. During this time the rats were given the standard ALTROMIN from
A1tromin GmbH Lape/Lippe and tap water as fodder.

FAST-TRANS© Translation, GLTaC, Inc.
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95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

The determination of the LD50 took place according to the method from KAHBER.

Results

Dosis Konicntration AnzahJ. der Gestorbo.nrin Tiere/
mg/k~ in % AnzahJ. der cin~o5etztcn Ticre------------------------------------------------------------

250 4 0 von 10 Ratten
400 4 0 von 10 Hatten
500 4 6 von 10 Hatten
630 4 10 von 10 Rattan
.BOO 4 10 von 10 natten

The animals died at the following night after the application under unbalanced equilibrium,
accelerated respiration and prone position.

The dose letalis media (LD 50) is to body weight with 496 mg/kg.

5. Skin and mucosa tolerance in rabbits

As experimental animals per experiment 5 rabbits of the yellow silver race were used. The
animals were held in individual cages and fed with ALTROMIN K from Altromin GmbH
Alge/Lippe and tap water as standard fodder. For the dilution for all tests 0.9% NaCI solution
was used. .

a) The examination of the product on skin tolerance took place in the Barail test via intra-
'cutaneous injection of .
0.02 m15% -; 1% -; 0; 1% -; 0.01% - and 0.001% solution (warm) into the shaved flank skin. As

. a control 0.02 ml 0.9% NaCI solution were injected.

FAST-TRANS© Translation, GLTaC, Inc.
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95-54-5 o-Phenylenediamine oral skin eye sensi_1971-0135_MT_ENG

Results

The injection of the 5% dilution led all rabbits to present at the injection points a centra1necroses
with red halo. The use ofa 1% solution resulted in a complete redness of the injection points.
The remaining injections were non-reactive.

b) In a further experiment with 10% and 5% diluted product 5-tirp.es in 5 days (Mondays - to
Fridays, once daily) in a quantity ofover 0,5 m1 on the shaved und uninjured flank skin laid on
by rabbits.

Results

No aggravated appearance was observed.

c) The mucosa compatibility of the product was examined with the 10% and 5% by unique
application of 0.1 each m1 diluted sample in the conjunctiva sack at the rabbit eye. Control for
possibly arising attraction features took place 1,3, 7 and·24 hours after the application.

Results

The application of the 10% dilution led only with two from five rabbits for approximately 7
hours to a complete reddening of the conjunctiva skin. The 5% dilution was in all rabbits non
reactive.

FAST-TRANS© Translation, GLTaC, Inc.
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6. Sensitization experiments in guinea pigs:

TESTING PROCEDURE:

The experiments were accomplished on 10 young Albino guinea pigs and 10 full-grown Albino
guinea pigs (Perbright). The guinea pigs were held to 5 animals in plastic cages on wood
shavings. During the experiment and observation time the animals were kept on the standard

. ALTROMIN MS from Altromin GmbH Lage/Lippe and tap water as fodder. In addition addition
greens and carrots were fed.

The mechanically shaving of intact flank skin was treated on a side with 5% an aqueous solution,
3-times per week (Mondays, Wednesdays, Fridays) during 3 weeks (i.e. altogether 9 treatments).

On the other side with beginning of experiment the Barai1 test was accomplished by
intracutaneous injection by 0,02 m15 %, 1%,0.1%,0.01% .und 0.001% solution. As a control
0.02 m10.9% NaCI solution were injected.

At 2 and/or 3 weeks after the last treatment the sides of each 5 young Albino guinea pigs and 5
full-grown Albino guinea pigs was treated I-times with 0,5 m1 the 5% solution as well as the .
Barail test in the above mentioned concentrations examined.

FAST-TRANS© Translation, GLTaC, Inc.
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RESULTS:

An allergenic effect ofo-Phenylenediamine could not be determined.

Pharmaceutical research toxicology from

Inks Hoechst CO.
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