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February 23,201 0 

US Environmental Protection Agency 
OPPT Document Control Office (Mail Code 7407) 
1200 Pennsylvania Ave, NW 
EPA East Room 6428 
Washington, DC 20460 
ATTN: Section 8(e) Coordinator 

~~. 

RE: Notification of Substantial Risk 

Dear Sir or Madam: 

In accordance with the provisions of Section 8(e) of the Toxic Substances Control Act (TSCA), Rhodia Inc. 
(Rhodia) is submitting the following information from a laboratory report entitled: 

Skin Sensitization: Local Lymph Node Assay with Amgard TBEP' 

In this study three (3) groups of female mice (4 mice per group) were treated daily with the test material at 
concentrations of lo%, 25%, and 50% of test material (diluted in a mixture of acetone and olive oil). The 
compounds were applied to the ear lobes (left and right) of the mice for 3 consecutive days. A control 
group of 4 mice was treated with the vehicle only. Five d ~ y s  after the first topical application, the mice 
were injected intravenously with radio-labeled thymidine ( H-methyl thymidine). Approximately fnre hours 
after the intravenous injection, the mice were sacrificed, and the draining auricular lymph nodes excised 
and pooled per group. Single-cell suspensions of lymph node cells were prepared from the pooled nodes, 
washed and incubated with trichloroacetic acid for approximately 18 hours. The proliferation of pooled 
lymph node cells was determined by the incorporation of 3~-methyl thymidine, as measured by a 
scintillation counter. 

Using this study design, a test compound is considered by the testing laboratory to be a potential 
fensitizer if the exposure to the test compound results in a 3-fold (or greater) increase in incorporation of 
H-methyl thymidine, as compared to the control animals and if the three doses result in a conventional 

dose-response curve. This thymidine incorporation endpoint is known as the "stimulation index". The 
stimulation indices for the tested concentrations are presented in the following table: 

The test substance was considered by the laboratory conducting the study to be a sensitizer under the 
conditions of the study because two of the three doses resulted in stimulation indices of 3.0 or greater and 
the three doses tested resulted in a conventional dose-response curve (increasing dose produced 
increasing stimulation index). 

Concentration (%w/w) of Test Material in acetonelolive oil 
10 
25 
50 

This study was communicated to Rhodia on February 16,2010. 

Stimulation Index 
1.6 
3.1 
5.5 

' Ethanol, 2-butoxy-, 1 ,la, 1 "-phosphate, CAS# 78-51 -3 
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. Although Rhodia Inc. does not believe that this substance presents an unreasonable hazard to workers or 
to the public when properly used in its intended applications, we believe the study meets the EPA's 
reporting criteria for TSCA Section 8(e). 

In an earlier (Buehler "patchn design) dermal sensitization study on this chemical, using guinea pigs, the 
test material did not produce a sensitization reaction. Further, in decades of manufacture and use of this 
chemical, Rhodia is not aware of any reports of sensitization in individuals who work with this product. 

Rhodia asserts that none of the information contained within this notice constitutes confidential business 
information. 

Should you have any questions, or require any further information, please call (215) 369-9734. Thank 
you. 

Very truly yours, 
,€U@DIA INC. 

Hanager, Regulatory Compliance & Product Stewardship 

JLW 
Atts 
Ref: 10-001 0L 8(e).doc Fed Ex AIB # 7984 1425 2991 
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STATEMENT OF THE STUDY DIRECTOR 

This study has been performed in accordance with the study plan, the OECD Guidelines for 
Testing of Chemicals No.: 429. Skin Sensitization: Local Lymph Node Assay. (Adopted: ~4~ 
April 2002) and the Principles of Good Laboratory Practice (Hungarian GLP Regulations: 
912001. (111. 30.) EUM-FVM joint decree of the Minister of Health and the Minister of 
Agriculture and Regional Development which corresponds to the OECD GLP, 
ENVIMCICHEM (98) 17.). 

I, the undersigned, declare that this report constitutes a true record of the actions undertaken 
and the results obtained in the course of this study. By virtue of my dated signature I accept 
the responsibility for the validity of the data and the following conclusion drawn from them: 

In conclusion, under the conditions of the present assay AMGARD TBEP 
(Batch No.: JK20AHT021), tested in a suitable vehicle, was shown to have a sensitization 
potential (sensitizer) in the LocaI Lymph Node Assay. 

signature: $ar ~ n d h  AX& Date: //B ]W 9 
Magdolna  or&-~ath6, M.Sc. V 6- 

Study Director 

L A B  
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SUMMARY 

The aim of this study was to determine the skin sensitization potential of 
AMGARD TBEP following dermal exposure. 

Based on the results of the Preliminary Compatibility Test and on the 
recommendations of the OECD Guideline [I], the test item was dissolved in Acetone: 
Olive oil 4:l mixture (AOO). The maximum attainable concentration was 50 %. 

The Preliminary IrritatiodToxicity Test was performed in CBA/J@Rj mice using two 
doses (test item concentrations of 50 and 25 (wlv) %) in the selected vehicle. The 
applicability and biocompatibility of the test item on the ears of animals at the 
maximum concentration of test item of 50 % was acceptable. 

In the main assay, sixteen female CBA/J@Rj mice were allocated to four groups of 
four animals each: 
- three groups received the appropriate formulation of AMGARD TBEP at 

concentrations of 50 %, 25 % and 10 %, 
- the negative control group received AOO. 

The test item solutions were applied on the dorsal surface of ears of experimental 
animals (25 pVear) for three consecutive days (Days 1, 2 and 3). There was no 
treatment on Days 4, 5 and 6. On Day 6, the cell proliferation in the local lymph nodes 
was measured by incorporation of tritiated methyl thymidine ( 3 ~ ~ d ~ )  and the values 
obtained were used to calculate stimulation indices (Sl). 

No mortality or systemic clinical signs were observed during the study. No treatment 
related effects were observed on animal body weights in any treated groups. No 
cutaneous reactions were observed at the site of the treatment in any of the treated 
groups. 

Stimulation index values of the test item were 5.5, 3.1 and 1.6 at treatment 
concentrations of 50 %, 25 % and 10 %, respectively. 

The result of the latest reliability check (performed within an interval of no longer than 
six months, Study code: 091188-037E) was used to demonstrate the appropriate 
performance of the assay in accordance with the OECD guideline 429 [I]. The positive 
control substance a-Hexylcinnamaldehyde (HCA) was examined at a concentration of 
25 % in the relevant vehicle. A significant lymphoproliferative response (SI 2 3) was 
noted for HCA with stimulation index value of 4.9, the result confirms the validity of 
the LLNA in this laboratory. 

In conclusion, under the conditions of the present assay AMGARD TBEP 
(Batch No.: JK20AHT021), tested in a suitable vehicle, was shown to have a 
sensitization potential (sensitizer) in the Local Lymph Node Assay. 

L A B  
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3.6. ADMINISTRATION OF THE TEST ITEM 

3.6.1. Dose Selection and Justification of Dose Selection 

The Preliminary IrritationlToxicity Test was performed in CBNJ mice using two 
doses (test item concentrations of 50 and 25 (wlv) %). This preliminary experiment 
was conducted in a similar experimental manner to the main study, but it was 
terminated on Day 6 with a body weight measurement (radioactive proliferation assay 
was not performed). 

During the Preliminary IrritationIToxicity Test: no mortality was observed in any 
treatment groups. No significant body weight loss was observed in the treated groups. 
The observed clinical signs are summarized in Appendix 3. 

The experimental groups and dose levels are summarized in Table 2. 

Table 2: Experimental Groups and Treatments. 

Test item No. of 
Groups concentration animals 

Vehicle control 

I AMGARD TBEP I 50 1 4  1 
I 

I AMGARD TBEP 1 25 1 4 I 
I AMGARD TBEP 1 10 1 4 1  

3.6.2. Topical application 

During the assay each mouse was topically dosed on the dorsal surface of each ear with 
25 pl of the appropriate formulation applied using a pipette. Each animal was dosed 
once a day for three consecutive days (Days 1, 2 and 3). There was no treatment on 
Days 4,5 and 6. 

.. . . - . . . . .  L A B  
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3.7. PROLIFERATION ASSAY 

3.7.1. Injection of Tritiated Thymidine ( 3 ~ ~ d ~ )  

On Day 6,  animals were taken to the radioactive suite and each mouse was 
intravenously injected via the tail vein with 250 p1 of sterile PBS (phosphate buffered 
saline) containing approximately 20 pCi of 3 ~ ~ d ~  using a gauge 25G1" hypodermic 
needle with 1 ml sterile syringe. Once injected, the mice were left for 5 hours (* 30 
minutes). 

3.7.2. Removal and Preparation of Draining Auricular Lymph Nodes 

Five hours (* 30 minutes) after intravenous injection the mice were euthanized by 
asphyxiation with ascending doses of carbon dioxide (deep anaesthesia was confirmed 
before making incision, death was confirmed before discarding carcasses). The 
draining auricular lymph nodes were excised by making a small incision on the skin 
between the jaw and sternum, pulling the skin gently back towards the ears and 
exposing the lymph nodes. The nodes were then removed using forceps. The carcasses 
were discarded after cervical dislocation or after cutting through major cervical blood 
vessels. Once removed, the nodes of mice from each test group was pooled and 
collected in separate Petri dishes containing a small amount (1-2 ml) of PBS to keep 
the nodes wet before processing. 

3.7.3. Preparation of Single Cell Suspension of Lymph Node Cells 

A single cell suspension (SCS) of pooled lymph node cells (LNCs) wase prepared and 
collected in disposable tubes by gentle mechanical disaggregating of the lymph nodes 
through a cell strainer using the plunger of a disposable syringe. The cell strainer was 
washed with PBS (up to 10 ml). Pooled LNCs were pelleted with a relative centrifugal 
force (RCF) of 190 x g (approximately) for 10 minutes at 4 OC. After centrifugation 
supernatants were discarded. Pellets were gently resuspended and 10 ml of PBS was 
added to the tubes. The washing step was repeated twice. 

This procedure was repeated for each group of pooled lymph nodes. 

. - L A B  
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3.7.4. Determination of Incorporated 3 ~ ~ d ~  

After the final wash, supernatant were removed leaving a small volume 
(<0.5 ml) of supernatant above each pellet. Each pellet was gently agitated before 
suspending the LNCs in 3 ml of 5% TCA (trichloroacetic acid) for precipitation of 
macromolecules. After incubation with 5% TCA at 2-8 O C  overnight (approximately 
18 hours) precipitate was recovered by centrifugation at 190xg for 
10 minutes, supernatants were removed and pellets were suspended in 1 ml of 5% 
TCA and dispersed using ultrasonic water bath. Each precipitate was transferred to a 
suitable sized scintillation vial with 10 ml of scintillation liquid and thoroughly mixed. 
The vials were loaded to a j3-scintillation counter and 3 ~ ~ d ~  incorporation was 
measured for up to 10 minutes per sample. 

The P-counter expresses the 3 ~ ~ d ~  incorporation as the number of radioactive 
disintegrations per minute (DPM). Similarly, background 3 ~ ~ d ~  levels were also 
measured in two 1 ml aliquots of 5% TCA. 

3.8. OBSERVATIONS 

3.8.1. Clinical Observations 

During the study (Day 1 to Day 6) each animal was observed daily for any clinical 
signs, including local irritation and systemic toxicity. Clinical observations were 
performed twice a day (before and after treatments) on Days 1, 2 and 3 and once daily 
on Days 4,5 and 6. Individual records were maintained. 

3.8.2. Measurement of Body Weight 

Individual body weights were recorded on Day 1 (beginning of the test) and on 
Day 6 (prior to 3 ~ ~ d ~  injection) with a precision of & 0.1 g. 

3.9. EVALUATION OF THE RESULTS 

DPM was measured for each pooled group of nodes. The measured DPM values were 
corrected with the background DPM value ("DPM). The average of the two measured 
DPM values of 5 (w/v) % TCA solutions was used as the background DPM value. The 
results were expressed as "DPN (DPM divided by the number of lymph nodes) 
following the industry standard for data presentation. Stimulation index (SI = DPN 
value of a treated group divided by the DPN value of the negative control group) for 
each treatment group was also calculated. 
A stimulation index of 3 or greater is an indication of a positive result. 

L A B  
~ ... . . . 











STUDY CODE: 091276-037E Page 21 of 22 
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10. CONCLUSION 

In conclusion, under the conditions of the present assay AMGARD TBEP 
(Batch No.: JK20AHT021), tested in a suitable vehicle, was shown to have a 
sensitization potential (sensitizer) in the Local Lymph Node Assay.. 






























