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October 7, 1998

1

FYI Coordinator
Office of Toxic Substances
U.S. Environmental Protection Agency
401 M Street, N.W. : m h
- Mail Code 7407 & '

Washington, D.C. 20460
Re: AHTN: Zebrafish Study FYI Filing
Dear Mr Tross:

Enclosed please find a preliminary range-finding study of toxicity of AHTN to zevrafish.
My client, the Fragrance Materials Association of the United States, has elected to
voluntarily submit this report for inclusion in your database because of the information it
contains regarding the unusual occurrence of lesions. You may also find valuable other
information regarding the concentration of AHTN used in the study - levels that appear to

he gignificantly ahave thoge found in the environment,

In May of 1997, the FMA voluntarily submitted to your office a report of Brixham
Laboratories entitled “AHTN: Chronic toxicity to fathead minnow (Pimpephales

promelas) embryos and larvae.” The AHTN concentrations at study v .re
comparable to the levels in this study and the results ¢f the twotudies are quite similar.

Ygurs trul

Roger J. Marzulla
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mangvodig o
day; August 25, 1068 3:25 AM
Relve

Bowmer@voeding ino.n!: Borsi@voeding.tno.n!
Fish ELStest "0

Dear Mike,

Thank you for your mail.
1 can give you the following answers:
1 The last five years we did many ELS tests with zebra fish, however we have never

observed fish with missing talls before. Curved spines may occur. At the highest
concentrations tested some Incidentel cases of curved spine sometimes ocour, but we
never saw tham so badly curved and In such & high frequency. From experience we
know that fish with curved spines mostly does not survive, They are not able to swim
normally and probably, due to their disturbed swimming behaviour, they are not capable
to catch (enough) food. | suppose they may also suffer sometimes from other
disturbances, which cannot be observed visually.

The foot notes needed indeed a comection. A new version of the document is included.
Without applying any statistics | can State the following about the NOEC values:

The NOEC value for condition (including

malformations) is most Ekely 25 microgram per litre
The NOEC for mortality Is most likely 0 microgram per litre,

8 The infonnation included in the mall is not an interim report, but just intended to inform

vou an tha status of the praliminary ranas findina test and the tdale with the salumn and
to make agreements for the definkive test. An interim report Is not included in this study.
According to the prctocol onty the final test would be reported, and results of the range
finding test only when the results are different enough to cause setting of different doses.
1t will not be a problem to prepare an interim repart. However, we will have to consider
the GLP status of such a report (excluding data of ths column) and the exira costs.

. In the preliminary range finding test we tested five concentrations (instead of the agreed

three concentrations). Exposure to the higher and lower concentration gave us more
information about the toxicity, however these concentrations were not analysed. We did
only analyse test substance concentrations att = § and t = 22 days for contro! and
validation purposes. More frequent analyses (twice per week) are planned for the
definitive final test. The analyses of the range finding test, however, show that the
intended actual concentratlons achieved are equal to the nominal concentrations.

Van: Mike Reive]SMTP;mike@rifm.org]
Verzonden: maandag 24 augustus 1998 23:54

Aan: Ria-Hooftman (E-mall)

Richard Ford; ‘Bowmer@voeding.tno.nt’

Onderwerp: Fist, ELS test
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through system

Survival of the test animals and their condition

(the test was started with 40 eggs at each test substance concentration)

‘Results of the (preliminary range finding) toxicity test in the flow
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__Concentratlons in pg/l
Time Q' 25 50 100 200 00
farvvae | eggs | fatvae £ jlrvae Jeggs |larvae | eggs | larvae | egos | farvae | e larvae

0 40 40 40 40 40 40 40
1 40" 40 40 40 40 40 40
2 40 40 40 40 40 40 40
3 18 22 21 38 4 14 37 3 40 0
4 0 40 1 39 1 39 |23 17 18 22 13 27 |25 15*
5 40 1 3 |0 40 |2 38 0 3 0 ' |8 32¢
6 40 0 40 40 0 40 ag 35t |a 354
7 40 40 40 28 36 32¢ 3t
9 40 " 40 40 38 33 27 1
12 40 40 40 38 31 o 4]
14 40 40 40 38 31
16 40 40 40 38 31
19 40 40 40 38 31
22 40 40 40 38 31
as 40 48 o g 387 3t

1 Solvent control (= TEG)

2 2 fish were normal; 36 fish had no tail (2 of them were small)

3 Allfish had no tail

4 All fish had a curved spine and were not able to swim normat or to catzh
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3 of the chemical analysis of AHTN In the preliminary range
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|7 Time |  Nominal concentration Measured concentration
in flow through system
R I 0 0
-3 50 69
[ 100 103
5 200 212
22 §0 54
22 100 105
column?
0 891
2 838
4 060
7 041
solution at effect level prapared by column technique®
| 89 7

1 Samples taken from the fow through system

2 Satursted solution prepered by column technique; sumples were taken at differeat
running times,

3 mvaﬂdwlﬂxcohmanedm!henﬁxingvusel of the Qow
through system

Conclusions:

* The findings of Zeneca for fathead minnow are not species specific. Similar efiects
are observed for zebra fish at the same concentration level.
* Actual concentrations achieved in the flow through system are equal to the

nominal values,

* Itis possible to produce effective concentrations (without solvent) by column

technique.
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