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40 CFR Part 799

(OPTS-420308; FRL-2941-7]
Mesityl Oxide; Proposed T
AGaENCY: Environmental Protection’
Agency (EPA).

ACTION: Proposed rule.

SUMMARY: Elsewhere in this issue of l
FMRAM.EPAhiuﬁ:;“:guﬂlu
test rule establishing testing

. requirements under section ¢
- Toxic Substances Contyo] A:(:(ll%fg:)

for manufa s of

ufacturers and processo
‘ zmgyl oxide (MO; CAS No. 141-87-7)..

this proposed rule, EPA is proposing
that certain TSCA test guidelines be
utilized as the test standards for the
requmd studies and that test data be
submitted within specified time frames.
OATES: Submit written comments on or
before February 3, 1968. If persons
request time for oral comment by
January 21,1988, EPA will hold a public
meeting on this proposed rule in '
Washington. DC. For further information

. on arranging to speak at the meeting,

see Unit VI of this preamble.
ADDRESS: Submit written commen
identified by the document conmlt’.
number {OPTS-42030B). in triplicate to:
TSCA Public Information Office (TS-
793), Office of Pesticides and Toxic

Substances. Environmental Protection
Agency, Rm. E-108, 401 M St., SW.,
Washington, DC 20460. .

A public version of the administrative
record supporting this action (with ar.;
confidential business information
deleted) is available for inspection at
the above address from 8 am. to 4 p.m.. -
Monday through Friday, except legal
holidays:

FOR FURTHER INFORMATION CONTACT:
Edward A. Klein, Director, TSCA
Assistance Office (TS-799), Office of
Toxic Substances, Rm. E-543, 401 M St..
SW.. Washington, DC 20480, Toll Free:
(800-424-9085), In Washington, DC:
(554-1404). Qutside the USA: (Operator-
202-554~1404).

SUPPLEMENTARY INFORMATION:

.Elséwhere in this iasue of the Federal

Register, EPA is issuing a final test rule
under section 4(a) of TSCA to require
testing of MO for chronic effects.” -
mutagenicity, and oncogenicity )
(conditional on the mutagenicity test
resuits). The Agency is now proposing
the test standards to be used and the
time frames for submission of the
required test data.
L I i '

- Elsswhere in this issue of the Federal

Register, EPA is promulgating a Phese !
final rule pursuant to TSCA saction 4

that establishes testing requirements for

* manufacturers and processors of MO.

This Phase | rule specifies the following
testing requirements for MO: (1)
Inhaiation subchronic (90-day) toxicity:
(2) mutagenicity (including tests for both
gene mutations and chromosomal

» aberrations); and (3) oncogenicity (if

- certain mutagenicity test resuits are

" positive). : .

Once this Phasé I test rule becomes
effective, manufacturers and processors

 of MO would normally be required

{under the two-phase test rule
development process) to submit :
proposed study plans for each’of these

ired studies and proposed schedules

. for both the initiation of testing and the

submission of study data. (See 40 CFR
790.30, published in the Faderal Registar
of May 17, 1965 (50.FR 20858}.) EPA
would review the submitted study plans
and schedules and would thereafter
issue them (with any necessary
modifications) in a Phase I test rule
proposal. This proposal would request
public comment on the ability of the
proposed study plans to ensure that the
resulting data would be reliable and
adequate. After evaluating and :
responding to public comment, EPA
would adopt the study plans, including

the reporting schedules, in a Phase Il
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final rule as the required lest standards
and data submission deadlines. (See 40
CFR 790.32, published in the Federal
Register of May 17. 1985 (50 FR 20859).).
However, in the case of the MO test
rule. which was initiated under the two-
phase process, EPA has decided to
propose the relevant TSCA test
guidelines as the test standards (see
Unit IIl below). In addition. EPAis
proposing that the data from the
required studies be submitted within

* certsin lime periods. These time periods

wiil serve as the data submission
deadlines required by TSCA section
4(b)(1) (see Unit IV below). The reasons
{or this change in the test rule
development process for mesityl oxlde ;
are discussed below..

Chlnpm&onRuhmwbmt

A. Test Slandards and Data Submlsawn
Deadiines

TSCA section 4{b}(1) specifies that
test rules shall include standards for the
Yevelopment of test data (“test
standards™) and deadlines for
submission of test data. Under a two-
phase test rule development process
utilized by EPA since 1982 (47 FR 13012
March 26, 1982) and formally adopted in
the fail of 1984 (49 FR 38774; October 10,
1984), test standards and data -
submission deadlines were to be
adopted during the second phase of the
rulemaking process. Upon issuance of -
the Phase | f nal rule, which established -
the effects and characteristics for which
agiven chemu:al substance must be
tested. persons subject to the rule would.
be required by a specified date to -
submit proposed study plans detailing
the methodologies and protocols they -
intended to use to perform the required
tests. Such study pians were to include
proposed scheduies for the.initiation
and completion of testing and
submission of test data. (See 40 CFR
790.30 () and (c); published in the :

Federal Register of October 10, 1964.(40
FR 39774).) In the second phase. after
consideration of public comment. the -

Agency. would promulgate the Phase il -~

final rule adopting the study plans (with
any necessary modifications) as the test
standards for the development of test
data and deadlines for the submission of

test data

In December 1983, the Natural
Resources Defense Council and the
Industrial Union Department of the
American Federation of Labor-Congress
of Industrial Organizations filed an’
action under TSCA section 20 which

- challenged. among otfier things. the use-

of the two-phase process. In an August
23, 1984 Opinion and Order, the Court

Y

found that utilization of the two-phase

. rulemaking process was permissible.

However, the Court also held that the
Agency was subject to a standard of

" promulgating test rules within'a

reasonable time frame. NRDC v. EPA. -

*585 F. Supp. 1255 {S.D.N.Y. 1984).

After issuing that Opinion. the Agency
decided that to expedite development of
section 4 test rules, it would utilize a
single-phase rulemaking process for
most test rules. In the document
announcing this decision. EPA stated
that the single-phase approach offersa
number of advantages over the two-
phase process (see 50 FR 20852. 20853:
May 17, 1985). In this single-phase
approach, the Agency proposes (in one
document) not only the effects for which
testing will be required but aiso -
proposes pertinent TSCA or other
appropriate guidelines as the test
standards and time frames for the
submission of test data. After receiving -
and evaluating public comment on the
proposed testing requirements, test
guidelines, and data submission
dﬁ:lldlines. EPA promulgates a final test

@

This single—phau -approach shonen:
the rulemaking period and expedites the
initiation of required testing that wouid
usually result from use of the two-phase

_ rulemaking process. The single-phase’ -
process also eliminates the requirement

under the two-phase approach for-
industry to submit proposed test -
protocols for approval. Moreover, by
allowing commenters to submit

- alternative testinig methodologies dnnng

. the comment period. the
- approach preserves the flexibility of the

single-phase

two-phase process.
These same advantages. ie.,

expedited initiation of testing and the

elimination of proposed study plan
submission requirements for persons

. subject to a Phase Lrule, are factors

ennsidered by EPA in deciding to modify
rulemaking process for mesityl
oxxdc By proposing both pertinent

TSCA test gqudelines as the test
“standards and data submission

deadlines at the time of issuance of the
Phase I rule, EPA that the Phase
I finai ruie will be issued 6 months
sooner than would occur if the usual
two-phase process was followed. Thus,

_required testing will be initiated on a

more expedited basis. In addition. for
each of the required tests for mesityi .

oxide, appropriate TSCA test guidelines :

are available (see Unit III below). Thus,
EPA believes that there is no need for
manufacturers and processors of MO to

- develop study plans for approval

independent of these TSCA guidelines.

= A
B. Modtﬁcawna to Requirenes g
a Phase I Final Rule for Mesity{1€€~ -

As indicated above, persus suL
to the mesityl oxide Phaselinal ru.
and who have.notified EPA«f their
intent to test would normalybe” -
required to submit proposedstudy plans

. and proposed data submission

deadlines within a specifieitime of the

- final rule's effective date (#¢ 40 CFR

790.30 (a) and (c), publishedin' the

Federal Register of May 17,1085 (SO0 FR -
20858}). However. becauseIPA is
proposing certain TSCA gudelines as
the test standards and datssubmission
deadlines. persons subjecto the Phase 1
final rule are not required v submiit :

proposed study plans for the required

testing or proposed dates i the

- initiation and completion cithat testing.

However. persons subjaci to-the
Phase I final rule for mesityl oxide are’
still required to submit notices of intent
to test or exemption appiicitions in
accordance with 40 CFR 79%0.23,
published in the Federal Rigister of May
17,1988 (50 FR 20857). Mornover, once
the test standards are promuigated in
the Phase II final rule. thoss persons
who have notified EPA of tieir intent to
test must submit study plans (which
adhere to the promuigated test .
standards) no later than 30days before

- the initiation of each required test.

1L Proposed Test Standards ’
“The Phase I rule specifies that Miﬁ@%

: Vtested for inhalation subchronic to:

mutagenicity {(including tests for both'
gene mutations and chromosomal :
aberrations. and oncogenicity (if certain
tests predictive for oncogenicity are
positive). The Agency is now proposing
that this testing of MO be conducted
using the following TSCA test guidelines
(new parts 796, 797, mOﬂoCFRwere
published in the Federal Register of
September 27, 1985 (50 FR 39252)) as the
test standards:

1. Subchranic Exposure: Inhalation
Toxicity which appears at 40 CFR
798.2450.

- 2. Mutagenicity: Chromosomal Effects.

i. First Tier: )

a./n Vitro: Mammalian Cytogenetics -
which appears at 40 CFR 798.5375.

b. In Vivo: Mammalian Bone Marrow
Cytogenetics Testa: Chromosomal

" Analysis which appears at 40 CFR
798.5388.

ii. Second Tier:

Rodent Dominant Lethal Assay which
appears at 40 CFR 708.5450.

iii. Third Tier: Rodent Heritable
Translocation Assay which appears at =’

” 40 CFR 798.5480.

3. Mutagenicity: Gene Mutations.



51800 Federal Register / Vol. 50, No. 245 / Friday, December 20, 1885 / Pmuoseﬁ Rules

i, First Tler: .Sa/mone.lla typhimurum
which appears at 40 CFR 798.5285.

Somatic Celis-in Culture which .
appears at 40 CFR 796.5300. ‘

ii. Second Tier: Sex Linked Recessive
Lethal Test which appears at 40CFR - .
798.5275 :

iii. Third Tier: Mouse Specific Locus
Test which appears at 40 CFR 798.5200.
4. Chronic Exposure. Oncogenicity

which appears at 40 CFR 796.3300.
EPA believes that the TSCA Health

" Effectd Test Guidelines cited above, if

properly followed, shoyld produce
adequate and reliable data. These

. guidelines describe methods for

performing testing of chemical
substances under TSCA. The methods

- include the state-of-the-art for

evaluating the effects of chemicai
substances. EPA reviews its TSCA test
guidelines annually (see 47 FR 41857;
Sept. 22, 1982).

EPA intends to propose shortlyina
separate Federal Register notice, certain
revisions (o these TSCA Test Guidelines
to provide more explicit guidance on the

necessary minimum elements for eachr
study. In addition, these revisions will

‘avoid repetitive chemical-by-chemical

changes to the guidelines in their
adoption-as test standards for chemical-
specific test rules. EPA is propasing that
these modifications be adopted in the
test standards for MO.

The Agency believes the TSCA
subchronic guideline will provide
detailed mfomﬁon on toxic effects and
target organs, and establish both a no-
observed-effect levet and appropriate
levels for lifetime studies. EPA also uses
the data from subchronic studies to
predict potential chronic effects. The
clinical testing which is required in

‘ subchronic studies is more extensive

than that normally required in chronic
studies: These-data will be used in
understanding the development of any
toxic effects resuiting from mesityi oxide
“The Agency i that the

is requiring
subchronic study be conducted by the
inhalation route (the major route of
human exposure to MO] in the rat. If a

second species is cliosen for testingit -

should be the mouse. since the rat and ~
the mouse are the species of choice for
oncology studies. testing for
MO will be automatically triggered if
select first and second tier mutagemczty
test results are positive. The readeris
directed to the final rule for MO
appearing elsewhere in this issue of the
Federal Register for a detailed:
explanation of EPA's-tiered testing
approach that automatically triggers
both-end-point mutagenicity tests and
oncology testing. This test standard-is
pruposed under 40 CFR 798.2450.

The Agency believes that the TSCA
test guidelines for mutagenicity testing

-.will provide adequate data to assess the

potential human hazard resulting from
exposure to MO due to interactions of -
the chemical with genetic material .
resulting in heritable change (mutation).
The Agency is proposing the TSCA
guidelines listed above as test
standards. The changes made in the
guidelines and the justification for these
changes are set forth below.

1. Saimonella typhimurium reverse
mutation assay. The direct plate:
incorporation method was selected as

. the choice assay for MO. Strains TA
1535, TA 1537, TA 88 and TA 100 were.

choserr because they have the largest.
data base of chemicals tested in this
assay. Aroclor 1254 induced rat liver
was chosen as the source of metabolic
activation because it is the preferred
source of activation for this assay, and
because of its large historic data base.

- Both untreated and vehicle controls

should be fun to ensure that the solvent
has no effect upon spontaneous
reversion rate. DMSO is the routine
solvent of choice for this assay. MO is to
be tested over at least five dosesup to a
maximum of 5 mg/plate (in the absence
of toxicity) to ensure an adequate range
of test doses for detection of potential
activity.

2. Dataction of gana mutntmn in
somatic cells in culture. L5178Y mause

" lymphoma cells were chosen for use in

this assay because of the activity of

MQ's structural analogue, isophorone. in
this system. Both umrutednndvuhxde
mmhmmboucdtom:nthat :

1254
liver S-8 is the chosen source of .
metabalic activation because of its
historicil data base and generaily
accepted use.in this assay. DMSO. is the

.solvent of choice for this systam. A 4-

hour exposure time was chosen because
itis thlmndudcxpoumpeﬁod
recommended for this test.

3..3u-1;nkbzl recessive lethal test in
Dmaop}u la Melanogaster. A negative
control is to be included regardless of
the size of the historical control because
the assay is too important to be done |
without one. This will ensure that any

" observed effects are the result of

chemical treatment and not
environmental factors. Exposure is by
vapors because it is the route of human
exposure. . )

4. The mouse visible specific locus
test. EPA is proposing that this assay be

done at 2 doses by the inhalation route.

EPA believes that dose-response data -

‘dre essential for risk estimation. The

route of administration is by inhalation

because that is the expected route of
human exposure. The mouse is the test
animal of choice. Strains (CsH x 101)F;

- or {101.:CsHJF, hybrids are chosen

because of the historical data base
available for these strains.
IV. Reporting Requirements

EPA is progosing that all data
developed under this rule be reported in
accordance with its TSCA Good
Labaratory Practice {GLP) standards

_which appear at 40 CFR Part 792.

Test sponsors are required to submit
individual study plans at least 30 days
prior to the initiation of each study.

EPA is required by section 4(b)(1)(r}

-of TSCA to specx‘fy the time period
during which persons subject to a test - -
rule must submit test data. The Agency

_is proposing specific reporting

requirements for each of the proposed
test standards as follows: .

The subchronic toxicity tests shall be
completed and the final results: :
submitted to the Agency within 15
months of the effective date of the final
test rule. [nterim progress reports shall
be provided quarterly. :

‘The mutagenicity studies shall be
completed and the final results

" submitted to the Agency as follows:

- First tier gene mutation and
chromosomal aberration tests within 1
year. .
Second tier: genc mutation and

" chromosomal aberration tests within 2 -

years.

Third tier gene mutation within 4
years. Interim quarterly reports shail be
provided for all tests.

The oncogenicity tests. to be triggered
if cartain tier I'or Il mutagenicity tests
are positive, shall be completed and the
final results submitted to the Agency 53
months after submission of the Ppositive _

' mutagenicity test results. Interim
progress reports shail be provided

" quarterly.

- As required by TSCA section 4(d). the
Agency plans to publish in the Federal -
Register a notice of the receipt of any
test data submitted under this test rule
within 15 days of receipt of that data.
Excapt as otherwise provided in TSCA
section 14, such data will be made
available for examination by any

. persons.
V.lsumfotCommt )

EPA invites comment on the use of the
TSCA test guideiines and the chemical

- specific modifications to these

guidelines as the proposed test
standards for the required testing of .
"mesityl oxide. EPA also invites comment
on the proposed schedule for the

required testing.
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V1. Public Meetings

If persons indicate to EPA that they
wish to present oral comments on this
proposed rule to EPA officials who are
directly responsible for developing the
rule and supporting analyses, EPA will
hold a public meeting subseqient to the
close of the public comment period in
Washington. DC. Persons who wish to
attend or to present comments at the

- meeting shouid call the TSCA

Assistance Office (TAO): Toll Free:
(800-424-9065); In Washington, DC:
{344-1404); Outside the U.S.A. .
{Operator—202-554-1404), by (January
21, 1986. A meeting will not be held if
members of the public do not indicate
that they wish to make oral. '
presentations. While the meeting will be
open to the public. active participation
will be limited to those persons who
arranged to present comments and to
designated EPA participants. Attendees
should call the TAQ before making
travel plans to verify whether a meeting
will be held. .
Should a meeting be heid, the Agency
would transcribe the meeting and

- include the written transcript in the

public record. Participants are invited,
but not required, to submit copies of
their statements prior to or on the day of

‘the meeting All such written materials

will become part of EPA's recard for this
rulemaking. .
V1. Public Record ’ :
EPA has established a record for this
rulemaking [Docket number (OPTS-.
42030Bj] This record includes basic
information considered by the Agency in
developing this proposal and
Register notices.
The Agency will supplement the record
with additionai information as it is
received. ' .
This record includes the following

A Supporting Documentation .
(1) Federal Register notices pertaining

to this finai rule isting of: :
{a) Notice containing the [TC

Priority List (44 FR 31884; fune 1, 1979).

(b} Notice of final rule requiring the
submission of unpublished health and
safety studies (47 FR 38780: September”
2. 1982). .

(c) Notice of proposed test rule for
mesityl oxide (48 FR 30699: July 5, 1983).

(d) Notice adding mesityl oxidé to the
list of chemicals subject to the
preliminary assessment information rule -
{49 FR 25859; June 25, 1984). -

(e) Notice of final rule on EPA's TSCA

Good Laboratory Practice Standards {48
FR 53922 Navember 29, 1983).

(f) Notice of final rule on test rule )
development and exemption procedures
(49 ER 39774; October 10; 1984). .

- (8) Notice of final rule concerning data
reimbursement (48 FR 417886: July 11.
1983). o 4 .
(h) Notice of interim final rule on test

tule development and exemption .

procedures (50 FR 20852: May 17, 1985).

(i) Notice of final rule on the Cy

Aromatic Hydrocarbon Fraction (50 FR

20682: May 17, 1985).

{}) Final Phase [ rule on mesityi oxide.
(2) Support documents consisting of:

: (a) Mesityl oxide technical support

document for proposed rule. . . .

{b) Economic impact analysis of _

. NPRM for mesityl oxide. :

{c]) Economic impact analysis of final
test rule for mesityl oxide. ‘

(3) Communications consisting of:

(a) Written public comments.

(b} Transcription of public meeting.

(c} Summaries of phone C
conversations. )

(d) Meeting summaries. -

(4} Reports—published and .
unpublished contractor’s reports.

Confidential Business Information

(CBI), while part of the record. is not

available for public review. A public

version:}'thumrd.fronwhichml
has been deleted, is available for
inspection from 8 a.m. to 4 p.m., Monday
through Friday, except legal holidays, in

Rm. E-107, 401 M St.. SW., Washington,

DC 204860.

VIIL Other Regulatory Requirements
A. Executive Order 12291

_. Under Executive Order 12291, EPA
must judge whether a regulation is
“Major” and therefore-subject to the
requirements of a Regulatory Impact
Analysis. This test rule is not major
because it does not meet any of the

- criteria set forth in section 1(b} of the

Order. The economic analysis of the
testing of mesityl oxide is discussed in
the final test rule which appears
elsewhere in this issue of the Federal

“B. Regulatory Flexibility Act -

Under the Regulatory Flexibility Act
(15 U.S.C. 601 ef seq.. Pub. L. 98-354, -
September 19, 1980), EPA is certifying
that this test rule, if promuigated. will
not have a significant impactona - .
substantial number of small businesses
for the following reasons:

(1) There are no small manufacturers
of this chemical. . . .

(2) Small processors are not expected
to perform testing themseives, or .
participate in the organization of the
testing effort. _ ’

{3) Small processors will experience
only very minor costs. if ary in securing

~ exemption from testing requirements. .

(4) Small processors are unlikely t¢
affected by reimbursement !
requirements.

‘ C. Paperwork Reduction Act

The Office of Management and Budget
(OMB] has approved the information
colléction requirements contained in the
proposed ruie under the provisions of
the Paperwark Reduction Act of 1980, 44
U.S.C. 3501 et seq., and has assigned
OMB control number 2070-0033.
Comments on these requirements should
be submitted to the Office of

- Information and Regulatory Affairs of

OMB, marked “Attention. Desk Officer
for EPA.” The final rule package wiil

. respond to any OMB or public

comments on the information coliection’

requirements. ’

List of Subjects in 40 CFR Part 799
Testing, Environmental protection,

Hazardous substances. Chemicals.
Dated: Decamber 13, 1988,

Joha A. Moore,

Assistant Administrotor for Pesticides and

Toxic Substances. .

" PART 799=-{ AMENDED]

Therefore, it is proposed that Part 799
be amended as foilows:

1. The authority citation for Part
continues to read as follows:

Authority: 15 U.S.C. 2803, 2811, 2625, '

2. In § 798.2500 by adding paragraphs
(c)(1)(ii) and (iii), (2)(ii) and (iii). (3)(ii)
and (iii), and {4)(ii) and (iii) to read as
follows:

§ 7992500 Mesityt oxide (MO)

ey~ *.*.

(1) LB N

(1i) Test standard. (A) Inhalation
subchronic toxicity testing shail be
conducted with MO in accordance with

§ 798.2450 of this chapter and
modifications specified in paragraph
(c}(1)(ii)(B) of this section.

" (B) Test standard modifications. The
requirement under § 798.2450 of this
chapter is-modified so that the rat is the
required species.

. {iii) Reporting requirements. (A) The
subchronic teangng shall be completed
and the final results submitted to the
Agency within 15 months of the eifective
date of the final test rule. _

(B) Interim progress reports shall be
provided quarterly beginning 90 days

(,

AN
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aﬁer the effective date of the final Phase
2 test rule.

@

(ii) Test standard. (A)(1) The in vitro
mammalian cytogenetic test shail be
conducted with MO in accordance with |
§ 708.5375 of this chapter and’
modifications specified in paragraph

“(c)(2)(i)}(A}2) of this section.

(2) Test standard modifications. The
following modifications to § 798.5375. of
this chapter are

(/) The requirement under § m.sa7s

- of this chapter is modified so that MO
shall be tested in established cell lines. -

'rhoedll!moubdnwdlhllbe

and for karyotype stability.

(/i) The requirement under § 798.5375.
of this chapter is modified so that MO
shall be dissolved in DMSO pﬁor to
treatment of the cells.

(2ii) The requirement under l 798.5375
of this chapter is modified so that at
least 3 concentrations of .the test
substance over a range adequate to
define the response shall be tested. The
highest test concentration tested with
and without matabolic activation shail
be.5 mg/ml or that dose which shows

. evidenice of cytotoxicity or reduced

mitotic activity.

pmgnph (c)(z)(ii)(B)(Z) of lhu nection.
(2) Test standard modifications. The

followmg modifications to § 798.5388 of
this cham are

mred.
oft.an inder 3

mssas
chaptetumndxﬁedsothtthc

. mouse is the required species.

(if) The requirement under § m.sm
of this chapter is modified so that three
dose levels shall be used. The highest

" dose tested shall be the maximum

tolerated dose or that producing some
indication of cytotoxicity (e.g. parual

_ inhibition of mitosis), or shail be the

highest dose attainable.
(iii} The requirement under §

§ 798.5385
othischlptulhlllbtmodiﬁadsothdt-“

the animals shall be expo

" inhalation for 8 honn/day fors

consecutive days. ’
(C)(2) The rodent dominant lethal ,
assay shail be conducted with MO in
accordance with § 796.5450 of this
chapter and modifications spécified in

pmgnph [c](zl(ﬂ)(C](Z) of this section.

(2) Test standard modifications. The
following modifications to § 798.5450 of
this chapter are required.

(/) The requirement under § 798.5450
of this chapter is modified so that the
mouse is the required species.

- translocation test
- with MQ in accordance with § 798.5460

- animals shall be exposed

(i) The requirement under § 798.5450

of this chapter is modified so that
exposure shall be by inhalation for 5
days for 6 hours/day. Three dose levels
shall be used. The highest dose shall
produce signs of toxicity (e.g., slightly

reduced fertility) or shall be the highest ’

attainable. .
(D)(2) The rodent heritable :
shall be conducted |

of this chapter and madifications
specified in Plﬂsﬂph {c)(2)(u)(D)(2) of

this section. N
@ Tm standard modifications. The

modifications to § 796.5460 of

" -this chapter
for Mycoplasma contamination P reuuin

required.

(]mmnmmtmdulm
of this chapter is modified so that the
mouse is the required species.

{i7) The requirement under § 798.5460
of this chapter is modified so that at
least two dose levels shall be used. The
highest dose shall result in toxic effects
(which shail not produce an incidence of

’ fatalities which wouid prevent a

il evaluation), or shall be the
highest dose attainable.

(/ii) The requirement under § 798.5460

of this chapter is modified so that
(iii} Repo: o {A) It'lhm‘
i rting requirements. e
chromosomal ngbsmﬂon tests shall be
and the final resuits

 completed
submitted to the Agency as follows:

- {1} The in vitro and ina vivo (if
required) tests within 1 year of the
effective date of the final test rule..

(2) The dominant lethal-assay (if

‘requued)mthinzyunofthaﬁnalteat

rule.

(3) The heritable translocation assay
(if required) within 4 years of the final
test rule.

(B) Interim progress reports shnll be
provided quarterly and
days after the effective date of thc ﬁnnl
Phase 2 test rule.

(3) . e R )

(i) Teat standard. (A)(1) The

mona la typhimurium |
reverse mutation assay
(Amu assay) shall be conducted with

. MO in accordance with § 798.5285 of

this chapter and modifications specified

- in panmh (c)3)(HNA)(2) of this

section.

{2) Test standard modifications. The
following modifications to § 798.5263 of
this chapter are required.

(/) The requirement under sm.szss
of this chapter is modified so that the
direct plate incorporation method shall
be used for this study.

(1) The requirement under § 798. 5285
of this chapter is modified so that strain-
specific positive controls-shall be

included in the assay. The following
controls are examples of tliose which
may be used in the assay without ~
metabolic activation: Strain TA 1535.
sodium azide; strain TA 100.
nitrofurantoin; TA 98, and TA 1537, 4-
nitro-o-phenylenediamine.

(iif) The requirement under § 798.5265
of this chapter is modified so that test
chemical and positive control reference
substances shall be dissolved in DMSO
and then further diluted in DMSO for
use in the aspay. .

(iv) The requirement under § 798.5263
of this chapter is modified so that MO
shall be tested up to 5 mg/plate or to the
Limits of solubility or toxicity. A
suspected positive response not showing

a clear-related response shall be

confirmed by testing over a narrow
range of concentrations.
(B}(2) The detection of gene mutations

. in somatic cells in culture shall be

conducted with MO in accordance with
§ 798.5300 of this chapter and
modifications specified in paragraph
{c)(3)(ii)}(B)(2) of this section.

(2) Test standard modifications. The
following modifications to § 798.5300 ot
this chapter are required.

(/) The requirement under § 758.5300
of this chapter is modified so that MO
shall be tested in LK5178K mouse
lymphoma ceils.

(if) The reqmremem under § 798.5300
of this chapter is modified so that MO
shall be dissolved in DMSQO prior to
treatment of the cells. The final
concentration of the vehicle shall not -
interfere with cell viability or growth
rate.

(#if) The. requn-ement under § 798.5300°

" of this chapter is modified so that the
_metabolic activation system shall be

derived from the postmitochondriai
fraction (S-9) of livers from rats
pretreated with Aroclor 1254. ‘

(iv) The raqmremem under § 798.5300
of this chapter is modified so that
exposure shall be for 4 hours unless a
different exposure time is justified by
the investigator.

(C){1) The sex-linked recessive lethal
test in Drosophila melanogaster shall be
conducted with MO in accordance withs
§ 798.5275 of this chapter and

. modifications specified in paragraph

{c)(3)(iI}{C)(2) of this section.

(2) Test standard modifications. The
requirement under § 798.5275 of this
chapter is modified so that exposure

- shall be by exposure to MO vapors.

{D)(1) The mouse visihle specxfxc lacus
test shall be conducted with MO in
accordance with_§ 798.5200 of this
chapter and modifications specified in
paragraph (c)(3)(ii}{D){2} of this section.
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. {1} The requirement und -, - :

of this chapter is modified 50 that mice =~ " -0 o0t *% - ’ . ) L
shal_l,bﬁundutham‘:dupeu;s. ’ : N : i
* (47) The requirement 788.5200 .

of this chapter is modified so that a

mn:-aumoftwodoulavehshanbe

test :

- {iii}) The requirement under § 798.5200

of this chapter is modified so that

animals shyil be exposed to the test

. substance by inhalation. Expasure ahail -

beforoho'hu:lnabgny Durstion of
exposure dependent upon v
accumulated total dose desired for anc.h

g’?i‘i'l) Reporiing requirements. (A} The
gene mutation tests shall be completed
and final resuits sublmtted to the
Agency as follows: :

(Z) The Saimonella typlummum :
mammalian microsomat reverse .
mutation assay and the gene mutation in
somatic cells assay (if required) within 1
{ﬁ{;l:fthe eﬂ'ocﬁvcdnteofthcﬁnnl

es!
(g) The sex-linked reeudv;o—lethal tu)t
“in Drosophila melanogaster (if required
within 2 years of the effective date of
the final test rule. ,

(3) The mouse apedﬂc-lm test (if S
reqmd)mthml—yemofthccﬁediva A '
date of the final test rule. AN L .

(B) Interim prograss reporis chnll bo
provided quarterly and
days after the effective date of the final
Phase 2 test rule. . :

(4) res . . - ;

[u] Test stagdard (A)2) A;
oncogenicity bicassay shajl
conducted by inlnluu'on with MO in y
acoordance with § 796.3300 of this : ) .
chapter and modiﬂx “xa;!&’mdspmﬂm ed in :
panmh {cHa)iXA section.

ost stanidard modifications. The
followmg modificaticns to § 798 3300 of
this chaptar are required.
- (4) The requirement under § 796.3300
of this'chapter is modified so that MO
lh(d!) bﬁ:uud in both rats ln;i mice.
U/ requirement uitder § 798.3300
of this chapter is modified sa thatthe .
animals shall be exposed to MO by the .~
inhalaticn route for at least 8 hours per
dayona 5-day per week basis.

(i) s, (A) The
oncogenicity tests shall be completed
and final results submitted to the
Agency 53 months after suhmission of
the positive mutagenicity test results set
{::h in plnsnph- (c)2)(f) and (3)§i) of

* (B) lnmim progreu reporu shalil be
provided quarterty and beginnmng 90 -
days after the submission of the study
plan for this test. \




