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TABLE OF RELEVANT ACUTE ORAL TOXICITY REGULATIONS

(Note to the Reader: Regulations may be updated in the future. It is reccommended that
users review the most current version of all regulations identified. Electronic versions of

the regulations can be obtained at: http://www.gpoaccess.gov/nara/index.html)
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AGENCY | TITLE | CHAPTER PART AND TITLE SECTION
PART 1500--HAZARDOUS SUBSTANCES
CPSC 16 II AND ARTICLES; ADMINISTRATION AND 1500.3 Definitions.
ENFORCEMENT REGULATIONS
173.132  Class 6, Division 6.1 — Definitions.
PART 173--SHIPPERS--GENERAL
DOT 49 | REQUIREMENTS FOR SHIPMENTS AND Assignment of Packing Group and
PACKAGINGS 173.133 Hazard Zones for Divusion 6.1
Materials.
EPA 40 . PART 156--LABELING REQUIREMENTS 156.10  Labeling Requirements.
FOR PESTICIDES AND DEVICES 156620 Toxicity Category.
157: PACKAGING REQUIREMENTS FOR .
EPA 40 1 PESTICIDES AND DEVICES 157.22 When required.
158.202 Purppses of the registration data
requirements.
158.340  Toxicology data requirements.
EPA 40 1 158: DATA REQUIREMENTS FOR
REGISTRATION 158.690 Biochemical pesticides data
’ requirements.
158.740 Mlcrobla! pesticides--Product analysis
data requirements.
159: STATEMENTS OF POLICIES AND . . . .
EPA 40 I INTERPRETATIONS 159.165 Toxicological and ecological studies.
OSHA 29 XVII 1910: OCCUPATIONAL SAFETY AND 1910.1200 Hazard communication.

HEALTH STANDARDS

Abbreviations: CPSC=U.S. Consumer Products Safety Commission; DOT=Department of Transportation; EPA=U.S. Environmental Protection Agency;
OSHA=Occupational Safety and Health Administration.

B-5




ICCVAM Test Method Evaluation Report Appendix Bl November 2006

[This Page Intentionally Left Blank]



ICCVAM Test Method Evaluation Report Appendix B2 November 2006

APPENDIX B2

OECD GUIDELINE 425: ACUTE ORAL TOXICITY -
UP-AND-DOWN PROCEDURE

B-7



ICCVAM Test Method Evaluation Report Appendix B2 November 2006

[This Page Intentionally Left Blank]



[CCVAM Test Method Evaluation Report Appendix B2 November 2006

OECD/OCDE 425
Adopted:
17" December 2001

OECD GUIDELINE FOR TESTING OF CHEMICALS

Acute Oral Toxicity — Up-and-Down Procedure

INTRODUCTION

L. OECD guidelines for the Testing of Chemicals are periodically reviewed in the light of scientific
progress or changing assessment practices. The concept of the up-and-down testing approach was first
described by Dixon and Mood (1)}(2)(3)(4). In 1985, Bruce proposed to use an up-and-down procedure
{(UDP) for the determination of acute toxicity of chemicals (5). There exist several variations of the up-
and-down experimental design for estimating an LD30. This guideline is based on the procedure of Bruce
as adopted by ASTM in 1987 (6) and revised in 1990. A study comparing the resuits obtained with the
UDP, the conventional LD50 test and the Fixed Dose Procedure (FDP, Guideline 420) was published in
1695 (7). Since the earty papers of Dixon and Mood, papers have continued to appear in the biometrical
and applied literature, examining the best conditions for use of the approach (8)(9)(10)(11). Based on the
recommendations of several expert meetings in 1999, an additional revision was considered timely
because: 1) international agreement had been reached on hammonised LD50 cut-off values for the
classification of chemical substances, 1) testing in one sex (usually fernales) is generally considered
sufficient, and iii) in order for a point estimate to be meaningful, there is a need to estimate confidence

intervals (CI).

2. The test procedure described in this Guideline is of value in minimizing the mumber of animals
required to estimate the acute oral toxicity of a chemical. In addition to the estimation of LD30 and
confidence intervals, the test allows the observation of signs of toxicity. Revision of Test Guideline 423
was undertaken concurrently with revisions to the Test Guidelines 420 and 423.

3. Guidance on the selection of the most appropriate test method for a given purpose can be found
in the Guidance Document on Oral Toxicity Testing (12). This Guidance Document also contains
additional information on the conduet and interpretation of Guideline 425.

4. Definitions used in the context of this Guideline are set out in Annex [.
INITIAL CONSIDERATIONS
5. The testing laboratory should consider all available information on the test substance prior to

conducting the study. Such information will include the identity and chemical structure of the test
substance; its physical chemical properties; the results of any other in vitro or in vivo toxicity tests on the
substance; toxicological data on structurally related substances or similar mixtures; and the anticipated
use(s) of the substance. This information is useful to determine the relevance of the test for the protection
of human health and the environment, and will help in the selection of an appropriate starting dose.

6. The method permits estimation of an LD50 with a confidence interval and the results allow a
substance to. be ranked and classified according to the Globally Harmoenised System for the classification
of chemicals which cause acute toxicity {16).
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7. When no information is available to make a preliminary estimate of the LD50 and the slope of
the dose-response curve, results of computer simulations have suggested that starting near 175 mg/kg and
using half-log units (corresponding to a dose progression of factor 3.2) between doses will produce the best
results. This starting dose should be modified if the substance is likely to be highly toxic. The half-log
spacing provides for a more efficient use of animals, and increases accuracy in the prediction of the LD50
value. Because the method has a bias toward the starting dose, it is essential that initial dosing occur below
the estimated LD50. (See paragraphs 32 and Annex 2 for discussion of dose sequences and starting
values). However, for chemicals with large variability (i.e., shallow dose-response slopes), bias can still be
introduced in the lethality estimates and the LD30 will have a large statistical error, similar to other acute
toxicity methods. To correct for this, the main test includes a stopping rule keyed to properties of the
estimate rather than a fixed number of test observations (see paragraph 33). '

8. The method is easiest to apply to materials that produce death within one or two days. The
method would not be practical to use when considerably delayed death (five days or more) can be
expected. )

9. Computers are used to facilitate animal-by-animal calculations that establish testing sequences
and provide final estimates.

10, Test substances, at doses that are known to cause marked pain and distress due to corrosive or
severely irritant actions, need not be administered. Moribund animals or animals cbviously in pain or
showing signs of severe and enduring distress shall be humanely killed, and are considered in the
interpretation of the test results in the same way as animals that died on test. Criteria for making the
decision to kill moribund or severely suffering animals, and guidance on the recognition of predictable or
impending death are the subject of a separate OECD Guidance Document (13).

1L A limit test can be used efficiently to identify chemicals that are likely to have low toxicity.

PRINCIPLE OF THE LIMIT TEST

12. The Limit Test is a sequential test that uses a maximum of 5 animals. A test dose of 2000, or
exceptionally 5000 mg/kg, may be used. The procedures for testing at 2000 and 5000 mg/kg are slightly
different (see paragraphs 23-25 for limit test at 2000 mg/kg and paragraphs 26-30 for limit test at 5000
mg/kg). The selection of a sequential test plan increases the statistical power and also has been made to
intentionally bias the procedure towards rejection of the limit test for compounds with LD50s near the limit
dose; i.e., to err on the side of safety. As with any limit test protocol, the probability of correctly
classifying a compound will decrease as the actual LD50 more nearly resembles the limit dose.

PRINCIPLE OF THE MAIN TEST

13. The main test consists of a single ordered dose progression in which animals are dosed, one at a
time, at a minimum of 48-hour intervals. The first animal receives a dose a step below the level of the
best estimate of the LD50. If the animal survives, the dose for the next animal is increased by [a factor of]
3.2 times the original dose; if it dies, the dose for the next animal is decreased by a similar dose
progression. (Note: 3.2 is the default factor corresponding to a dose progression of one half log unit).
Paragraph 32 provides further guidance for choice of dose spacing factor) Each animal should be
observed carefulty for up to 48 hours before making a decision on whether and how much to dose the next
animal. That decision is based on the 48-hour survival pattern of all the animals up to that time. (See
paragraphs 31 and 35 on choice of dosing interval). A combination of stopping criteria is used to keep the
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number of animals low while adjusting the dosing pattern to reduce the effect of a poor starting value or
low slope (see paragraph 34). Dosing is stopped when cne of these criteria is satisfied (see paragraphs 33
and 41), at which time an estimate of the LID30 and a confidence interval are calculated for the test based
on the status of all the animals at termination. For most applications, testing will be completed with only 4
animals after initial reversal in animal outcome. The LD50 is caleulated using the methed of maximum

likelthood (14)(15). (Sec paragraphs 41 and 43.)

14. The results of the main test procedure serve as the starting point for a computational procedure to
provide a confidence interval estimate where feasible. A description of the basis for this Cl is outlined in

paragraph 45.

DESCRIPTION OF THE METHOD

Selection of animals species

15. The preferred rodent species is the rat although other rodent species may be used. Normally
female rats are used (12). This is because literature surveys of conventionat L.D50 tests show that usually
there is liftle difference in sensitivity between sexes, but in those cases where differences are observed,
females are generally slightly more sensitive (7). - However, if knowledge of the toxicological or
toxicokinetic properties of structurally related chemicals indicates that males are likely to be more sensitive
then this sex should be used. When the test is conducted in males, adequate justification should be

provided.

16. Healthy young adult animals of commonly used laboratory strains should be employed. Females
should be nulliparous and non-pregnant. At the commencement of its dosing, each animal should be
between § and 12 weeks old and its weight should fall in an inferval within + 20 % of the mean initial

weight of any previously dosed animals,

Housing and feeding conditions

17. The temperature in the experimental animal room should be 22°C (+ 3°C).  Although the
relative humidity should be at least 30 % and preferably not exceed 70 % other than during room cleaning
the aim should be 50-60%. Lighting should be artificial, the sequence being 12 hours light and 12 hours
dark. The animals are housed individually. For feeding, conventional rodent laboratory diets may be used

with an unlimited supply of drinking water.

Preparation of animals

18. The animals are randomly selected, marked to permit individual identification, and kept in their
cages for at least 5 days prior to dosing to allow for acclimatisation to the laboratory conditions. As with
other sequential test designs, care must be taken to ensure that animals are available in the appropriate size

and age range for the entire study,

Preparation of doses

19. In general test substances should be administered in a constant volume over the range of doses to
be tested by varying the concentration of the dosing preparation. Where a liquid end product or mixture is
to be tested, however, the use of the undiluted test substance, i.e., at a constant concentration, may be more
relevant to the subsequent risk assessment of that substance, and is a requirement of some regulatory
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authorities. In either case, the maximum dose volume for administration must not be exceeded. The
maximum volume of liquid that can be administered at one time depends on the size of the test animal. In
rodents, the volume should not normally exceed | mL/100g of body weight; however in the case of
aqueous solutions, 2 mL/100g body weight can be considered. With respect to the formulation of the
dosing preparations, the use of an aqueous solution/suspension/emulsion is recommended wherever
possible, followed in order of preference by a solution/suspension/emulsion in oil {e.g. corn 0il) and then
possibly solution in other vehicles. For vehicles other than water the toxicological characteristics of the
vehicle should be known. Doses must be prepared shortly prior to administration unless the stability of
the preparation over the period during which it will be used is known and shown to be acceptable.

PROCEDURE
Administration of doses

20. The test substance is administered in a single dose by gavage using a stomach tube or a suitable
intubation cannula. In the unusual circumstance that a single dose is not possible, the dose may be given in
smaller fractions over a period not exceeding 24 hours.

2L Animals should be fasted prior to dosing {e.g., with the rat, food but not water should be withheld
overnight; with the mouse, food but not water should be withheld for 3-4 hours). Following the period of
fasting, the animals should be weighed and the test substance administered. The fasted body weight of
each animal is determined and the dose is calculated according to the body weight. After the substance has
been administered, food may be withheld for a further 3-4 hours in rats or 1-2 hours in mice. Where a dose
is administered in fractions over a period of time, it may be necessary to provide the animals with food and
water depending on the length of the period.

Limif test and main test

22, The limit test is primarily used in situations where the experimenter has information indicating
that the test material is likely to be nontoxic, i.e., having toxicity below regulatory limit doses. Information
about the toxicity of the test material can be gained from knowledge about similar tested compounds or
similar tested mixtures or products, taking into consideration the identity and percentage of components
known to be of toxicological significance. In those situations where there is little or no information about
its toxicity, or in which the the test material is expected to be toxic, the main test should be performed.

Limit test

Limit test at 2000 mg/kg

23. Dose one animal at the test dose, If the animal dies, conduct the main test to determine the
LDS50. If the animal survives, dose four additional animals sequentially so that a total of five animals are
tested. However, if three animals die, the limit test is terminated and the main test is performed. The LD50
is greater than 2000 mg/kg if three or more animals survive. If an animal unexpectedly dies late in the
study, and there are other survivors, it is appropriate to stop dosing and observe all animals to see if other
animals will also die during a similar observation period (see paragraph 31 for initial observation period).
Late deaths should be counted the same as other deaths. The results are evaluated as follows (O=survival,

X=death).

24. The LD30 is less than the test dose (2000 mg/kg) when three or more animals die.
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If a third animal dies, conduct the main test.

25. Test five animals. The LD50 is greater than the test dose (2000 mg/kg) when three or more
animals survive.
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Limit Test at 5006 mg/kg

26. Exceptionally, and only when justified by specific regulatory needs, the use of a dose at 5000
mg/kg may be considered (see Annex 4). For reasons of animal welfare concern, testing of animals in GHS
Category 5 ranges (2000-5000mg/kg) is discouraged and should only be considered when there is a strong
likelihood that results of such a test have a direct relevance for protecting human or animal health or the

environment.

27. Dose one animal at the test dose. I the animal dies, conduct the main test to determine the
LD50. If the animal survives, dose two additional animals. If both animals survive, the LD50 is greater
than the limit dose and the test is terminated (i.e. carried to full 14-day observation without dosing of
further animals).

28. If one or both animals die, then dose an additional two animals, one at a time. If an animal
unexpectedly dies late in the study, and there are other survivors, it is appropriate to stop dosing and
observe all animals to see if other animals will also die during a similar observation period (see paragraph
10 for initial observation period). Late deaths should be counted the same as other deaths. The results are
evaluated as follows (O=survival, X=death, and U=Unnecessary).

29. The LD50 is less than the test dose (5000 mg/kg) when three or more animals die.
OX0XX
00X XX
OXX 0OX
OXXX

30. The L.D30 is greater than the test dose (5000 mg/kg) when three or more animals survive,

000
0X0O X0
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31. Single animals are dosed in sequence usually at 48 h intervals. However, the time intervals

between dosing is determined by the onset, duration, and severity of toxic signs. Treatment of an animal at
the next dose should be delayed until one is confident of survival of the previously dosed animal. The time
interval may be adjusted as appropriate, e.g., in case of inconclusive response. The test is simpler to
implement when a single time interval is used for making sequential dosing decisions. Nevertheless, it is
not necessary to recalculate dosing or likelihood-ratios if the time interval changes midtest. For selecting
the starting dose, all available information, including information on structurally related substances and
results of any other toxicity tests on the test material, should be used to approximate the LD50 as well as
the slope of the dose-response curve.

32. The first animal is dosed a step below the best preliminary estimate of the LD56. If the animal
survives, the second animal receives a higher dose. If the first animal dies or appears moribund, the second
animal receives a lower dose. The dose progression factor should be chosen to be the antilog of 1/(the
estimated slope of the dose-response curve) (a progression of 3.2 corresponds to a slope of 2) and should
remain constant throughout testing. When there is no information on the slope of the substance to be
tested, a dose progression factor of 3.2 is used. Using the default progression factor, doses would be
selected from the sequence 1,75, 5.5, 17.5, 55, 175, 550, 2000 (or 1.75, 5.5, 17.5, 55, 175, 550, 1750, 5000
for specific regulatory needs). If no estimate of the substance’s lethality is available, dosing should be
initiated at 175 mg/kg. In most cases, this dose is sublethal and therefore serves to reduce the level of pain
and suffering. If animal tolerances to the chemical are expected to be highly variable (i.e., slopes are
expected to be less than 2.0), consideration should be given to increasing the dose progression factor
beyond the default 0.5 on a log dose scale (i.e., 3.2 progression factor) prior to starting the test. Similarly,
for test substances known to have very steep slopes, dose progression factors smaller than the defauli
should be chosen. {Annex 2 includes a table of dose progressions for whole number slopes ranging from 1

to 8 with starting dose [75 mg/kg).

33. Dosing continues depending on the fixed-time interval (e.g., 48-hour) outcomes of all the animals
up to that time. The testing stops when one of the following stopping criteria first is met:

{a) 3 consecutive animals survive at the upper bound;
{b) 5 reversals ocour in any 6 consecutive animals tested;

(c) at least 4 animals have followed the first reversal and the specified likelithood-ratios exceed
. the critical value. (See paragraph 44 and Annex 3. Calculations are made at each dosing,
following the fourth animal after the first reversal).

For a wide variety of combinations of LD50 and slopes, stopping rule {c) will be satisfied with 4 to 6
animals after the test reversal. In some cases for chemicals with shallow slope dose-response curves,
additional animals (ap 0 a total of fifteen tested) may be needed.

34, When the stopping criteria have been attained, the estimated LD50 should be calculated from the
animal outcomes at test termination using the method described in paragraphs 40 and 41.

6/26
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35. Moribund animals killed for hiumane reasons are considered in the same way as animals that died
on test. If an animal unexpectedly dies late in the study and there are other survivors at that dose or above,
it is appropriate to stop dosing and observe all animals to see if other animals will also die during a similar
observation period. If subsequent survivors also die, and it appears that all dose levels exceed the LD50 it
would be most appropriate to start the study again beginning at least two steps below the lowest dose with
deaths (and increasing the observation period) since the technique is most accurate when the starting dose
is below the LD50. If subseqent animals survive at or above the dose of the animal that dies, it is not
necessary to change the dose progression since the information from the animal that has now died will be
included into the calculations as a death at a lower dose than subsequent survivors, pulling the LD50 down.

OBSERVATIONS

36. Animals are observed individually at least once during the first 30 minutes after dosing,
periodically during the first 24 hours (with special attention given during the first 4 hours), and daily
thereafter, for a total of 14 days, except where they need to be removed from the study and humanely killed
for animal welfare reasons or are found dead. However, the duration of observation should not be fixed
rigidly. It should be determined by the toxic reactions and time of onset and length of recovery period, and
may thus be extended when considered necessary. The times at which signs of toxicity appear and
disappear are important, especially if there is a tendency for toxic signs to be delayed (17). All
observations are systematically recorded with individual records being maintained for each animal.

37. Additional observations will be necessary if the animals continue to display signs of toxicity.
Observations should include changes in skin and fur, eyes and mucous membranes, and also respiratory,
circulatory, autonomic and central nervous systems, and somatomotor activity and behaviour pattern.
Aitention should be directed to observations of tremors, convulsions, salivation, diarrhoea, lethargy, sleep
and coma. The principles and criteria summarised in the Humane Endpoints Guidance Document (13)
should be taken into consideration. Animals found in a moribund condition and animals showing severe
pain or enduring signs of severe distress should be humanely killed. When animals are killed for humane
reasons or found dead, the time of death should be recorded as precisely as possible.

Body weight

38. Individual weights of animals should be determined shortly before the test substance is
administered and at least weekly thereafter. Weight changes should be calculated and recorded. At the
end of the test surviving animals are weighed and then humanely killed.

Pathology

39. All animals (including those which die during the test or are removed from the study for animal
welfare reasons) should be subjected to gross necropsy. All gross pathological changes should be recorded
for each animal. Microscopic examination of organs showing evidence of gross pathology in animals
surviving 24 or more houss after the initial dosing may also be considered because it may yield useful

information.

DATA AND REPORTING

Data
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40. Individual anima! data should be provided. Additionally, all data should be summarised in
tabular form, showing for each test dose the number of animals used, the number of animals displaying
signs of toxicity (17), the number of animals found dead during the test or killed for humane reasons, time
of death of individual animals, a description and the time course of toxic effects and reversibility, and
necropsy findings. A rationale for the starting dose and the dose progression and any data used to support
this choice should be provided.

Calculation of LD3{ for the main test

41. The LD50 is calculated using the maximum likelihood method (14)(15), except in the exceptional
cases described in paragraph 42. The following statistical details may be helpful in implementing the
maximum likelihood calculations suggested (with an assumed sigma). All deaths, whether immediate or
delayed or humane kills, are incorporated for the purpose of the maximum likelihood analysis. Following

Dixon (4), the likelihood function is written as follows:
L =L1 Lz Ln s

where

1L is the likelihood of the experimental outcome, given mu and sigma, and n the total number of animals
tested.

L= 1 - F(Z) if the i" animal survived, or
L= F(Z) if the i™ animal died,

where

F = cumulative standard normal distribution,

Zi=[log{d)) - mu ]/ sigma

di= dose given to the i animal, and

sigma = standard deviation in log units of dose (which is not the log standard deviation).

An estimate of the true LD50 is given by the value of mu that maximizes the likelihood L (see paragraph
43). '

An estimate of sigma of 0.5 is used unless a better generic or case-specific value is available.

42, Under some circumstances, statistical computation will not be possible or will likely give
erroneous results. Special means to determine/report an estimated LD30 are available for these

circumstances as follows:

(a) If testing stopped based on criterion (a) in paragraph 33 (ie., a boundary dose was tested
repeatedly), or if the upper bound dose ended testing, then the LD50 is reported to be above the
upper bound. Classification is completed on this basis.

(b) If all the dead animals have higher doses than all the live animals (or if all live animals have
higher doses than all the dead animals, although this is practically unlikely), then the LD50 is
between the doses for the live and the dead animals. These observations give no further
information on the exact value of the LD50. Still, a maximum likelihood LD30 estimate can be
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made provided there is a value for sigma. Stopping criterion (b) int paragraph 33 describes cne
such circumstance.

{c) If the live and dead animals have only one dose in common and all the other dead animals have
higher doses and all the other live animals lower doses, or vice versa, then the LD30 equals their
common dose. If a closely related substance is tested, testing should proceed with a smaller dose

progression.

If none of the above situations occurs, then the L1150 is calculated using the maxinmum likelihood method.

43, Maximum likelihood caleuiation can be performed using either SAS (14) (e.g., PROC NLIN) or
BMDP (15) (e.g., program AR) computer program packages as described in Appendix 1D in Reference 3.
Other computer programs may also be used. Typical instructions for these packages are given in
appendices to the ASTM Standard E 1163-87 (6). [The sigma used in the BASIC program in (6) will need
to be edited to reflect the parameters of this OECD 425 Guideline.] The program’s output is an estimate of
log(LD50) and its standard error. ' '

44. The likelihood-ratio stopping rule (c} in paragraph 33 is based on three measures of test progress,
that are of the form of the likelihood in paragraph 41 with different values for mu. Comparisons are made
after each animal tested after the sixth that does not already satisfy criterion (a) or (b) of paragraph 33. The
equations for the likelihood-ratio criteria are provided in Annex 3. These comparisons are most readily
performed in an automated manner and can be executed repeatedly, for instance, by a spreadsheet routine
such as that also provided in Annex 3. If the criterion is met, testing stops and the LD50 can be calculated

by the maximum likelihood method.

Computation of confidence interval

45.. Following the main test and estimated LD50 calculation, it may be possible to compute interval
estimates for the LD50. Any of these confidence intervals provides valuable information on the reliability
and utility of the main test that was conducted. A wide confidence interval indicates that there is more
uncertainty associated with the estimated LD50. The reliability of the estimated LD50 is low and the
usefulness of the estimated LD50 may be marginal. A narrow interval indicates that there is relatively
little uncertainty associated with the estimated LD50. The reliability of the estimated LD50 is high and the
usefulness of the estimated LD50 is good. This means that if the main test were to be repeated, the new
estimated LID50 should be close to the original estimated 1.D50 and both of these estimates should be close

to the true LD50.

46. Depending on the outcome of the main test, one of two different types of interval estimates of the
true L350 is calculated.

¢  When at least three different doses have been tested and the middle dose has at least one
animal that survived and one animal that died, a profile-likelihood-based computational
procedure is used to obtain a confidence interval that is expected to contain the true LD50
95% of the time. However, because small numbers of animals are expected to be used, the
actual level of confidence is generally not exact (18). The random stopping rule improves the
ability of the test overall to respond to varying underlying conditions, but also causes the
reported level of confidence and the actual level of confidence to differ somewhat (19).

+ If all animals survive at or below a given dose level and all animals die when dosed at the
next higher dose level, an interval is calculated that has as its lower limit the highest dose
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tested where all the animals survive and has as its upper limit the dose level where all the
animals died. This interval is labeled as “approximate.” The exact confidence level
associated with this interval cannot be specifically determined. However, because this type
of response would only ocour when the dose response is steep, in most cases, the true LD50
is expected to be contained within the calculated interval or be very close to it. This interval
will be relatively narrow and sufficiently accurate for most practical use.

In some instances, confidence intervals are reported as infinite, through including either zero as
its lower end or infinity as its upper end, or both. Such infervals, for example, may occur when all animals
die or all animals live. Implementing this set of procedures requires specialized computation which is
either by use of a dedicated program to be available from the USEPA or OECD or developed following
technical details available from the USEPA or OECD (20). Achieved coverage of these intervals and
properties of the dedicated program are described in reports (21) also available through the USEPA.

Test report

48.

The test report must include the following information:

Test substance:

physical nature, purity and,where relevant, physico-chemical properties (including
isomerisation);
identification data, including CAS mumber.

Vehicle (if appropriate):

— justification for choice of vehicle, if other than water.

Test animals:

species/strain used;

microbiological status of the animals, when known;

number, age and sex of animals (including, where appropriate, a rationale for use of
males instead of females);

source, housing conditions, diet, etc.;

Test conditions:

rationale for initial dose level selection, dose progression factor and for follow-up dose

levels
details of test substance formuliation including details of the physical form of the

material administered.;
details of the administration of the test substance including dosing volumes and time of

dosing;
details of food and water quality {including diet type/source, water source).

body weight/body weight changes;
tabulation of response data and dose level for each animal (i.e., animals showing signs
of toxicity including nature, severity, duration of effects, and mortality);

10726
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— individual weights of animals at the day of dosing, in weekly intervals thereafter, and at
the time of death or sacrifice ;

~ time course of onset of signs of toxicity and whether these were reversible for each
animal; .

— necropsy findings and any histopathological findings for each animal, if available;

- LD350 data;

— statistical treatment of results (description of computer routine used and spreadsheet
tabulation of calculations).

Discussion and inierpretation of results.

Conclusions.
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ANNEX i

DEFINITIONS

Acute oral toxicity refers to those adverse effects occurring following oral administration of a single dose
of a substance, or multiple doses given within 24 hours.

Delayed death means that an animal does not die or appear moribund within 48 hours but dies later during
the 14-day observation period.

Dose is the amount of test substance administered. Dose is expressed as weight (g, mg) or as weight of test
substance per unit weight of test animal (e.g. mg/kg).

Dose progression factor, sometimes termed 2 dose spacing factor, refers to the multiple by which a dose is
increased (i.e., the dose progression) when an animal survives or the divisor by which it is decreased when
an animal dies. The dose progression factor is recommended to be the antilog of 1/ (the estimated slope of
the dose response curve). The default dose progression factor is recommended to be 3.2 = antilog 0.5 =

antilog 2.

GHS: Globally Harmonised Classification System for Chemical Substances and Mixtures. A joint activity
of OECD (human health and the environment), UN Committee of Experts on Transport of Dangerous
Goods (physical-chemical properties) and ILO (hazard communication) and co-ordinated by the
Interorganisation Programme for the Sound Management of Chemicals (10MC).

Impending death: when moribund state or death is expected prior to the next planned time of observation.
Signs indicative of this state in rodents could include convulsions, lateral position, recumbence, and

tremor. (See the Humane Endpoint Guidance Document (13) for more details).

LD30 (median lethal oral dose), is a statistically derived single dose of a substance that can be expected to
cause death in 50 per cent of animals when administered by the oral route, The LD50 value is expressed in
terms of weight of test substance per unit weight of test animal (mg/kg).

Limit dose refers to a dose at an upper limitation on testing (2000 or 5000 mg/kg).

Moribund status : being in a state of dying or inability to survive, even if treated. (See the Humane
Endpoint Guidance Document (13) for more details).

Nominal sample size refers to the total mumnber of tested animals, reduced by one less than the number of
tike responses at the beginning of the series, or by the number of tested animals vp to but not including the
pair that creates the first reversal. For example, for a series where X and O indicate opposite animal
outcomes {for instance, X could be: “dies within 48 hours” and O: * survives™) in a pattern as follows:
OO0XX0XO0, we have the total number of tested animals {or sample size in the conventional sense) as 8
and the nominal sample size as 6. This particular example shows 4 animals following a reversal. It is
important to note whether a count in a particular part of the guideline refers to the nominal sample size or
to the total number tested, For example, the maximum actual number tested is 15. When testing is stopped
based on that maximum number, the nominal sample size will be less than or equal to 15. Members of the
nominal sample start with the (r-1)st animal {the animal before the second in the reversal pair) (see reversal

below).
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Predictable death: presence of clinical signs indicative of death at a known time in the future before the
planned end of the experiment, for example: inability to reach water or foed. { See the Humane Endpoint
Guidance Document (13) for more details).

Probit is an abbreviation for the term “probability integral transformation” and a probit dose-response
model permits a standard normal distribution of expected responses (i.e., one centered to its mean and
scaled to its standard deviation, sigma) to doses (typically in a logarithmic scale) to be analyzed as if it
were a straight line with slope the reciprocal of sigma. A standard normal lethality distribution is
symmetric; hence, its mean is also its true LD50 or median response.

Reversal is a situation where nonresponse is observed at some dose, and a response is observed at the next
dose tested, or vice versa (1.e., response followed by nonresponse). Thus, a reversal is created by a pair of
responses. The first such pair occurs at animals numbered r-1 and r.

Sigma is the standard deviation of a log normal curve describing the range of tolerances of test subjects to
the chemical (where a subject is expected capable of responding if the chemical dose exceeds the subject’s
tolerance). The estimated sigma provides an estimate of the variation among test animals in response to a
full range of doses.

See slope and probit.

Stope (of the dose-response curve) is a value related to the angle at which the dose response curve rises
from the dose axis. In the case of probit analysis, when responses are analyzed on a probit scale against
dose on a log scale this curve will be a straight line and the slope is the reciprocal of sigma, the standard
deviation of the underlying test subject tolerances, which are assumed to be normally distributed. See

probit and sigma.

Stopping rule is used in this guideline synonymously with 1} a specific stopping criterion and 2) the
collection of all criteria determining when a testing sequence terminates. In particular, for the main test,
stopping rule is used in paragraph 7 as a shorthand for the criterion that relies on comparison of ratios to a

critical value.
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ANNEX 2
DOSING PROCEDURE
Dose Sequence for Main Test
1. Up-and-Down Dosing Procedure. For each run, animals are dosed, one at a time, usually at 48-

hour intervals. The first animal receives a dose a step below the level of the best estimate of the LD50.
This selection reflects an adjustment for a tendency to bias away from the LD50 in the direction of the
initial starting dose in the final estimate (see paragraph 7 of the Guideline). The overall pattern of
outcomes is expected to stabilize as dosing is adjusted for each subsequent antmal. Paragraph 3 below

provides firrther guidance for choice of dose spacing factor.

2. Default Dose Progression. Once the starting dose and dose spacing are decided, the toxicologist
should list all possible doses including the upper bound (usually 2000 or 5000 mg/kg). Doses that are
close to the upper bound should be removed from the progression. The stepped nature of the TG 425
design provides for the first few doses to function as a self-adjusting sequence. Because of the tendency
for positive bias, in the event that nothing is known about the substance, a starting dose of 175 mg/kg is
recommended. If the default procedure is to be used for the main test, dosing will be initiated at 175
mg/kg and doses will be spaced by a factor of 0.5 on a log dose scale. The doses to be used include 1.75,
5.5, 17.5, 55, 175, 550, 2000 or, for specific regulatory needs, 1.75, 5.5, 17.5, 55, 175, 550, 1750, 5000.
For certain highly toxic substances, the dosing sequence may need to be extended to lower values.

3. In the event a dose progression factor other than the default is deemed suitable, Table 1 provides
dose progressions for whole number multiples of slope, from 1 to 8.
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Table 1 Dose Progressions for OECD Guideline 425
Choose a Slope and Read Down the Column

November 2006

All doses in mg/kg bw
Slope= 1 2 3 4 5 6 7 8
0.175% 0.175% 0.175% 0.175* 0.175* 0.175% 0.175% 0.175%
0.24 0.23
0275 026
0.31 0.34 0.31
0.375 0.375
0.41
0.44 0.47
0.55 0.55 0.55 0.55
(.69 0.65
0.73
0.81 0.82
0.99 0.91 0.97
1.09 i.2
1.26 1.29
L.75 1.75 1.75 175 1.75 1.75 L.75 1.75
24 23
2.75 2.6
3.1 34 31
3.75 3.75
4.4 4.1
4.7
5.5 5.5 5.5 5.5
6.9 6.5
7.3
8.1 8.2
9.9 9.1 9.7
10.9 12
12.6 12.9
17.5 17.5 17.5 17.5 17.5 17.5 17.5 17.5
24 23
27.5 26
31 34 31
16/26
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Table 1 continued

375

55

81

175 175 175

375

550 -

810

1750 1750 1750

5000 5000 5000

44
55

69
99

109
175 175

275
310

440
550

690
990

1090
1750 1750

2750
3100
5000 5000

375

55

82

120

175

260

375

350

820

1200

1750

2600

3750

5000

47

65

91

126
175
240

340

470

650

910

1260

1750

2400

3400

5000

41

55

73

97

129

175

230

310

410

550

730

970

1290

1750

2300

3100

4100
5000

* If lower doses are needed, continue progressions to a lower dose
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ANNEX 3

COMPUTATIONS FOR THE LIKELTHOQOD-RATIO STOPPING RULE

1. As described in Guideline paragraph 33, the main test may be completed on the basis of the first
of three stopping criteria to occur. In any case, even if none of the stopping criteria is satisfied, dosing
would stop when 15 animals are dosed. Tables 2-5 illustrate examples where testing has started with no
information, so the recommended default starting value, 175 mg/kg, and the recommended default dose
progression factor, 3.2 or one half log, have been used. Please note the formatting of these tables is only

illustrative.

2. Table 2 shows how the main test would stop if 3 animals have survived at the limit dose of 2000
mg/kg; Table 3 shows a similar situation when the limit dose of 5000 mg/kg is used. (These illustrate
situations where a Limit Test was not thought appropriate a priori.) Table 4 shows how a particular
sequence of 5 reversals in 6 tfested animals could occur and allow test completion. Finally, Table 5
illustrates a situation where neither criterion (a) nor criterion (b) has been met, a reversal of response has
occurred followed by 4 tested animals, and, consequently, criterion (¢) must be evaluated as well.

3. Criterion (¢} calls for a likelihood-ratio stopping rule to be evaluated after testing each animal,
starting with the fourth tested following the reversal. Three "measwres of test progress" are calculated.
Technically, these measures of progress are likelihoods, as recommended for the maximum-likelihood
estimation of the LDS50. The procedure is closely related to calculation of a confidence interval by a

likelihood-based procedure.

4. The basis of the procedure is that when enough data have been collected, a point estimate of the
L D50 should be more strongly supported than values above and below the point estimate, where statistical
support is quantified using likelihood. Therefore three likelihood values are calculated: a Hkelihood at an
. LD50 point estimate (called the rough estimate or dose-averaging estimate in the example), a likelihood at
a value below the point estimate, and a likelihood at a value above the point estimate. Specifically, the low
value is taken to be the point estimate divided by 2.5 and the high value is taken to be the point estimate

multiplied by 2.5.

5. The likelihood values are compared by caleulating ratios of likelihoods, and then determining
whether these likelihood-ratios (LR) exceed a critical value. Testing stops when the ratio of the likelihood
for the point estimate exceeds each of the other likelihoods by a factor of 2.5, which is taken to indicate
relatively strong statistical support for the point estimate, Therefore two likelihood-ratios (LRs) are
calculated, a ratio of likelihoods for the point estimate and the point estimate divided by 2.5, and a ratio for
the point estimate and the estimate times 2.5,

6. The calculations are easily performed in any spreadsheet with normal probability functions. The
calculations are illustrated in Table 5, which is structured to promote spreadsheet implementation. The
computation steps are illustrated using an example where the upper limit dose is 5000 mg/kg, but the
computational steps are carried out in the same fashion when the upper boundary dose is 2000 mg/ke.
Bmpty spreadsheets preprogrammed with the necessary formulas are available for direct downloading on
the OECD and EPA web sites.

Hypothetical example using an upper limit dose of 5000 m Table 5
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7. In the hypothetical example utilizing an upper boundary dose of 5000 mg/kg, the LR stopping
criterion was met after nine animais had been tested. The first “reversal” occurred with the 3rd animal
tested. The LR stopping criterion is checked when four animals have been tested following the reversal.
In this example, the fourth animal tested following the reversal is the seventh animal actually tested.
Therefore, for this example, the spreadsheet calculations are only needed after the seventh animal had been
tested and the data could be entered at that time. Subsequently, the LR stopping criterion would have been
checked after testing the seventh animal, the eighth animal, and the ninth. The LR stopping criterion is
first satisfied after the ninth animal is tested in this example,

A. Enter the dose-response information animal by animal.

Column 1.  Steps are numbered 1-15. No more than 15 animals may be tested.

Column 2.  Place an I in this column as each animal is tested.

Column 3.  Enter the dose received by the i* animal.

Column 4. Indicate whether the animal responded {shown by an X) or did not respond {shown by an O).

B. The nominal and actual sample sizes.

8. The nominal sample consists of the two animals that represent the first reversal (here the second
and third animals), ptus all animals tested subsequently. Here, Column 5 indicates whether or not a given

animal is included in the nominal sample.

The nominal sample size (nominal #) appears in Row 16. This is the nurnber of animals in the nominal

sample. In the example, nominal # is 8.
The actual number tested appears in Row 17,

C. Rough estimate of the TLD50,

9. The geometric mean of doses for the animals in the current nominal sample is used as a rough
estimate of the LD50 from which to gauge progress. In the table, this is called the “dose-averaging
estimator.” Tt is updated with each animal tested. This average is restricted to the nominal sample in order
to allow for a poor choice of initial test dose, which could generate either an initial string of responses or
an initial string of nonresponses. (However, the results for all animals are used in the likelihood
calculations for final LD350 calculation below.) Recall that the geometric mean of #» numbers is the product
of the » numbers, raised to a power of 1/n.

The dose-averaging estimate appears in Row 18 (e.g., (175 * 550 * ... * 1750 )"* = 1292.78).
Row 19 shows the logarithm (base 10) of the value in Row 18 (e.g., log|o 1292.8 =3.112).

D. Likelihood for the rough 1D50 estimate.

10. Likelihood is a statistical measure of how strongly the data support an estimate of the LD50 or
other parameter. Ratios of likelihood values can be used to compare how well the data support different
estimates of the LD50.

11. In column 8 calculate the likelihood for Step C’s rough LD50 estimate. The likelihood (Row 21)
is the product of likelihood contributions for individual animals (see Guideline paragraph 41). The
likelihood contribution for the i™ animal is denoted L.

12, In column 7 enter the estimate of the probability of response at dose d, denoted P, F; is
calculated from a dose-response curve. Note that the parameters of a probit dose-response curve are the
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stope and the LD5(), so values are needed for each of those parameters. For the LD50 the dose-averaging
estimate from Row 18 is used, For the slope in this example the default vaiue of 2 is used. The following

steps may be used to calculate the response probability .
1. Calculate the base-10 log of dose 4, (Column 6).

2. For each animal calculate the z-score, denoted Z; (not shown in the table), using the formulae
sigma =1/ slope,
Zi=(logio{ d;) - logo( LD50Y) / sigma

For example, for the first animal (Row 1),

sigma=1/2
Z;=(2.243-3.112)/0.500=-1.738

3. For the i" dose the estimated response probability is
P=F(Z)

where F denotes the cumulative distribution function for the standard normal distribution (i.e., the normal
distribution with mean 0 and variance [}.

For example (Row 1),
P =F(-1.738)=0.0412

The function F (or something very close) is ordinarily what is given for the normal distribution in
statistical tables, but the function is also widely available as a spreadsheet function. It is available under
different names, for example the @NORMAL function of Lotus 1-2-3 (1) and the @NORMDIST function
in Excel (2). To confirm that you have used correctly the function available in your software, you may

wish to verify familiar values such as F(1.96) = 0.975 or F(1.64) = 0.95,

13. Column 8. Calculate the natural log of the likelihood contribution (In( Z; )). Z; is simply the
probability of the response that actually was observed for the i animal:

responding animals: In{ L;}=In{F )
non-responding animals: In{ L;)=In{1-F)

Note that here the natural logarithm (In} is used, whereas elsewhere the base-10 (common)
logarithm was used. These choices are what are ordinarily expected in a given context.

. The steps above are performed for each animal. Finally:
Row 20: Sum the log-likelihood contributions in Colummn 8.
Row 21: Calculate the likelihood by applying the exp function applied to the log-likelthood value in Row
20 (e.g., exp(-3.389) = ¢>** = 0.0337).

E. Calculéte likelihoods for two dose values above and below the rough estimate.

14. If the data permit a precise estimate, then one expects the likelthood should be high if the
estimate is a reasonable estimate of the L1350, relative to likelihoods for values distant from this estimate.
Compare the likelihood for the dose-averaging estimate (1292.8, Row 18) to values differing by a factor of
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2.5 from that value (i.e., to 1292.8%2.5 and 1292.8/2.5). The calculations (displayed in Columns 9-12) are
carried out in a fashion similar to those described above, except that the values 517.1 (=1292.8/2.5) and
3232.0 (=1292.8*2.5) have been used for the LD50, instead of 1292.8. The likelihoods and log-likelihoods

are displayed in Rows 20-21.

F. Calculate likelihood-ratios.

15. The three likelihood values (Row 21) are used to calculate two likelihood-ratios (Row 22). A
likelihood-ratio is used to compare the statistical support for the estimate of 1252 8 to the support for each
of the other values, 517.1 and 3232.0. The two likelihood-ratios are therefore:

LR1 = [likelihood of 1292.8] / [likelikood of 517.1]
=0.0337 / 0.0080
=4.21

and
LR2 = [likelihood of 1292.8] / [likelihood of 3232.0]

=0.0337/0.0098

=3.44
G. Determine if the likelihood-ratios exceed the critical value,
16. High likelithood-ratios are taken to indicate relatively high support for the point estimate of the
LD50. Both of the likelthood-ratios calculated in Step F (4.21 and 3.44) exceed the critical likelihood-

ratio, which is 2.5. Therefore the LR stopping criterion is satisfied and testing stops. This is indicated by a
TRUE in Row 24 and a note at the top of the example spreadsheet that the LR criterion is met,

LITERATURE

(N Lotus Development Corporation (1999). Lotus® 1-2-3. Version 9.5, Millenium Edition.
Cambridge, MA, USA.

(2) Microsoft Corporation (1985-1997). Microsoft® Excel Version 5.0 or later. Seattle, WA, USA.
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Table 2. Example of stopping criterion (a) using 2000 mg/kg.
A7|Stop after animal #5 because 3 animals survive at limit of
2000 myrkg (#3-25),
4 2 3 4 5 6 7 8 a 10 - 11 12
Step {Hnclude;; Dose [{X)Jresponse | Included log10 |LD5S0O = #OIVin! 'EEI_{SO = #DIVI0! |LD5) = #DIV/01 |
{E)xclude {O)nen-resp. [ In nominal| Dose |Prob.of  likelthood Probboi} llkelihood|Prob. of likellhood
n response contribn. [respons ntribn. [response <ontribn.
CK {In Lf} \% Li) (In L)
1 I 175 O no 2.2430 HDIVIQ! #HOIVIO) #OIVIOY #DIVIGL.| #DIVIOl #DIVIOL
2 [ 550 o no 2.7404 #DIViQ! #HOIVID) #OIVIDl #DIVIQ! \#lllvml #DIV/0)
3 I 2000 O no 3.3010 HDIV/OE #DEV/ID! #DIVID] #DIVIO! #D 1 #DIVIOL
4 [ 2000 o) no 3.3010 HOIV/IQE #DEIV/ID! #DIVIDY #DIV/Q! #DIviol #DIV/0!
5 I 2000 (o) no 3.3010 #OHIV/OE #DIViIQ! #DIVIO! #DIV{O! #DIviol ol
€ E - llgnore all calcylation celis. No reversal in direction of response. ]
7 E - . -
8 E - - - - - - -
9 E - - - - - - -
10 E - - - - - - -
11 E - - - - - - -
12 E = - = - - - -
13 K Maximum Likelihood Calcutations . - - -
14 E ;annclte I;E mmﬁlehed. LI¥50 is greater . - _ .
15 E an mo/kyg. . _ - .
Nominal Sample size = D /
Actual number tested = 5 i

Calculated maximum Ilkelihood estimate of LD50 =

none
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Table 3. Example of stopping criterion {a) using 5000 mgrkg.

5000 myg/kg (#4-%6).

Stop after animal #6 because 3 animals survive at limit of j

1 2 3

4 5 [ 7 8 9 10 11 12
Step {hnclude; ) Dose {{(X)response | included leg10 LD50 = ~#DIVID! IE'EEso = #DH/01 JLD50 = #DIVI0!
(E}xclude {O)non-resp. |in nominal] Doss |Prob.of  likeliheod|Prob: likelihood|Prob. of  liketihood
n response contribn, {response. contribn. {response contribn.
oK {In L}) Li) {in L7}
1 I 178 (o) no 2.2430 #DIVIO! #DIvr0! #Dﬁﬂol #mwoz\ #DIV/OY #DIV/O!
2 I 550 O no 27404 #DIvV/o! #DIVIG! | #DIViO!  #DIviOl T~#DIVIOY  B#DYVIOL
3 I 1750 G no 3.2430 #DIVI0! #DIVAO! | #DIViol  #DIV/O! | #DIV/OL  #DIV/OL
4 i 5000 v ne 3.6990 #DIvio) #DIVAD! | #DIVIO!  #DIVIO! | #DIV #DIV/D)
5 1 5000 O no 3.6990 #DIviO! #DIVIOL | #DIVIQ1  HDIVIO! #DIV}N:IO!
G | 5000 o] no 3.6990 #DIvio! #DIVIOL | #DIVi! . #DIv/01 | ¥DIVIO1  #D LQ!
7 E - Ignore all ealoulation cells. No reversat in direction of responsea,
8 E -
9 E - - - - - - -
10 E - - - . - . -
11 E - - - - - - -
12 F - IMaximpm Likelihcod Caleulations - " -
13 08 . Neanrot be completed, LDS0 15 - - -
14 E - ;' greater than 5000 mgrkg. - - -
15  E - [ — * = - - -
Nominal Sample size = 0 /
Actual number tested = 6 }

Cailculated maximum likellhood estimate of LOS0 =

none
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Table 4. Example of stopping criterion (b)
Stop after animal #7 because 5 reversals in 6
consecutive animals tested {(#2-#7).
1 2 3 4 5 6 I 8 9 10 . 12
Step {l}nclude;] Dose[(X)response | Included fog10 |LD50= 31.0 LD50 = 12.4 JLD50 = T7.6
(E)xclude (O)non-resp. |in nominal{ Dose [Prob. of likelihood|Prab. of likelihood|Prob. of likelihood
n response contribn. [response contribn. jrespanse contribn.
OK {in Li) (In Li) : (in Li)
1 A 175 X no 2.2430 0.9335 * -0.0688 0.9892 <0.0108 0.7602 02742
2 1 55 X yes 1.7404 0.6905 ~0.3703 0.9020 ~-0.1031 0.382¢ -0.9607
.3 | 17.5 O yes 1.2430 0.3095 -0.3703 G.6174 ~0.9607 0.0580 «(.1031
4 1 1 X yes 1.7404 0.6905 -0.3703 0.8020 ~0.1031 0.3826 -0.9607
& I 17.5 O yes 1.2430 0.3095 -0.3703 0.6174 -0.9607 0.0930 -0.1031
6 I 55 X yes 1.7404 0.6905 -0.3703 0.9020 -0,1031 0.3826 -0.9607
7 4 17.5 O yes 1.2430 0.3095 -0.3702 0.6174 -0.9607 0.0980C -0.1031
8 E - - - - - - -
9 E - - - - . - .
10 E - - - - - - -
11 E - - - - - - -
12 E - - - - . “ -
13 E - - - - - - -
14 E - - - - - - -
15 E - - - - - - -
Nominal Sample slze = 6
Actual number tested = 7
Dose-averaging estimator 31.02
log10 = - 1.492
log-likelihood suwms: -2.2906 -3.2021 -31.4655
likelihoods: 0. 1012 0.0407 0.0313
likelihood ratios: . - 2.4880 3.2378
Individual ratios exceed critical value? critical= 2.5 Automated calculation; not \FA.LS_E TRUE
Both ratios excesd critical valua? N relevant to this case. FALS '
Galculated maxirum likelihcod estimate of LD50 = 29.6 |Final estimale obtained from Maximum Likelihood Calculations |
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Table 5. Example of stopping criterion (c)
& TStop when LR criterlon Is first met, here at antmal #95. I
Check LR criterion 'starting at animal #6.
[Assumed slope | 2] sigma = | 0.5] Parameters of convergence critarion
. critical LR 2.5
[Result: The LR criterion is met 1 factor of LDS50 75
1 2 3 4 5 1] T B8 o 10 11 12
Step {iynclude;| Dose [(X)respon=se | included log1o Contrib.to [LDSD = 1292.& [LD50 = 517.1 LD50 = 3232.0
{E)xclude [(O)non-resp. {in nominall Dose DAE Prob, of likelihoolerob. of likelihood|Prob. of likelihood
n rasponse contribn. |response contribn. Jresponse contribn.
QK (In L7} {In Li) {In L1}
1 [ 175 o no 2.2430 0.0000 0.0412 ~(. 042 0733 <0.1903 0.0057 ~0,0057
4 | § 550 o yes 2. 74048 2.7404 0.2289 ~0.2600 o0.5214 =0.7368 0.0620 (. 0630
3 L 1750 o ves 3.2430 3.2430 0.6037 «0.5046 G.8552 -0, 1564 02971 -1.2138
4 [} 5540 Q ves 2.7404 2.7404 B.2289 ~0.2600 ¢.5214 -0, 73658 00,0520 -0.0640
5 I 1750 x yes 3.2430 3.2430 0.6037 =0.5046 ¢.8582 =-0.15664 0,297 «1,2138
6 1 550 L& vas 2.7404 2.7404 0.2289 =-0.2600 0.5214 -0.7368 0.0620 -0.0640
s 1 1150 O yes 3.2430 3.2430 0.6037 =-0.9267 o.8552 =-1.9323 0.2971 «0. 3528
8 1 5000 X ves 3.6990 3.6990 0.8800 01279 09756 -0.0247 0.6477 -0.4344
9 1 1750 X ves 3.2430 3.2430 0.6037 -0.50646 0.8552 -0.1564 0.2974 -1.2138
10 B - 0.0000 - - - - - -
11 E - 0.0000 - - - - - -
12 E - 0.0000 - - - - - -
13 E - 0.0000 - - - - - -
14 E - 0.0000 - - - - - -
15 E - 0.0000 - - - - - -
Nominal Sample sixe = 8
Actual number tested = 9
Dosea-avaraging estimator 1292.78
log10 = 3.112
log-liketlihood sums: -3.3894 -4 BET0 «3.6260
likellhoods: 0.0337 Q.0080 D.00938
likellhocd ratios: 4.2104 3.4436
Individual ratias exceed critical value? criticaks= 2.5 TRUE TRUE
Both ratlos exceed critical value? TRUE
25/26
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ANNEX 4

CRITERIA FOR CLASSIFICATION OF TEST SUBSTANCES WITH EXPECTED
LD50 VALUES EXCEEDING 2000 MG/KG WITHOUT THE NEED FOR TESTING

L. Criteria for hazard Category 5 are intended to enable the identification of test substances which
are of relatively low acute toxicity hazard but which, under certain circumstances may present a danger to
vulnerable populations. These substances are anticipated to have an oral or dermal 1.D50 in the range of
2000-5000 mg/kg or equivalent doses for other routes. Test substances could be classified in the hazard
category defined by: 2000 mg/kg<LD50<5000 mg/kg (Category 5 in the GHS) in the following cases:

a) if reliable evidence is already available that indicates the LD50 to be in the range of Category 3
values; or other animal studies or toxic effects in humans indicate a concern for human health of an

acute nature.

b) through extrapolation, estimation or measurement of data if assignment to a more hazardous
category is not warranted, and
. reliable information is available indicating significant toxic effects in humans, or
. any mortality is observed when tested up to Category 4 values by the oral route, or
. where expert judgement confirms significant clinical signs of toxicity, when tested up to
Category 4 values, except for diarrhoea, piloerection or an ungroomed appearance, or
. where expert judgement confimms reliable information indicating the potential for

significant acute effect from the other animal studies.

TESTING AT DOSES ABOVE 2000 MG/KG

2. Recognising the need to protect animal welfare, testing in animals in Category 5 ranges is
discouraged and should only be considered when there is a strong likelihood that results of such a test
would have a direct relevance for protecting human health.

26/26
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Adopted:
17" December 2001

OECD GUIDELINE FOR TESTING OF CHEMICALS

Acute Oral Toxicity — Acute Toxic Class Method

INTRODUCTION

1. OECD Guidelines for the Testing of Chemicals are periodically reviewed in the light of scientific
progress or changing assessment practices. The original Guideline 423 was adopted in March 1996 as the
second alternative to the conventional acute toxicity test, described in Test Guideline 401. Based on the
recommendations of several expert meetings, revision was considered timely because: i} international
agreement has been reached on harmonised LD50 cut-off values for the classification of chemical
substances, which differ from the cut-ofts recommended in the 1996 version of the Guideline, and ii)
testing in one sex (usually females) is now considered sufficient.

2., The acute toxic class method (1) set out in this Guideline is a stepwise procedure with the
use of 3 animals of a single sex per step. Depending on the mortality and/or the moribund status
of the animals, on average 2-4 steps may be necessary to allow judgement on the acute toxicity
of the test substance. This procedure is reproducible, uses very few animals and is able to rank
substances in a similar manner to the other acute toxicity testing methods (Test Guidelines 420
and 425). The acute toxic class method is based on biometric evaluations (2)(3)(4)(5) with fixed
doses, adequately separated to enable a substance to be ranked for classification purposes and

" hazard assessment. The method as adopted in 1996 was extensively validated in vivo against
LD50 data obtained from the literature, both nationally (6) and internationally (7).

3. Guidance on the selection of the most appropriate test method for a given purpose can be
found in the Guidance Document on Acute Oral Toxicity Testing (8). This Guidance Document
also contains additional information on the conduct and interpretation of Test Guideline 423.

4, Definitions used in the context of this Guideline are set out in Annex 1.
INITIAL CONSIDERATIONS
5. Test substances, at doses that are known to cause marked pain and distress due to corrosive or

severely irritant actions, need not be administered. Moribund animals, or animals obviously in pain or
showing signs of severe and enduring distress shall be humanely killed, and are considered in the
interpretation of the test results in the same way as animals that died on test. Criteria for making the
decision to kill moribund or severely suffering animals, and guidance on the recognition of predictable or
impending death, are the subject of a separate Guidance Document (9).

6, The method uses pre-defined doses and the results allow a substance to be ranked and classified
according to the Globally Harmonised System for the classification of chemicals which cause acute
toxicity (10).

1/14
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7. In principle, the method is not intended to allow the calculation of a precise LDsy, bt does allow
for the determination of defined exposure ranges where lethality is expected since death of a proportion of
the animals is still the major endpoint of this test. The method allows for the determination of an LD50
value only when at least two doses result in mortality higher than 0% and lower than 100%. The use of a
selection of pre-defined doses, regardless of test substance, with classification explicitly tied to number of
animals observed in different states improves the opportunity for laboratory io laboratory reporting

comnsistency and repeatability,

8. The testing laboratory should consider all available information on the test substance prior to
conducting the study. Such information will include the identity and chemical structure of the substance;
its physico-chemical properties; the result of any other in vive or in vitro toxicity tests on the substance;
toxicological data on the structurally related substances; and the anticipated use(s) of the substance. This
information is necessary to satisfy all concerned that the test is relevant for the protection of human health
and will help in the selection of the most appropriate starting dose.

PRINCIPLE OF THHE TEST

0. 1t is the principle of the test that, based on a stepwise procedure with the use of a minimum
mumber of animals per step, sufficient information is obtained on the acute toxicity of the test substance to
enable its classification. The substance is administered orally to a group of experimental animals at one of
the defined doses. The substance is tested using a stepwise procedure, each step using three animals of a
single sex (normally females). Absence or presence of compound-related mortality of the animals dosed at
one step will determine the next step, i.e.;

— no further testing is needed,
— dosing of three additional animals, with the same dose
— dosing of three additional animals at the next higher or the next lower dose level.

10. Details of the test procedure are described in Annex 2. The method will enable a judgement with
respect to classifying the test substance to one of a series of toxicity classes defined by fixed LD50 cut-off
values.

DESCRIPTION OF THE METHOD

Selection of animal species

11. The preferred rodent species is the rat, although other rodent species may be used. Nommally
females are used (9). This is because literature surveys of conventional LD50 tests show that, although
there is little difference in sensitivity between the sexes, in those cases where differences are observed
females are generally slightly more sensitive (11). However if knowledge of the toxicological or
toxicokinetic properties of structurally related chemicals indicates that males are likely to be more
sensitive, then this sex should be used. When the test is conducted in males adequate justification should

be provided.

12. Healthy voung adult animals of commonty used laboratory strains should be employed. Females
should be nulliparcus and non-pregnant. Each animal, at the commencement of its dosing, should be
between 8 and 12 weeks old and its weight should fall in an interval within + 20 % of the mean weight of

any previously dosed animals.
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Housing and feeding condifions

13, The temperature in the experimental animal room should be 22°C (+ 3°C). Although the relative
humidity should be at least 30% and preferably not exceed 70% other than during room cleaning the aim
should be 50-60%. Lighting should be artificial, the sequence being 12 hours light, 12 hours dark. For
feeding, conventional laboratory diets may be used with an unlimited supply of drinking water. Animals
may be group-caged by dose, but the number of animals per cage must not interfere with clear observations

of each animal.

Preparation of animals

_ 14, The animals are randomly selected, marked to permit individual identification, and kept in their
cages for at Jeast 5 days prior to dosing to allow for acclimatisation to the laboratory conditions.

Preparation of deses

15. In general test substances should be administered in a constant volume over the range of doses to
be tested by varying the concentration of the dosing preparation. Where a liquid end product or mixture is
to be tested however, the use of the undiluted test substance, ie at a constant concentration, may be more
relevant to the subsequent risk assessment of that substance, and is a requirement of some regulatory
authorities. In either case, the maximum dose volume for administration must not be exceeded. The
maximum volume of liquid that can be administered at one time depends on the size of the test animal. In
rodents, the volume should not normally exceed ImE/100g of body weight: however in the case of aqueous
solutions 2 mL/100g body weight can be considered. With respect to the formulation of the dosing
preparation, the use of an aqueous solution/suspension/emulsion is recommended wherever possible,
followed in order of preference by a solution/suspension/emulsion in oil (e.g. corn oil) and then possibly
solution in other vehicles. For vehicles other than water the toxicological characteristics of the vehicle
should be known. Doses must be prepared shortly prior to administration unless the stability of the
preparation over the period during which it will be used is known and shown to be acceptable.

PROCEDURE

Administration of doses.

16. The test substance is administered in a single dose by gavage using a stomach tube or a suitable
intubation cannla, In the unusual circumstance that a single dose is not possible, the dose may be given in

smaller fractions over a period not exceeding 24 hours.

17. Animals should be fasted prior te dosing (e.g. with the rat, food but not water should be withheld
over-night, with the mouse, food but not water should be withheld for 3-4 hours). Following the period of
fasting, the animals should be weighed and the test substance administered. After the substance has been
administered, food may be withheld for a further 3-4 hours in rats or 1-2 hours in mice. Where a dose is
administered in fractions over a period it may be necessary to provide the animals with food and water

depending on the length of the period.

Number of animals and dose levels
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18. Three animals are used for each step. The dose level to be used as the starting dose is selected
from one of four fixed levels, 5, 50, 300 and 2000 mg/kg body weight. The starting dose level should be
that which is most likely to produce mortality in scme of the dosed animals. The flow charts of Annex 2
describe the procedure that should be foilowed for each of the starting doses.

19. When available information suggests that mortality is unlikely at the highest starting dose level
{2000 mg/kg body weight), then a limit test should be conducted. When there is no information on a
substance to be tested, for animal welfare reasons it is recommended to use the starting dose of 300 mg/kg

body weight.

20 The time interval between treatment groups is determined by the onset, duration, and severity of
toxic signs, Treatment of animals at the next dose, should be delayed until one is confident of survival of

the previously dosed animals.

21.  Exceptionally, and only when justified by specific regulatory needs, the use of additional upper
dose level of 5000 mg/kg body weight may be considered (see Annex 3). For reasons of animal welfare
concern, testing of animals in GHS Category 5 ranges (2000-5000mg/kg) is discouraged and should only
be considered when there is a strong likelihood that results of such a test have a direct relevance for
protecting human or animal health or the environment.

Limit test

22, The limit test is primarily used in situations where the experimenter has information indicating
that the test material is likely to be nomtoxic, ie., having toxicity only above regulatory limit doses.
Information about the toxicity of the test material can be gained from knowledge about similar tested
compounds or similar tested mixtures or products, taking into consideration the identity and percentage of
components known to be of toxicological significance. In those sifuations where there is little or no
information about its toxicity, or in which the the test material is expected to be toxic, the main test should

be performed.

23. A limit test at one dose level of 2000 mg/kg body weight may be carried out with six animals
(three animals per step). Exceptionally a limit test at one dose level of 5000 mg/kg may be carried out
with three animals (see Annex 3). If test substance-related mortality is produced, further testing at the next
lower level may need to be carried out.

OEBSERVATIONS

24, Animals are observed individually after dosing at least once during the first 30 minutes,
periodically during the first 24 hours, with special attention given during the first 4 hours, and daily
thereafter, for a total of 14 days, except where they need to be removed from the study and humanely
killed for animal welfare reasons or are found dead. However, the duration of observation should not be
fixed rigidly. It should be determined by the toxic reactions, time of onset and length of recovery petiod,
and may thus be extended when considered necessary. The times at which signs of toxicity appear and
disappear are important, especially if there is a tendency for toxic signs to be delayed (12). All
observations are systematically recorded with individual records being maintained for each animal.

25, Additional observations will be necessary if the animals continue to display signs of toxicity.
Observations should include changes in skin and fur, eves and mucous membranes, and also respiratory,

circulatory, autonomic and central nervous systems, and somatomotor activity and behaviour pattern.
Attention should be directed to observations of tremors, convulsions, salivation, diarrhoea, lethargy, sleep
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and coma. The principles and criteria summarised in the Humane Endpoints Guidance Document (9)
should be taken into consideration. Animals found in a moribund condition and animals showing severe
pain or enduring signs of severe distress should be humanely killed. When animals are killed for humane
reasons or found dead, the time of death should be recorded as precisely as possible.

Body weight

26. Individual weights of animals should be determined shortly before the test substance is
administered, and at least weekly thereafter. Weight changes should be calculated and recorded. At the end
of the test surviving animals are weighed and humanely killed.

Pathojogy

27. All test animals (including those that die during the test or are removed from the study for animal
welfare reasons) should be subjected to gross necropsy. All gross pathological changes should be recorded
for each animal. Microscopic examination of organs showing evidence of gross pathology in animals
surviving 24 or more hours may also be considered because it may yield useful information.

DATA AND REPORTING
Data
28. Individual animal data should be provided. Additionally, all data should be summarised in

tabular form, showing for each test group the number of animals used, the number of animals displaying
gigns of toxicity, the number of animals found dead during the test or killed for humane reasons, time of
death of individual animals, a description and the time course of toxic effects and reversibility, and

necropsy findings.
Test report
29, The test report must include the following information, as appropriate:

Test substance:
— physical nature, purity, and, where relevant, physico-chemical properties (including
isomerisation);
- identification data, including CAS number.
Vehicle (if appropriate):
— justification for choice of vehicle, if other than water,
Test animals:

— species/strain used;
- microbiological status of the animals, when known;
— number, age, and sex of animals (including, where appropriate, a rationale for the use
of males instead of females);
— source, housing conditions, diet etc.
Test conditions:

— details of test substance formulation including details of the physical form of the
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material administered;

— details of the administration of the test substance including dosing volumes and
time of dosing;

— details of food and water quality (including diet type/source, water source);

— the rationale for the selection of the starting dose.

Results:

— tabulation of response data and dose level for each animal (i.e. animals showing signs
of toxicity including mortality; nature, severity, and duration of effects);

— tabulation of body weight and body weight changes;

— individual weights of animals at the day of dosing, in weekly intervals thereafter, and
at the time of death or sacrifice;

— date and time of death if prior to scheduled sacrifice;

— time course of onset of signs of toxicity, and whether these were reversible for each
animal;

— necropsy findings and histopathological findings for each animal, if available.

Discussion and interpretation of results.

Cenclusions.
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ANNEX 1
DEFINITIONS

Acute oral toxicity refers to those adverse effects occurring following oral administration of a single dose
of a substance, or multiple doses given within 24 hours.

Delayed death means that an animal does not die or appear moribund within 48 hours but dies later during
the 14-day observation period.

Dose is the amount of test substance administered. Dose is expressed as weight of test substance per unit
weight of test animal (e.g. mg/kg).

GHS: Globally Harmeonised Classification System for Chemical Substances and Mixtures. A joint activity
of OECD (human health and the environment), UN Committee of Experts on Transport of Dangerous
Goods {physical-chemical properties) and ILO (hazard comununication) and co-ordinated by the
Interorganisation Programme for the Sound Management of Chemicals (IOMC).

Impending death: when moribund state or death is expected prior to the next planned time of observation.
Signs indicative of this state in rodents could include convulsions, lateral position, recumbence, and tremor

{See the Humane Endpoint Guidance Document (9) for more details).

LD50 (median lethal oral dose) is a statistically derived single dose of a substance that can be expected to
cause death in 50 per cent of animals when administered by the oral route. The LD50 value is expressed in
terms of weight of test substance per unit weight of test animal (mg/kg).

Limit dose refers to a dose at an upper limitation on testing (2000 or 5000 mg/kg).

Moribund status: being in a state of dying or inability to survive, even if treated (See the Humane Endpoint
Guidance Document (9) for more details).

Predictable death: presence of clinical signs indicative of death at a known time in the future before the
planned end of the experimen ; for example: inability to reach water or food. (See the Humane Endpoint
Guidance Document (9) for more details).
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ANNEX 2

PROCEDURE TO BE FOLLOWED FOR EACH OF THE STARTING DOSES

GENERAL REMARKS

1. For each starting dose, the respective testing schemes as included in this Annex outline the
procedure to be followed.

Annex 2 a: Starting dose is 5 mg/kg bw
Annex 2 b: Starting dose is 50 mg/kg bw
Annex 2 c: Starting dose is: 300 mg/kg bw
Annex 2 d; Starting dose is: 2000 mg/kg bw

Depending on the number of humanely killed or dead animals, the test procedure follows the indicated
AITOWS.
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ANNEX 2a: TEST PROCEDURE WITH A STARTING DOSE OF 5 MG/KG BODY WEIGHT

5mg/kg
3 animals

2-3 0-1

PRSI
Sk

I
i
i

i i
Jita

50mg/kg
3 animals
2.3 0-1
SRACITEG
D &

300mg/kyg
3 animals

2-3 0-1

2000mg/kg
3 animals

2-3

0-1

£g xipuaddy 1ioday voupniag poyiopy 1831 W¥ADII

- per step three animals of a single sex { nermally females ) are used
-0,1,2,3: Number of moribund or dead animals at each step
« GHS: Globally Harmonlzed Classification System {mg/kg b.w.)

=« ; unclassified .
- Testing at 5000 mg/kg b.w.: see Annex3
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ANNEX 2b: TEST PROCEDURE WITH A STARTING DOSE OF 50 MG/KG BODY WEIGHT

5mg/kg 50mg/kg

300mg/kg
3 animals

2000mgrkg
3 animals

3 animais

COD
D
GHS
‘ L
3 (at 50
at(the ’1‘?t step other 1 0
LD5G cut-off
mgfkg b.w.

-per step three animals of a single sex { normally females } are used
-0,1,2,3: Number of moribund or dead animals at each step
- GHS; Globally Harmonized Classification System (mg/kg b.w.)

« oo ¢ unclassified
- Testing at 5000 mg/kg b.w.: see Annex 3
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ANNEX 2¢: TEST PROCEDURE WITH A STARTING DOSE OF 300 MG/KG BODY WEIGHT

5mg/ky 50mag/kg
3 animals 3 animals
2-3 0-1 2-3 0-1

300mgikg 2000mg/ky
3 animals 3 animals

2-3 0-1 2-3 0-1
T i 5 ! i ] ;‘) xg

E Mg%w%, -
05 g - -
B(at 50) ather 3(at 300)
t 1% step at 1% step

other 3 2 1

- per step three animals of a single sex (normally fetnales ) are used
-01,2,3: Number of mortbund or dead animals at each step
- GHS: Globally Harmonized Classification System (mg/kg b.ow.}

~ w : unclagsified
- Testing at 5000 my/kg b.w.: see Annex 3
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ANNEX 2d: TEST PROCEDURE WITH A STARTING DOSE OF 2000 MG/KG BODY WEIGHT

5mg/kg

50mg/kg
3 animals

3 animals

300mag/kg
3 animals

2000mg/ky
3 animals

GHS

5
3(at 50) other 3(at 300 other 3 other 1
at 1 step (01300 (at 2000) [(at 2000}

at 1™ steplat 17 step

LB50 cut ~off

ma/kg b.w.
- per step three animals of a single sex ([ normally females ) are used . = : unclassified
«0,1,2,3: Numberof moribund or dead animais at each step . Testing at 5000 kg bow.: see Annex 3
-GHS: Globally Harmonized Classification System (mg/kg b.w.) 4 matkd bw.: see Annex
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ANNEX 3

CRITERIA FOR CLASSIFICATION OF TEST SUBSTANCES WITH EXPECTED LDSs0
VALUES EXCEEDING 2000 MG/KG WITHOUT THE NEED FOR TESTING

1. Criteria for hazard Category 5 are intended to enable the identification of test substances which
are of relatively low acute toxicity hazard but which, under certain circumstances may present a danger to
vulnerable populations. These substances are anticipated to have an oral or dermal LD50 in the range of
2000-5000 mg/kg or equivalent doses for other routes. The test substance should be classified in the
hazard category defined by: 2000mg/kg<LD50<5000mg/kg (Category 5 in the GHS) in the following
cases:

a) If directed to this category by any of the testing schemes of Annex 2a-2d, based on mortality
incidences;

b) if reliable evidence is already available that indicates the LD50 to be in the range of Category 5
values, or other animal studies or toxic effects in humans indicate a concern for human health of an

acute nature.

¢) Through extrapolation, estimation or measurement of data if’ assignment to a more hazardous
category is not warranted, and

. reliable information is available indicating significant toxic effects in humans, or
any mortality is observed when tested up to Category 4 values by the oral route, or

. where expert judgement confirms significant clinical signs of toxicity, when tested up to
Category 4 values, except for diarrhoea, piloerection or an ungroomed appearance, or
. where expert judgement confirms reliable information indicating the potential for

significant acute effects from the other animal studies.

TESTING AT DOSES ABOVE 2000 MG/KG

2, Recognising the need to protect animal welfare, testing of animals in Category 5 (5000 mg/kg)
ranges is discouraged and should only be considered when there is a strong likelihood that results of such a
test have a direct relevance for protecting human or animal health (10). No further testing should be

conducted at higher dose levels,

3. When testing is required a dose of 5000mg/kg, only one step (i.e. three animals) is required. If
the first animal dosed dies , then dosing procedes at 2000mg/kg in accordance with the flow charts in
Annex 2. If the first animal survives, two further animals are dosed. If only one of the three animal dies ,
the LD50 value is expected to exceed 5000mg/kg. If both animals die, then dosing proceeds at

2000mg/kg.
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OECD GUIDELINE FOR TESTING OF CHEMICALS

Acute Oral Toxicity — Fixed Dose Procedure

INTRODUCTION

L. OECD Guidelines for the Testing of Chemicals are periodically reviewed in the light of scientific
progress or changing assessment practices. The original Guideline 420 was adopted in July 1992 as the
first alternative to the conventional acute toxicity test, described in Test Guideline 401. Based on the
recommendations of several expert meetings, revision was considered timely because: i) international
agreement had been reached on harmonised LD30 cut-off values for the classification of chemical
substances, which differ from the cut-offs recommended in the 1992 version of the Guideline, and ii)
testing in one sex (usually females) is now considered sufficient.

2. Traditional methods for assessing acute toxicity use death of animals as an endpoint. In 1984, a
new approach to acute toxicity testing was suggested by the British Toxicology Society based on the
administration at a series of fixed dose levels (1). The approach avoided using death of animals as an
endpoint, and relied instead on the observation of clear signs of toxicity at one of a series of fixed dose
levels. Following UK (2) and international (3) in vive validation studies the procedure was adopted by the
Council as a Test Guideline in 1992. Subsequently, the statistical properties of the Fixed Dose Procedure
have been evaluated using mathematical models in a series of studies (4)(5)(6). Together, the in vive and
modelling studies have demonstrated that the procedure is reproducible, uses fewer animals and causes less
suffering than the traditional methods and is able to rank substances in a similar manner to the other acute
toxicity testing methods (Test Guidelines 423 and 425).

3. Guidance on the selection of the most appropriate test method for a given purpose can be found
in the Guidance Document on Acute Oral Toxicity Testing (7). This Guidance Document also contains
additional inforrnation on the conduct and interpretation of Guideline 420.

4, Definitions used in the context of this Guideline are set out in Annex 1.
INITIAL CONSIDERATIONS
5. It is a principle of the method that in the main study only moderately toxic doses are used, and

that administration of doses that are expected to be lethal should be avoided. Also, doses that are
known to cause marked pain and distress, due to corrosive or severely irritant actions, need not be
administered. Moribund animals, or animals obviously in pain or showing signs of severe and enduring
distress shall be humanely killed, and are considered in the interpretation of the test results in the same
way as animals that died on test. Criteria for making the decision to kill moribund or severely suffering
animals, and guidance on the recognition of predictable or impending death, are the subject of a
separate Guidance Document (8).

6. The method provides information on the hazardous properties and allows the substance to be
ranked and classified according to the Globally Harmonised System (GHS) for the classification of
chemicals which cause acute toxicity (9).
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7. The testing laboratory should consider all available information on the test substance prior to
conducting the study. Such information will include the identity and chemical structure of the substance;
its physico-chemical properties; the results of any other in vitro or in vivo toxicity tests on the substance;
toxicological data on structurally related substances; and the anticipated use(s) of the substance. This
information is necessary to satisfy all concerned that the test is relevant for the protection of human health,
and will help in the selection of an appropriate starting dose.

PRINCIPLE OF THE TEST

8. Groups of animals of a single sex are dosed in a stepwise procedure using the fixed doses of 5, 50,
300 and 2000 mg/kg (exceptionally an additional fixed dose of 5000 mg/kg may be considered, see
paragraph 19). The initial dose level is selected on the basis of a sighting study as the dose expected to
produce some signs of toxicity without causing severe toxic effects or mortality. Clinical signs and
conditions associated with pain, suffering, and impending death, are described in detail in a separate
OECD Guidance Document (8). Further groups of animals may be dosed at higher or lower fixed doses,
depending on the presence or absence of signs of toxicity or mortality. This procedure continues until the
dose causing evident toxicity or no more than one death is identified, or when no effects are seen at the
highest dose or when deaths occur at the lowest dose.

DESCRIPTION OF THE METHOD

Selection of animal species

9. The preferred rodent species is the rat, although other rodent species may be used. Normally
females are used (7). This is because literature surveys of conventional LD50 tests show that usually there
is little difference in sensitivity between the sexes, but in those cases where differences are observed,
females are generally slightly more sensitive (10}, However, if knowledge of the toxicological or
toxicokinetic properties of structurally related chemicals indicates that males are likely to be more sensitive
then this sex should be used. When the test is conducted in males, adequate justification should be

provided.

16. Healthy young adult animals of commonly used laboratory strains should be employed. Females
should be nulliparous and non-pregnant. Each animal, at the commencement of its dosing, should be
between 8 and 12 weeks old and its weight should fall in an interval within + 20 % of the mean weight of
any previously dosed animals.

Housing and feeding conditions

11. The temperature of the experimental animal room should be 22°C (+ 3°C). Although the relative
humidity should be at least 30% and preferably not exceed 70% other than during room cleaning the aim
should be 50-60%. Lighting should be artificial, the sequence being 12 hours light, 12 hours dark. For
feeding, conventional laboratory diets may be used with an unlimited supply of drinking water. Animals
may be group-caged by dose, but the number of animals per cage must not interfere with clear observations
of each animal.
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Preparation of animals

12, The animals are randomly selected, marked to permit individual identification, and kept in their
cages for at least 5 days prior to the start of dosing to allow for acclimatisation to the laboratory conditions.

Preparation of doses

13. In general test substances should be administered in a constant volume over the range of doses to
be tested by varying the concentration of the dosing preparation, Where a liquid end product or mixture is
to be tested however, the use of the undiluted test substance, ie at a constant concentration, may be more
relevant to the subsequent risk assessment of that substance, and is a requirement of some regulatory
authorities, In either case, the maximum dose volume for administration must not be exceeded. The
maximum volume of liquid that can be administered at one time depends on the size of the test animal. In
rodents, the volume should not normally exceed 1mL/100g of body weight: however in the case of aqueous
solutions 2 mL/100g body weight can be considered. With respect to the formulation of the dosing
prepatation, the use of an aqueous selution/suspension/emulsion is recommended wherever possible,
followed in order of preference by a solution/suspension/emulsion in oil (e.g. comn oil} and then possibly
solution in other vehicles. For vehicles other than water the toxicological characteristics of the vehicle
should be known. Doses must be prepared shortly prior to administration unless the stability of the
preparation over the period during which it will be used is known and shown to be acceptable.

PROCEDURE

Administration of doses

14, The test substance is administered in a single dose by gavage using a stomach tube or a suitable
intubation canula. In the unusual circumstance that a single dose is not possible, the dose may be given in
smaller fractions over a period not exceeding 24 hours.

15. Animals should be fasted prior to dosing (e.g. with the rat, food but not water should be withheld
over-night; with the mouse, food but not water should be withheld for 3-4 hours). Following the period of
fasting, the animals should be weighed and the test substance administered. After the substance has been
administered, food may be withheld for a further 3-4 hours in rats or 1-2 hours in mice. Where a dose is
administered in fractions over a period of time, it may be necessary to provide the animals with food and
water depending on the length of the period.

Sighting study

16. The purpose of the sighting study is to allow selection of the appropriate starting dose for the main
study. The test substance is administered to single animals in a sequential manner following the flow charts
in Annex 2. The sighting study is completed when a decision on the starting dose for the main study can be
made (or if a death is seen at the lowest fixed dose).

17. The starting dose for the sighting study is selected from the fixed dose levels of 5, 50, 300 and
2000 mg/kg as a dose expected to produce evident toxicity based, when possible, on evidence from iz vivo
and in vitro data from the same chemical and from structurally related chemicals. In the absence of such

information, the starting dose will be 300 mg/kg.

18. A period of at least 24 hours will be allowed between the dosing of each animal. All animals
should be observed for at least 14 days.
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19. Exceptionally, and only when justified by specific regulatory needs, the use of an additional upper
fixed dose level of 5000 mg/kg may be considered (see Annex 4), For reasons of animal welfare concemn,
testing of animals in GHS Category 5 ranges (2000-5000mg/kg) is discouraged and should only be
considered when there is a strong likelihood that resuits of such a test have a direct relevance for protecting

human or animal health or the environment.

20. In cases where an animal tested at the lowest fixed dose level (Smg/kg) in the sighting study dies,
the normal procedure is to terminate the study and assign the substance to GHS Category 1 (as shown in
Annex 2). However, if further confirmation of the classification is required, an optional supplementary
procedure may be conducted, as follows. A second animal is dosed at Smg/kg. If this second animal dies,
then GHS Category 1 will be confirmed and the study will be immediately terminated. If the second animal
survives, then a maximum of three additional animals will be dosed at 5mg/kg. Because there will be a
high risk of mortality, these animals should be dosed in a sequential manner to protect animal welfare. The
time interval between dosing each animal should be sufficient to establish that the previous animal is likely
to survive. If a second death occurs, the dosing sequence will be immediately terminated and no further
animals will be dosed. Because the occurence of a second death (irrespective of the number of animals
tested at the time of termination) falls into outcome A (2 or more deaths), the classification rule of Annex 3
at the Smg/kg fixed dose is followed (Category 1 if there are 2 or more deaths or Category 2 if there is no

more than 1 death).

Main study

Numbers of animals and dose Ievels

21. The action to be taken foilowing testing at the starting dose level is indicated by the flow charts
in Annex 3. One of three actions will be required; either stop testing and assign the appropriate hazard
classification class, test at a higher fixed dose or test at a lower fixed dose. However, to protect animals, a
dose level that caused death in the sighting study will not be revisited in the main s