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INTT57T3. 32

DMYIZKLEWNWTH DD, FEDIFHEHETHANOECT: T TIE A LECX]E
RIZDOWTHEEHIN TS, =120 @EIBTIEELY,

Lethal and sub-lethal effects are assessed and compared with control
values to determine the lowest observed effect concentration (LOEC) in
order to determine the (i) no observed effect concentration (NOEC) and/or
(ii) ECx (e.g. EC10, EC20) by using a regression model to estimate the
concentration that would cause a x % change in the effect measured.
Reporting of relevant effect concentrations and parameters may depend
upon the regulatory framework. The test concentrations should bracket
the ECx so that the ECx comes from interpolation rather than

extrapolation (see Annex 1 for definitions).



TG210 2013FEHEBERTICDOULNT
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TG104. 105D FIA. RtEMHREREL TTG203[2MA TTG236MFIAD
Z2EMALNT=,
o INTTST6IZITELEMIEHREL TTG301I1ZTG310ANEBMS T,

e Test chemical refers to what is being tested. The water solubility (see
Guideline 105) and the vapour pressure (see Guideline 104) of the test
chemical should be known and a reliable analytical method for the
quantification of the chemical in the test solutions with known and
reported accuracy and limit of quantification should be available.
Although not necessary to conduct the test, results from an acute toxicity
test (see Guideline 203 or Guideline 236), preferably performed with the
species chosen for this test, may provide useful information.
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INTT 575
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BERME DILFHE—EZACNITIVENH D, BRERGICAHND
MEIMIEEZET,

* If the Test Guideline is used for the testing of a mixture, its composition
should as far as possible be characterised, e.g., by the chemical identity of
its constituents, their quantitative occurrence and their substance-specific
properties (like those mentioned above). Before use of the Test Guideline
for regulatory testing of a mixture, it should be considered whether it will
provide acceptable results for the intended regulatory purpose.
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VALIDITY OF THE TEST /\35% 577, Annex2

BIEEBREN60~100% 5., 60% LI EIZEE,
BEZE)(1.5°C) AAmusth BshouldIZZE
IEEME DN TEZEIEZF T TohT=,

B R EMN20% IR ELS SRR AT,
aAVbA— LD EEEMIE R EFERENROONT=,

For a test to be valid the following conditions apply:

the dissolved oxygen concentration should be >60% of the air saturation
value throughout the test;

the water temperature should not differ by more than + 1.50C between test
chambers or between successive days at any time during the test, and should
be within the temperature ranges specified for the test species (Annex 2);

the analytical measure of the test concentrations is compulsory.

overall survival of fertilised eggs and post-hatch success in the controls and,
where relevant, in the solvent controls should be greater than or equal to the
limits defined in Annex 2.



Annex?2

RECOMME | Typical minimum
NDED mean total length
DURATION | of control fish at

OF TEST the end of the
study (mm) *

Oryzias latipes 25 =2 12-16 30days 17 80% 80%
Japanese post-hatch

Ricefish or

Medaka

Danio rerio 26 X 12 -16 30 days 11 70% 75%
Zebrafish 1.5 post-hatch

* Typical minimum mean total length is not a validity criterion but deviations below
the figure indicated should be carefully examined in relation to the sensitivity of the
test. The minimum mean total length is derived from a selection of data available at
the current time.
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Test chambers/\5% 579

ERARICET HEE VAV T TE O —ILASRABRBRDER
ZHELTWS, ADORRVCBEFERRERD-OHIC /NATILZH
ZLTLS,

Any glass, stainless steel or other chemically inert vessels can be used. As
silicone is known to have a strong capacity to absorb lipophilic substances,
the use of silicone tubing in flow-through studies and use of silicone seals
in contact with water should be minimised by the use of e.g. monoblock
glass aquaria. The dimensions of the vessels should be large enough to
allow proper growth in the control, maintenance of dissolved oxygen
concentration (e.g. for small fish species, a 7 L tank volume will achieve
this) and compliance with the loading rate criteria given in paragraph 19. It
is desirable that test chambers be randomly positioned in the test area. A
randomised block design with each treatment being present in each block
is preferable to a completely randomised design. The test chambers
should be shielded from unwanted disturbance. The test system should
preferably be conditioned with concentrations of the test chemical for a
sufficient duration to demonstrate stable exposure concentrations prior to
the introduction of test organisms.
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INSHTS5T16F M1
o Abwo)a—1a IEiAFIEBAORWNT ICTERT A EMNIFELLEERD
B T=,

e Test solutions of the chosen concentrations are prepared by dilution of a
stock solution. The stock solution should preferably be prepared by simply
mixing or agitating the test chemical in dilution water by using mechanical
means (e.g. stirring and/or ultrasonication). Saturation columns (solubility
columns) or passive dosing methods (6) can be used for achieving a
suitable concentrated stock solution.
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NS S5T16F M2

ESLTHAFIZHEATIEEICIE. REEZ—EICTH. HIF VAR
FaAVRBITRSIGEDREEE MO oT=,

The use of a solvent carrier is not recommended. However, in case a
solvent is necessary, a solvent control should be run in parallel, at the
same solvent concentration as the chemical treatments; i.e. the solvent
level should preferably be equal across all concentrations as well as the
solvent control. For some diluter systems this might be technically
difficult; here the solvent concentration in the solvent control should be
equal to the highest solvent concentration in the treatment group. For
difficult to test substances, the OECD Guidance Document No. 23 on
aquatic toxicity testing of difficult substances and mixtures should be
consulted (2). If a solvent is used, the choice of solvent will be determined
by the chemical properties of the substance. The OECD Guidance
Document No. 23 recommends a maximum concentration of 100 pl/L. To
avoid potential effect of the solvent on endpoints measured (7), it is
recommended to keep solvent concentration as low as possible.
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Conditions of Exposure /\57% 5718, 19, 21. 22

Duration |[ZH LY TThe test should continue at least until all the control
fish have been free-feeding. D HIFRS 1=, Annex2|[CB# TEEEH SN T
AV

Loading| ZH LN T DI EH600RZE2KE 20115 hind 74800 %

AIKFEIZH D IZEEEINT-, £ FAHODIT7L—av(E LA
ZEMBRAEEESN TLVS,

Feeding|ZHE WL T, KERBTENGENWESIZFTEREFEZELTEZAS. M
mARoN=F- £FTEEHEEICDOVTOEENFINENT=,

Test concentrations|ZHE T, BESEERX ., RIE4GEMNBHEESINf-, R
MHEMHER. RFERESEHBROFRHABROBRZFALT. ZERE
SEZFROHLENEEEH SN TLS,

Controls|ZE T, AFIAFO— )LD FRE M EEFH SN TS (BEHE/ NS
16)

Frequency of Analytical Determinations and Measurements [ZFE L\ T. #&
VRUBEIER—FETHAHAENRBIHEIN TS, RBSNDIIENET
FTlront=-0OT. EETRDEHE N KOHLNS, B1EBIDEIE. HEM
EDTERBEMN20% WEWNVEEDEEHENH D,



TG210 2013FHREFERTICDULNT
IB/N\55 5732
These observations will result in some or all of the
following data being available for statistical analysis:
- cumulative mortality;
- numbers of healthy fish at end of test;
- time to start of hatching and end of hatching;
- numbers of larvae hatching each day;
- length and weight of surviving animals;
- numbers of deformed larvae;
- numbers of fish exhibiting abnormal behaviour.

HEIFRSNT-
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Test report /\57% 5734
o IEEYEDOYILEIRZTREET S,
o —RKBEFDRCEHERT
o TRRIAVTALAVEFEETHITS
o HRETAEDECHE, FFITECXDERY KLY,

e Test chemical:

Mono-constituent substance

- physical appearance, water solubility, and additional relevant
physicochemical properties;

- chemical identification, such as IUPAC or CAS name, CAS number, SMILES or
InChl code, structural formula, purity, chemical identity of impurities as
appropriate and practically feasible, etc. (including the organic carbon
content, if appropriate.
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NS 5735

SERERET DR T, MET B A EZFZRTT 5. ZOHEEIZIEHRE AIZD
WTHRETT 5.

Normally there should be at least five test concentrations, bracketing
effective concentration (e.g. ECx), and arranged in a geometric series with a
separation factor preferably not exceeding 3.2 An appropriate number of
replicates for each test concentration should be used (see paragraphs 24-
25). Justification should be provided if fewer than five concentrations are
used. Substances should not be tested above their solubility limit in test
medium. Before conducting the experiment it is advisable to consider the
statistical power of the tests design and using appropriate statistical
methods (4). In setting the range of concentrations, the following should be
borne in mind:
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BHEREBROEERBREITOCENTES, AV MO— LRSS EERETNENEY R
LI0TITOZENTES, AR DBFIIDVLLTEHRLY,

HEEEEEL. FIIRTIEI0Mmg/LEES>TWANZDOMIE X R E TlEiE SR EREER
DA BB IEEYERFLRENDT—IERIZHE>THBEERT RETHS
LEEIREN S,

AERFIRDEE
BREGERICHITI OFIRZRHEICEET 5L, TORRE. MEHREHFEICONT
. B zSRLCGEYICHNT H2E

36. If no effects are observed at the highest concentration in the range-finding test (e.g.
at 10 mg/l), or when the test substance is highly likely to be of low/ no toxicity based on
lack of toxicity to other organisms and/or low/no uptake, the reproduction test may be
performed as a limit test, using a test concentration of e.g.10 mg/l and the control. Ten
replicates should be used for both the treatment and the control groups. When a limit
test might need to be done in a flow-through system less replicates would be adequate.
A limit test will provide the opportunity to demonstrate that there is no statistically
significant effect at the limit concentration, but if effects are recorded a full test will
normally be required.
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MBRICHEITELFHEFBOEERBUL, 25%KRETHE=E, UNST 5T
38)

SENHETEEIZLSF-LDTIHGND - - - RHNEEOHHRE THIC
EE

38. Generally in a well-run test, the coefficient of variation around the mean
number of living offspring produced per parent animal in the control(s) should
be < 25%, and this should be reported for test designs using individually held
animals.
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