
40 C.F.R. § 795.120
Gammarid acute toxicity test.

(a) Purpose. This guideline is intended for use in developing data on the acute toxicity of chemical substances
and mixtures subject to environmental effects test regulations under the Toxic Substances Control Act
(TSCA) (Pub. L. 94-469, 90 Stat. 2003 (15 U.S.C. 2601 et seq.)). This guideline describes a test to develop
data on the acute toxicity of chemicals to gammarids. The United States Environmental Protection Agency
(EPA) will use data from this test in assessing the hazard of a chemical to aquatic organisms.

(b) Definitions. The definitions in section 3 of TSCA and in part 792 of this chapter, Good Laboratory Practice
Standards, apply to this test guideline. The following definitions also apply to this guideline:

Death means the lack of reaction of a test organism to gentle prodding.

Flow-through means a continuous or an intermittent passage of test solution or dilution water through a test
chamber or a holding or acclimation tank, with no recycling.

LC50 means the median lethal concentration, i.e., that concentration of a chemical in air or water killing 50
percent of the test batch of organisms within a particular period of exposure (which shall be stated).

Loading means the ratio of the biomass of gammarids (grams, wet weight) to the volume (liters) of test solution
in either a test chamber or passing through it in a 24-hour period.

Solvent means a substance (e.g., acetone) which is combined with the test substance to facilitate introduction of
the test substance into the dilution water.

Static system means a test chamber in which the test solution is not renewed during the period of the test.

(c) Test procedures—(1) Summary of the test. In preparation for the test, test chambers are filled with
appropriate volumes of dilution water. If a flow-through test is performed, the flow of dilution water
through each chamber is adjusted to the rate desired. In a static test, the test substance is introduced into
each test chamber. In a flow-through test, the rate in which the test substance is added is adjusted to
establish and maintain the desired concentration of test substance in each test chamber. The test is started
by randomly introducing gammarids, which have been acclimated to the test conditions, into the test
chambers. Gammarids in the test chambers are observed periodically during the test; the dead gammarids
are removed and the findings recorded. Dissolved oxygen concentration, pH, temperature, and the
concentration of test substance in test chambers are measured at specified intervals. Data collected during
the test are used to develop concentration—response curves and LC50 values for the test substance.

(2) [Reserved]

(3) Range-finding test. (i) A range-finding test should be conducted to establish test substance concentrations
to be used for the definitive test.
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(ii) The gammarids shall be exposed to a wide-range of concentrations of the test substance (e.g., 1, 10, 100 mg/1,
etc.), usually under static conditions.

(iii) A minimum of five gammarids should be exposed to each concentration of test substance for a period of 96
hours. The exposure period may be shortened if data suitable for determining concentrations in the definitive
test can be obtained in less time. Nominal concentrations of the test substance may be acceptable.

(4) Definitive test. (i) The purpose of the definitive test is to determine the 24, 48, 72, and 96—hour LC50 values
and the concentration-response curves.

(ii) A minimum of 20 gammarids per concentration shall be exposed to five or more concentrations of the test
substance chosen in a geometric series in which the ratio is between 1.5 and 2.0 (e.g., 2, 4, 8, 16, 32, 64 mg/L).
The range and number of concentrations to which the organisms are exposed shall be such that in 96 hours there
is at least one concentration resulting in mortality greater than 50 and less than 100 percent, and one
concentration causing greater than zero and less than 50 percent mortality. An equal number of gammarids may
be placed in two or more replicate test chambers. Solvents should be avoided, if possible. If solvents have to be
used, a solvent control, as well as a dilution control, shall be tested at the highest solvent concentration employed
in the treatments. The solvent should not be toxic or have an effect on the toxicity of the test substance. The
concentration of solvent should not exceed 0.1 ml/L.
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