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Design, analysis, and interpretation of higher tier
risk assessment of chemicals in aquatic microcosms

Hans Sanderson

ABSTRACT

Microcosms have been used in ecological and ecotoxicological science and research for decades. During the 1980s
and 1990s, the methodology was gradually evaluated for implementation within the framework of higher tier risk
assessment of pesticides both in the United States of America and within the European Union. However, in 1992
the United States Environmental Protection Agency decided to discontinue the requirements for microcosm testing
for registration of pesticides and other chemicals primarily due to paramount inherent uncertainties related to the
design, conduct, analysis, and interpretation of microcosm experiments. The scientific problem related to microcosm
experiments is still the determination of the relative ecological (accuracy) versus statistical (precision) significance
of the microcosm design. The aim of the present doctoral dissertation is thus to elucidate the inherent ecological
and statistical significance trade-offs in three spatially different microcosm experiments. A further aim is to quantify
the uncertainty of the three spatially different designs by using statistical power analysis. Finally, it will analyse a
scientific application of precautionary approaches to manage uncertainty from an environmental regulator and
policy perspective.

The exordium paper in this dissertation provides a state-of-the-art literature review (1985-2000) on the replicability
of microcosm studies for risk assessment of pesticides. The review focuses on the calculation of coefficients of
variation (CVs) within the studies as a measure of replication and thus the ability to detect subtle effects. Subsequent
to this, a series of microcosm studies were initiated at three independent levels of ecological significance and
relevance tentatively set at 25m? earthen outdoor ponds > 12 m®> PVC outdoor ponds > 30L transparent PVC
indoor tanks. The statistical power of each level of ecological significance was determined, bearing in mind that a
direct comparison of the power is context dependent and impeded due to the unknown magnitude of the extrapolation
between the systems and between the compounds used in the tests. Finally, I discuss the scientific application of a
reflexive science based on power analysis, analysis of needs and post-normal science in light of precautionary
approaches for the environmental risk management of uncertainty and lacking knowledge.

The dissertation presents the following new information. A review illustrates that a majority of microcosm studies
suffer from insufficient replication and high CVs, which hampers the detectability of the study. Hence, if the
natural background variation amplitude among replicates (s°) are great, then will the amplitude due to toxic effect
size (A) will need to be even larger to significantly (p <0.05) break-through the noise of natural variation. This could
again lead to low statistical power (1-f < 0.8) and an unacceptable or unknown high risk of a type II error (false
negative) (paper I). A similar trend was observed in the three subsequent microcosm experiments I conducted or
reviewed, the general pattern in terms of statistical significance is inverted to the ecological significance. The
applicability of aquatic microcosm studies and plankton for risk assessment of Roundup is questionable due to
rapid removal of the compound from the water column (paper II). The dissertation reports the first published
higher tier risk assessments of two dominating perfluoro surfactants (paper 111 & IV). Paper V is the first published
review and ranking of ten different phyto-toxicological endpoints according to ASTM guideline 1913-97 E in
microcosm experiments. Finally, the dissertation discusses a scientific application of precautionary approaches via
power analysis for handling uncertainty in light of the current EU position, and reflexive modernisation of science
(paper VI-VIIL). Overall, the dissertation as a whole presents new and quantified aspects of uncertainty associated
to higher tier risk assessment of chemicals in aquatic microcosms, plus guidance/recommendations for design,
analysis and interpretation of higher tier risk assessment of chemicals in aquatic microcosms.

The dissertation concludes that due to economic and logistical constrains it is generally easier and more feasible to
increase power in small scaled microcosms by increased replication. There is a paradox between an increased ecological
significance and the need for high effect sizes and thus unrealistic treatment concentrations in microcosms as
opposed to realistic exposure under less ecological relevant single species laboratory conditions. Power analysis
could be implemented as a short term scientific application of reflexive and precautionary approaches with an
extended community peer-review system where the acceptable (A) and risk of type I and Il errors (00 & [3) ate a priori
defined based on sound ecological expert judgement for protection of system integrity, societal cost-benefit analysis,
and ethics. Hence, after a pilot study a successful microcosm design could be designed with high power. The design
of amicrocosm experiment is a context dependent evaluation of the relative importance of statistical versus ecological
significance and protection aims.

Finally, the thesis reflects upon the future role of microcosm experiments in environmental protection. If, the
environmental agencies pay attention to the statistical power of the studies and @ prior define the entities of the
power equation, then microcosm studies are a good higher tier risk assessment test. If they fail to do this environmental
protection could be jeopardised due to high risk of type II errors. For research and education they seem invaluable
in pursuing better knowledge of manmade chemicals effects on a suite of species, populations and ecosystems,
which can only be tested and validated in model ecosystems like microcosms. Moreover, they can be used to develop
ecology and ecotoxicology and increase our understanding of extrapolation over time, in space among species,
different levels of biological organisation and ecosystems.

Keywords: Microcosm, Higher tier risk assessment, Design, Statistical power analysis, Type Il error, Plankton,
Myriophyllune, ASTM # 1913-97 E, PFOA, PFOS, Roundup,,, Precautionary principle.
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Introduction

The idea of using aquatic model ecosystems, or micro- and mesocosms for
higher tier risk assessment of pesticides for registration (and recently also
other chemical compounds) originated from a critique against standardised
single species laboratory bioassays in the early 1980s (Cairns, 1984) (Kimball
& Levin, 1985). The aim was to supplement the single species tests with a
higher tier with increased ecological realism of the test and thus reduced
extrapolation gap from the test situation to the environment. Microcosm stu-
dies could be initiated whenever a pesticide, based on the lower tiers, was
thought to impose unacceptable risks for aquatic organisms. Then the higher
tier test could confirm or reject the level of acceptability. If the risks from the
lower tiers were not confirmed by the microcosm test, the microcosms results
would overrule the data from the lower tier (Touart, 1988). However, during
the early 1990s the requirements for microcosm testing for registration of
pesticides were pulled out of the U.S risk assessment procedure due to lacking
interpretability of the results (Fisher, 1992). Meanwhile, smaller scaled
microcosm studies were adopted in the EU regulation of pesticides (Dir. 91/
414EEC). Ever since, there has been an intense scientific debate of how a
reintroduction of the studies in the U.S and a more widely and correct usage
of microcosm studies in the EU could be achieved. This is reflected in three
recent workshops under Society of Environmental Toxicology And Toxicology
(SETAC) and the United States Environmental Protection Agency (USEPA).
Often, the uncertainties of microcosm studies are not addressed in quantitative
terms but rather in somewhat vague qualitative ditto referring to the need for
expert judgements, which is not always feasible from a risk management point
of view, due to time and costs constrains (paper I). In addition, this may be
legally questionable due to the subjectivity by the expert.

The present thesis will address the usage of microcosms for risk assessment
of chemicals in three different scales of ecological realism and attempt to
quantify context dependent relative trade-offs between statistical and ecological
significance at these scales. The aim is to give empirically based (papers I-V)
comments to the latest guidance publications by SETAC-Europe (HARAP &
CLASSIC) on design and analysis of microcosm studies. Ecotoxicologists and
ecologists, working with ecological risk assessment of chemicals are the prin-
cipal target group for this thesis.

Statistical power analysis was used to determine the required sample size
(number of replicates) and necessary effect size to achieve high power (1-f >
0.8). The implementation of potentially variable data from microcosm studies
is considered in the light of the precautionary principle and the interpretation
and implementation of the precautionary principle is also discussed in light

of power analysis (paper VI-VIII).

Precautionary
approach

Figure 1: The analytical framework of my
thesis can be summarised in the following
train of thonghts.

Power analysis
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The overriding problemformulation of my thesis could thus be summarised as:

1)  To demonstrate experimentally by quantification the trade-offs between
statistical and ecological significance of microcosm studies.

2)  To comment on recommendations regarding current use of microcosm
studies for higher tier risk assessment of chemicals.

In a non-ideal world (constrained by limited resources), I started the
experiments with fixed number of replicates (two, three and five, respectively)
and worked my way through these and the power analysis and discussed the
results and reflected on the methods in light of a precautionary approach. It is
important to note that most, or all, higher tier risk assessments are context
dependent. This is also the case with the studies of the present thesis. Thus a
direct comparison between results is dependent on the effect sizes induced by
the compounds being tested. A large effect size results in relatively higher
statistical power. Hence an interpretation is still subject to expert judgement
due to different effect sizes induced by the compounds tested. Moreover, due
to the inherent context dependence, I was not looking for z correct design,
but to quantify the relative ecological and statistical significance of each
experiment, and discuss this in my thesis.

Each paper and experiment in the thesis furthermore have its own individual
aims. The first paper (I) was concerned with quantifying the level of Coefficient
of Variation (CV) in the scientific literature. I made a review of microcosm
studies risk assessing pesticides from 1985-2000. Out of the 129 papers 1
reviewed 17 were suitable for review, the main threshold were tables with
results instead of not precisely readable graphics. Moreover, the review should
determine if CV levels could be used to accept or reject studies, which were
indicated in the ECOFRAM (1999) report.

Paper (II) aimed at determining the applicability of quasi-natural mesocosm
ponds and pelagic plankton for higher tier risk assessment of Roundup, .
Despite being one of the most used herbicides in the world the only publis-
hed aquatic semi-field risk assessment of Roundup was a study conducted
more than twenty years ago by Hildebrand et al. (1980). They did not find any
effects ata 100 times recommended agricultural dosage, however they neglected
to monitor the concentration of the active ingredients in their experiment.
Could it be that no effects were expectable due to rapid removal of the com-
pound from the water column and thus lacking exposure of the Daphnia magna
they monitored, and are quasi-natural and pelagic plankton applicable for higher
tier risk assessment in aquatic microcosms?

Papers (III-1V) aimed at an ecological risk assessment of perfluorinated
surfactants (PFOS & PFOA) in aquatic microcosms. These very persistent,
bioaccumulative and widespread compounds have never previously been risk
assessed in microcosms and the research-team I work with are so far the only
ones risk assessing these compounds under semi-natural conditions.

Paper (V) aimed at sorting the ten different endpoints of growth inhibition of
Myriophyllum sibiricum and Myriophyllum spicatum according to ASTM guideline
1913 97E, accordingly to relative statistical power and detectability and relative
ecological relevance of each endpoint. Furthermore, to determine the relative
contribution to variability from both the inherent genetic variability of the plants
and the natural variability stemming from the microcosms design.



Paper (VI-VIII) aimed at discussing an scientific and statistical interpreta-
tion and implementation of the precautionary principle via statistical power
analysis as a mean of contribute a reflexive science, advocated by Ulrich
Beck (1992) in his book ,,Risk Society“. Furthermore, integration of science
and the precautionary principle was debated, leading up to a SETAC posi-
tion paper on science and precautionary approaches.

I chose to publish my review of microcosm studies for risk assessment of
chemicals (paper I) in the ECOMED journal Environmental Science and Pollu-
tion Research international, which was chosen because its a broad and science
based journal with reference to environmental policy and decision-making
and interdisciplinary analysis. This paper was thus also chosen for my analy-
ses on the precautionary principle (papers VI-VII). I published the risk
assessment of Roundup, , (paper 1) to the Springer-Verlag journal Archives
of Environmental Contamination and Toxicology, because the comprehensive review
paper on environmental risks associated to Roundup was published in a sister
journal to Archives under Springer-Verlag Reviews of Environmental Contamination
and Toxicology. The in depth risk assessment of a perfluorinated compound
(PFOS) and phyto-toxicology papers is published in the SETAC journal of
Environmental Toxicology and Chemistry (papers 111 & V), as a broad and highly
qualified target group of scientists from academia, industry and administra-
tion. Paper IV containing the risk assessment of PFOA was published in the
Elsevier Science journal of Aguatic Toxicology. This was chosen to broaden my
ecotoxicological target group not only to include SETAC members and readers
of Environmental Toxicology and Chemistry. The SETAC position paper on
Precaution and science is being prepared for the SETAC Globe and later for
Environmental Toxicology and Chemistry. Finally, I will submit my thesis to SETAC
as an empirically based comment of the CLLASSIC workshop recommendations.

1.1 Historic and regulative overview of microcosms in risk assessment
of chemicals

Hazards associated with chemical substances have challenged mankind for
centuries. Over 2000 years ago, Pliny the Flder described a sickness of the
lungs that affected slaves who wove asbestos into cloth. In the 16" century
Paracelsus expanded medicine and toxicology as the ,,Luther of medicine*
during his difficult and wandering life during the reformation. By 1713,
Bernardino Ramazzini had published his work De Morbis Artificum, with detailed
description of some of the health effects associated with workplace exposure
to toxicants. In 1775, Percival Potts described the association between cancer
and exposure to soot in London chimneysweepers (Draggan & Reisa, 1980).

The ever widening recognition of chemical hazards has led to contemporaneous
theories of endocrine disrupting compounds described by Theo Colborn (1996)
in the book ,,Our stolen future: Are we threatening our fertility, intelligence and survival?
— A scientific detective story.*

The twentieth century has seen a rapid increase in the human population and
to satisfy consumption needs, intensive agriculture has been stimulated. The
use of agrochemicals (fertilisers & pesticides) was greatly expanded to increase
crop productivity in a cost-effective way. The use of pesticides caused
environmental problems which were first widely documented by Rachel Carson
in her book ,,Szlent spring (1962). The title of her book refers to the pesticide
used to combat bark beetles carrying Dutch elm decease on Michigan State
University campus. Besides the depletion of the eggshells caused by the spraying
of DDT, the niche for birds living of beetles was destroyed and the birds
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disappeared and the next spring was silent, eventually all the elms were
infected and had to be cut down. So what she actually identified was an
unintended adverse indirect ecosystem effect following pesticide usage.

Agricultural pesticides are, as the name indicates, chemicals designed and
deliberately released into the environment to control pests that harm crops.
This mode of action implies that they may reach non-target areas and organisms
- some argue that only 1% of the sprayed pesticide reaches the intended target
pest (Levin & Kimball, 1984). Aquatic ecosystems serve as sinks in the
agricultural landscape and become contaminated by pesticides due to spray
drift, drainage, run-off, atmosphetic deposition and/or accidental spills. Since
aquatic ecosystems include keystone species related to the target organisms
of pesticides, undesirable side effects on aquatic plants and animals may ensue.
Consequently, authorities have set criteria to protect aquatic wildlife from
pesticide stress in the EU and the US.

The first tier in the EU registration system is the identification of Predicted
Environmental Concentration/Predicted No Effect Concentration (PEC/
PNEC). If the PEC does not exceed the PNEC, no effects of the pesticide
on the aquatic community are expected. On top of these are multiplied
uncertainty factors usually 1/100 for acute EC50s or a factor 1/10 for chronic
NOEC:s. This procedure is generally considered conservative partly because
the higher dissipation rate and generally lower bioavailability of pesticides in
the field compared to the standardised test conditions in the laboratory and
partly due to the worst-case assumptions underlying the determination of
PEC. Finally this approach is assumed conservative due to the multiplication
of an uncertainty factor. Therefore, if the first tier indicates potential risks,
European guidelines for admittance of pesticides on the market offer the
possibility to include ecologically more relevant data in an advanced risk
assessment procedure, the second tier. Experiments at the ecosystem level are
frequently requested and performed to demonstrate that the actual risks of a

particular pesticide are acceptable when used under normal agricultural practice
(van den Brink, 1999) (Dir. 91/414/EEC).

The lack of ecological realism in the use of single species standardised
laboratory tests is often disputed (Cairns, 1988) as are the extrapolations of
ecological risks from the laboratory to real world environments. Ideally, the
effects of pesticides could be evaluated at ecosystem level under natural con-
ditions in field monitoring programs. However, this approach would be reactive
and not proactive and not feasible practically as non-impacted reference sites
are rarely available and obscuring variables often makes these field observations
difficult to interpret in terms of causal effects, moreover we would risk further
potential contamination and ramification of our environment.

Another approach is the use of man-made experimental model ecosystems:
mesocosms or microcosms. They are made up of parts of natural ecosystems,
which are brought together in a container (earthen ponds, PVC tanks or aquariums
etc.) and are left alone to develop into a system that is complex enough to serve
as a model for a natural ecosystem in terms of structure and function. Ideally,
they serve as a bridge between the laboratory and field across the spatial
extrapolation gap. They are manageable, allow replication and hence experimental
set up on the one side and on the other side they provide realism in terms of
ecological processes and exposure to the chemical (Brock et al., 1995).

The intention is to answer the legitimate question of ,,-So What and/ or -W hat
7°* (Cairns, 1984; Kimball & Levin, 1985) addressed to simplistic laboratory



testing, both in terms of whether the initial risk assessment was justifiable
or conservatory, and also to focus on secondary ecosystem effects, often
posed by risk managers (ECOFRAM, 1999). These two questions can always
be posed to an environmental study or result e.g. -So what, the Daphnia dies
under laboratory conditions, but what about the rest of the ecosystem or
natural populations? Or -What 7f, the conditions in nature will hamper the
effects shown in the laboratory?

The exact definition of, and making the distinction between, microcosm,
mesocosm and macrocosm are not easy. Tentative definitions have been
attempted declaring microcosms to be experimental ponds or tanks with a
water volume less than 15 m®, and mesocosms being systems larger than 15
m’ (Crossland, 1994). The macrocosm is the real world. The eatliest reference
found concerning the use of the term microcosms in a similar fashion to
contemporary use defined lakes as naturally occurring replicas of all aquatic
environments was Forbes (1887) who described a lake as a little world within
itself. ,,A microcosm within which all the elemental forces are at work and the
play of life goes on in full, but on so small a scale as to bring it easily within
mental grasp®. This statement also helps to explain the substantial number of

microcosm studies done for aquatic rather than terrestrial ecosystems (Draggan
& Reisa, 1980).

Today, in line with the ECOFRAM aquatic report (1999), all model ecosystems
can be referred to as microcosms. There are two major areas where microcosm
studies can provide substantial information, first the scientific clarification of
ecosystem dynamics and second, to demonstrate the effects of specific stresses
on ecosystems. The latter applied mode gained increasing attention during the
1980s in conjunction with the USEPA Toxic Substances Control Act (TSCA).
With implementation under the TSCA, it was recognised that these higher tier
tests requires a good mix of ecological expertise and a high level of judgement
in interpreting abundant and complex microcosm derived data, and that

ecologists must find ways of stating the results of their findings more clearly
(Draggan & Reisa, 1980).

In 1988 the USEPA produced a technical guidance document for aquatic
mesocosm tests to support pesticide registration. Although laboratory testing
has been a useful tool for risk managers, ecologists and aquatic toxicologists
had recognised the weakness of using single species tests alone for assessing
potential ecosystem impacts. The studies should allow the necessary control
and replicability to detect ecosystem level effects. In addition, the study must
be scientifically credible and performed with appropriate methods. It must
also be verifiably accurate with a reasonable confidence of repeatability and
applicable to predicting pesticide impacts (Touart, 1988).

On October 29th 1992, the USEPA issued a memorandum stating that
although the Agency believes that long-term, indirect effects of pesticide use
on aquatic ecosystems may be important, the Agency cannot have a testing
scheme in place to accurately measure such effects. Mesocosm testing will
not be required for purposes of regulatory decision making (registration or
reregistration), as these studies do not generally provide regulatory mangers
with information to make better regulatory decisions — decisions can and should
be made in the absence of mesocosm studies. Only under unusual
circumstances will the USEPA require mesocosm testing. Finally, the Agency
will begin to develop a longer-term strategy for obtaining information needed
to reduce uncertainty in evaluating ecological risks associated with long-term
effects of pesticide use (Fisher, 1992).
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The main reason leading to this decision was the lack of accuracy in performing
and interpreting mesocosm studies, a problem ecotoxicologists had been
warned against as early as in the late 1970s (Draggan & Reisa, 1980). Hence,
no microcosm study has ever (1996) been required to register a new chemical
for commercial use in the U.S. (Pratt & Cairns, 19906).

Within the EU, requirements for microcosm testing are based on TER (toxicity/
exposure rations) triggers from the initial aquatic risk assessment under the
EC Plant Protection Product Directive 91/414/EEC (Council Directive, 1991).
TER is similar to the PEC/PNEC system - just the other way round. The key
trigger values, within 91/414/EEC, which may require microcosm testing are
reported in Annex IIT and VI (concerning the formulated product), and are
currently acute TER of <100 for fish or aquatic invertebrates (based on LC/
EC50), a TER of < 10 for algae (based on EC50) and a chronic TER of <10
for fish or aquatic invertebrates (based on NOEC). However, the TER trigger
values also require expert judgement before deciding whether a microcosm
study is required or not (Campbell, 1996).

Microcosm tests should be conducted only if the risk assessment on the basis
of standardised toxicity tests and exposure calculations indicates an
unacceptable risk for non-target aquatic organisms. The purpose of microcosm
testing is to obtain more realistic toxicity data with respect to exposure.
Furthermore, indirect effects, more species, and recovery can be tested. The
general protection aim and assessment endpoints are; diversity, species levels,
function of the system, population and community dynamics, and long-term
and indirect effects. The objective of microcosm testing is reduction of
extrapolation uncertainty, validation of laboratory test systems and data, realistic
exposure regimes, testing of many species, measuring indirect effects, and
recovery of populations and communities (Streloke, 2000). To put it very
concisely, the objective of a microcosm study is to determine the maximum
exposure level of the test chemical that causes ecologically significant changes

in population or community structure or ecosystem function in the test sy-
stem (ECOFRAM, 1999).

The value of freshwater semi-field microcosm testing in ecological risk
assessment for pesticide registration has generated considerable debate, not
the least after the USEPA 1992 decision to remove all requirements of final-
tier micro/mesocosm testing (Fisher, 1992).

But, why were meso-/microcosm studies ineffective in ecological risk
assessment? The studies were simply tools that were not well understood and
were consequently inappropriately and unfeasible utilised. More studies in
smaller scaled microcosms have demonstrated ways in which these systems
can be more effectively used in ecological risk assessment. The assumption of
risk was difficult to negate in mesocosm studies, because of the inherent
variability of the aquatic populations, sampling variability and use of statistical
analysis that were inappropriate for ecological data. As a consequence,
mesocosm testing was perceived as poor science and a doubtful application in
risk assessment. As with all tools, microcosm studies have inadequacies. When
a tool is not carefully selected, calibrated, and/or appropriately applied for a
required result, and/or modified to suit the specific purpose, these inadequacies
appear large. During recent years major scientific meetings, research, and
reviews have been used in order to meet and reduce the critique of aquatic
microcosm experiments in registration of pesticides AEDG, Wintergreen,
Monks Wood, EWOFFT. I'll briefly present the outcome of the latest summit
meetings and recommendations of ECOFRAM (1999), HARAP (1999), and



CLASSIC (2002) workshops regarding higher tier risk assessment of
chemicals, and reflect on these in the discussion.

The ECOFRAM (Ecological Committee on FIFRA Risk Assessment Methods)
aquatic report was published 5/4/1999 by the USEPA, and stressed that
microcosm studies need statistical and ecological expertise to analyse and
interpret the data. Moreover, it confirmed AEDG recommendation to use
smaller-scale microcosm for chemical risk assessment. The USEPA required
that the inherent control and replication in the microcosm design should allow
an assessment of subtle changes to ecosystem structure and/or function.
However, this has not been borne out by experience, even with inherent control
and replication there is a large amount of uncontrolled variability in microcosm
behaviour, as well as a sensitive dependence on initial conditions that interferes
with detection of subtle effects. Moreover, each study must be customised to
address the specific concerns for a particular chemical. It is of little value to
define general objectives for field aquatic tests because of the many different
problems that can arise in the hazard evaluation process. It is necessary to
define specific objectives for individual tests in the light of physical and chemical
properties, end use of chemicals, quantities manufactured and toxicological
profiles. Since the objectives will be different for each chemical it will be
impossible to develop rigid protocols for field tests. This has become a guiding
principle for the use of model ecosystems. After this ECOFRAM list more
than fifty recommendations and research needs. Vital ones of the 50
recommendations were:

1) More species sensitivity data are needed

2)  Use of probabilistic risk assessment based on 1) should be increased.

3)  Further research into determination of ecologically acceptable effects
(ECOFRAM, 1999).

The HARAP (Higher Aquatic Risk Assessment for Pesticides) (1999) work-
shop (19-22/4-98 in France) built upon the guidance principles for higher-tier
aquatic risk assessment. The workshop was funded by the EU-Commission
and OECD primarily and SETAC-Europe. Because the first-tier assessment
is conservative (and considering the often close taxonomic relationship between
target species and non-target aquatic organisms) some pesticides will not pass
the first tier and higher-tier assessment will be needed — which may be the
case for many pesticides, depending on the level of conservatism of the
preliminary risk characterisation. This presents a problem, since at present,
regulatory procedures for higher-tier aquatic risk assessments are not well
defined. The purpose of the workshop was therefore to examine the different
types of methods available, the implications of the data generated from them,
and finally to develop guidance on how the methods could be applied to higher-
tier aquatic risk assessment in the future (HARAP, 1999).

It was agreed that the most appropriate approach to high-tier risk assessment
would be by determining the properties of the compound in question and its
use pattern. An important conclusion of the workshop was that higher-tier
approaches should be regarded as a new step (or steps) in the risk assessment
process. Consequently, the regulatory trigger values used at the first tier need
not necessarily be carried over to the higher-tier assessment. This is because
data from such higher-tier studies reduce the uncertainty associated with
preliminary risk characterisation (eg. by reducing uncertainty relating to spe-
cies sensitivity and extrapolation of ecological risks). The HARAP workshop
defined an Ecologically Acceptable Concentration (EAC) as the concentration
at or below which no ecologically adverse effects would be expected (these

17



18

can be defined directly from semi-realistic indoor microcosm studies or larger
out-door microcosm studies) (HARAP, 1999).

However, the effects could be considered acceptable, if with appropriate expert
judgement, they do not pose significant ecological risks to natural aquatic
ecosystems, for example if, recovery takes place during the period of the study.
Furthermore, the replacement of one species by another with a similar role in
the ecosystem may be considered acceptable if the applicant provides clear
evidence that the ecological function and community structure in the field
situation is unlikely to be significantly affected. However, this does not apply
for keystone species (species of high importance for the function of the
ecosystem) (HARAP, 1999).

If a valid microcosm study is properly designed, executed, analysed and
interpreted, the results may be used in regulatory assessments even without
the application of an uncertainty factor. Probabilistic effect assessment offers
potential for pesticide regulatory risk assessment but further debate on methods
and application is needed (HARAP, 1999).

The CLASSIC (Community Level Aquatic System Studies Interpretation
Criteria) the workshop was held between 30 May and 2 June 1999 in Germany
(funded by the EU-Commission, OECD and SETAC-Europe). The main issue
discussed was the interpretation of data from microcosm tests. Due to the
large amount of data from most studies interpretation is very difficult.
Furthermore, no harmonised methods for conducting and evaluating these
tests are available. The workshop discussed methodological issues like the
application of the test compound or the most appropriate composition of the
community of test organisms. Analysis and interpretation of results by various
statistical methods and the weighing of the relative ecological relevance of
the results were also discussed. The potentials and the deficiencies of the test
systems were discussed in connection with the recovery potential of
populations and communities. It was stated that there is not enough data at
present on the abundance of species in waterbodies in agricultural landscapes,
which could help to determine the recovery potential of species.

Table 2 List of the seventeen recommendations of the CLASSIC workshop, which could/
should be followed or considered when performing a microcosm study, presented by Dr. Steve
Norman at the 117, annnal meeting of SETAC-Eurgpe 6-19 May in Madrid

1) All studies are context dependent — no harmonised rules for conduct,
analysis and interpretation are available

2)  Need for expert judgement in interpreting studies

3)  Define treatment concentration based on laboratory test, field use and
environmental concentrations

4)  Both spray and simple mixture application are acceptable

5)  Apply substance during spring due to growth and monitor recovery

6)  The test must be practically, technically and economically feasible - focus
on most sensitive species

7)  Include macrophytes

8)  Univariate statistical analysis for single species and Principle Response
Curves (multivariate ordination technique) for community data

9)  Determine the Ecological Acceptable Concentration (EAC)

10)  Preferably include both structural and functional measures

11)  Determine recovery time

12)  EAC’s should protect the system

13)  Create database for extrapolation between aquatic systems



14) Include landscape ecology

15)  Determine clear protection aims for the study a priori

16)  Effects with recovery are acceptable

17)  No need for uncertainty factors on well executed, analysed and
interpreted studies

I will comment on these recommendations in the discussion.

1.2 Detecting an ecological difference

The need for reliable detection of ecological impact on aquatic ecosystems
has grown rapidly due to the increased burden placed on aquatic waterbodies
by human activity. Without reliable information about changes in ecosystems,
and the causes of these changes, environmental management cannot operate
efficiently. In theory microcosms are useful tools for the establishment of
causal relationships, since they allow controlled experimentation and replication.
However, microcosms vary in scale, ecological relevance and complexity. This
results in advantages and disadvantages concerning extrapolation to the real
environment as well as in the degrees of replicability, repeatability or
reproducibility and the associated ability to detect causal relationships for
ecotoxicological endpoints (Kraufvelin, 2000).

At this time it must be noted that there is no single correct scale on which to
describe populations, communities and ecosystems — the choice of scaling must
always be a transparent and reasoned context dependent decision. Applied
challenges, such as the prediction of the causes and consequences of most
environmental problems, require interfacing of phenomena that occur on very
different scales of space, time and ecological organisation. A thorough elucidation
of the mechanisms undetlying observed patterns is the principal key to prediction
and understanding. This cannot be done properly without fundamental
knowledge of experimental design and statistical analysis (Hurlbert, 1984).

The choice of spatial and temporal scales of an experiment is crucial for its
outcome. Every microcosm investigation will suffer from its intermediate
position — trapped between the realism of the field studies and the control
typically associated with laboratory experiments. Full-scale natural experiments
and whole-ecosystem studies operate at higher, more realistic, spatial scales
and should thus be better suited for ecosystem management tasks and for
understanding and prediction of the ecology of ecosystems, however, this is
neither ethically or practically feasible. Any approach has inherent weaknesses
and no approach alone is able to give a complete description of how ecosystems
tunction. There is no a priori reason to assume that extrapolation of results
among microcosms would involve more or less scaling pitfalls than
extrapolation from small to large ecosystems (Kraufvelin, 2000) (Petersen et
al., 1999). Prior to a context dependent definition of scope and scale of the
microcosm study, basic consideration of experimental design and statistical
analysis is necessary to among others avoid the pitfalls of pseudoreplication
(falsely inflating the number of replicates (7) e.g. you can’t take three samples
from one experimental unit and then claim #=3, because these samples are
not independent thus #=1) as described by Hurlbert (1984).

Beside these more qualitative considerations of ecological testing, a more
quantitative perspective is also necessary. This concerns the statistical significance
of the data resulting from the experiment. The way to determine whether to
accept or reject the null hypothesis (of no effects caused by a chemical com-
pound induced to the microcosm) is by statistical analysis of the data.
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Since Pierre de Fermat’s and Blaise Pascal’s early development of probability
theory during the renaissance, our prediction of the future has become more
manageable in terms of risk assessment and risk management. In 1703 Jacob
Bernoulli’s defined the law of large numbers that briefly states; the difference
between the observed result of a random point-test and its true result will
diminish as the number of observations in the random points-test increases
(Bernstein, 1996). The law of large numbers is also reflected in the power of
a test, which increases with increased numbers of observations (e.g. replicates)
(Green, 1989). In 1730, Abraham de Moivre drew the structure of the normal
distribution, the bell curve, and he also conceived the concept of standard
error and standard deviation. These two concepts together constitute the law
of averages, which since has become crucial in most techniques for quantifying
risk (Bernstein, 1996).

Two years after Thomas Bayes’ death in 1764, the Royal Society published
Bayes’ paper in Philosophical Transactions on a priori probability also known as
the Bayesian theorem. The theorem focuses on the many situations where we
have a sound intuitive recognition of the probability for a result but at the
same time we want to know how we are able to change the assessment as the
situation evolves (this approach is subjective and thus biased). In 1848, Carl
Friedrich Gauss published his 16 volume geodetic investigation of the Bayern
Mountains. But he also found that the distribution of the values was symmetric
around the mean and transposed de Moivre’s bell curve into the physical and
environmental world. The use of and interest in probability then developed
from a mathematical and game/play focus towards using the contemporary
techniques in economics (e.g. JM Keynes) and hence the political guidance of
societal progress (Bernstein, 1990).

Today, probability is an integrated part of our understanding of the world and
otientation among vatious changes and risks. In 1997 the USEPA (EPA/630/
R-97/001) sent out guidelines for probabilistic risk assessment by Monte-Catlo
simulations and in 2001 SETAC recommended the use of multivariate ordi-
nation techniques (Principal Response Curves) to ease the interpretation of
multispecies toxicology tests (CLLASSIC, 2001). Nobel prize winner Arrow
(1992) stated that the mathematically driven apparatus of modern risk ma-
nagement contains the seeds of a dehumanising and self-destructive technology.
Our knowledge of the way things work, in society or in nature, ,,comes trailing
clonds of vagueness. 1 ast ills have followed a belief in certainty**, he points out.

In the process of breaking free from the past we may have become slaves of
anew religion, a creed that is just as implacable, confining, and arbitrary as the
old (Bernstein, 1996). This is some of the background for the ,,regulators
dilemma* (having to make a decision with lacking information/knowledge
searching for single and magic numbers neglecting uncertainty) (Weinberger,
1985) and subsequently for the precautionary principle.

Today environmental scientists live under the singularity of obsession of
statistical significance (0t or < 0.05) and Type I error rates (the producer’s
probability of a false positive) when testing the null hypothesis (H ). The most
common H, is the one of ,,no difference® or ,,no effect” or to ,,assume no
effect until proven otherwise®. In environmental impact assessments, non-
rejection of the H, typically results in a conclusion of ,,no impact®. In rejecting
H by this rule, it is not incumbent upon us to worry about the magnitude of
,,statistically significant™ differences (eg. differences among means), even
though that is perhaps the most interesting facet of our data. Statistical
significance has come to be treated almost synonymously with biological or



ecological importance and relevance, even though no such relationship exists
outcome (Mapstone, 1995).

Neither o not 3 (the environments probability of a false negative - Type 11
error) have any intrinsic meaning in terms of the biological variables we measure
ot the biological (or economic, political, ethical etc.) importance of an outcome
(Mapstone, 1995). Obviously, it is much easier to define statistical significance
than to define biological or ecological significance. However, the above
mentioned assumptions behind most environmental research and science are

part of Arrow’s (1992) prophecy of quantitative probability theory.
Green’s (1979) ten rules provide a concise (and ideal?) summery of statistical
advice for biological research, and will usually be a sound basis for critical

assessments of the literature:

Table 1. Ten statistical principles for ecological research (Green, 1979).

1. Beable to state concisely to someone else what question you are asking;

2. Take replicate samples within each combination of time, location and
any other controlled variable.

3. Take an equal number of randomly allocated replicate samples for
each combination of controlled variables.

4, To test whether a condition has an effect, collect samples both where

the condition is present and where the condition is absent but all else
is the same (Ceteris paribus).

5. Carry out some preliminary sampling to provide a basis for evaluation
of sampling design and statistical analysis options.

6.  Verify that your sampling device or method is sampling the population
you think you are sampling, and with equal and adequate efficiency
over the entire range of sampling conditions to be encountered.

7. If the area to be sampled has a large-scale environmental pattern, break
the area up into relatively homogeneous subareas and allocate samples
to each in proportion to the size of the subarea.

8. Verify that your sample unit size is appropriate to the size, densities,
and spatial distributions of the organisms you are sampling, then
estimate the number of replicate samples required obtaining the
precision you want.

9. Testyour data to determine whether the error variation is homogeneous,
normally distributed, and independent of the mean.

10.  Having chosen the best statistical method to test your hypothesis, stick
with the result.

Ad 2) Differences among can only be demonstrated by comparison to
differences within. Ad 3) Putting samples in ,,representative or ,,typical places
is not random sampling. Ad 4) An effect can only be demonstrated by
comparison with a control. Ad 5) Those who skip this step because they do
not have enough time usually end up losing time. Ad 6) Variation in efficiency
of sampling from area/replicate to area/replicate biases among-area/replicate
comparisons. Ad 7) If itis an estimate of total abundance over the entire area
that is desired, make the allocation proportional to the number of organisms
in the subarea. Ad 8) If it is not, as will be the case for most field data, then a)
appropriately transform the data, b) use a distribution-free (non-parametric)
procedure, c) use an appropriate sequential sampling design, or d) test against
simulated null hypothesis (H ) data. Ad 10) An unexpected or undesired result
is ot a valid reason for rejecting the method and hunting for a ,,better” one
(Green, 1979).
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Identifying trade-offs between statistical and ecological significance of
environmental science requires careful thought on the experimental design,
analytical tools in teasing out the real changes and consideration of the situa-
tion and position of the recipient of the conclusions and their possible
regulatory and juridical framework. It is a lifework or more just to grasp alobe
of the total picture of the pit-falls and definition of ecological significance,
which is also part of the ,,single large or several small (SLOSS)* (e.g. one large
microcosm study or many small laboratory bioassays) discourse within
ecotoxicology. However, I'll try to convey at least some of the headlines on
this interesting and challenging topic that directly or indirectly relates to
ecotoxicology and microcosm testing in the following,

1.3 Ecological significance in microcosm tests

Looking for and defining ecological significance is not easy because of the
large amplitudes within nature in terms of relevance of season, time, species
geographical differences, etc. However, it is important to try and determine
the ecological significance of an ecological risk assessment. Pseudoreplication
must be avoided. Pseudoreplication may be defined, in analysis of variance
terminology, as the testing for treatment effects with an error term inappropriate
to the hypothesis being considered. The samples must be independent of
each other. This may seem evident and trivial, however, pseudoreplication is
probably the single most common fault in the design and analysis of ecological
field experiments. It is at least equally common in many other areas of re-
search according to Hurlbert (1984). Pseudoreplication can also occur in the
analysis of data, eg. by inflating #» (number of replicates) in Before-After-
Control-Impact-Pairs (BACIP) analysis (Stewart-Oaten et al., 1992) by
pseudoreplication in time.

Replication, repeatability and reproducibility are other problematic basic
scientific issues for microcosm science (Crane, 1997). With increasing natural
realism follows increasing natural variability and thus decreasing ability to get
microcosms sufficiently similar to ensure efficient (subtle) effect detection
with a reasonable number of replicates.

Another problem is the extrapolation of ecological risks within different scales:

A) Time; acute to chronic toxicity.
B) Space; laboratory to semi-field to field.
C) Complexity; between species, communities, populations and ecosystems.

All these extrapolation gaps are still widely uncertain or unknown (Persoone
& Janssen, 1994). Within ecotoxicology today there is a discussion concerning
analysing functional (ze. processing of matter and energy) or structural
(abundance and diversity species) changes of the ecosystem. Moreover, a precise
definition of most of the entities mentioned under A) B) & C) are uncertain
within themselves and needs further research.

The assimilative capacity of ecosystems is thought to occur because the sy-
stems have redundant parts. The redundancy of functional parameters refers
to the principle that changing structure does not alter function, in other words
they are buffered by redundant characteristics. If ecosystems have redundant
components, then we should determine precisely how much ecological
simplification could occur without damage to our life support systems ze.
»free fundamental services provided by ecosystems. If ecosystems lack
redundancy, we should redouble our efforts to assess levels of stressors that



produce adverse effects, and we should be more proactive in managing
biological resources (Pratt & Cairns, 1996). Determination of the redundancy
is also vital for a correct definition of acceptable effect sizes (A) in a prior:
power analysis of pre-treatment data prior to determining the test design (#5
in Green’s list (1979)).

Structural measures are those with which ecotoxicologists still have the greatest
familiarity and compatibility, and which have the longest history of
measurement within the field (also chosen for these reasons by the author).
However, functional measures may be more sensitive to stressors than structural
ditto. The variability in community structure between replicates can be high
and possibly problematic in detecting adverse effects at the community and
ecosystem levels (Pratt & Cairns, 1996). Ecological functions integrate the
collective activities of many species, and stressors can reduce the physiological
abilities of individuals without individuals being eliminated from populations.
Therefore, a measurement of collective functions might reveal effects that
would be missed by enumerating all species (,critter counting®). The
redundancy argument is a theory based on the assumption that communities
rich in species may have an array of taxa in key functional groups or guilds.
Therefore, if a species were eliminated, one or more other species could expand
to fulfil the functional role (Pratt & Cairns, 1996). Ecological significance for
communities or ecosystem levels would be more readily assessable with
functional measures if the redundancy theory and the inherent assumptions
herein are correct. However, focusing on functional NOEC’s could cover an
unacceptable change in community structure and loss of biodiversity. Ideally
both structural and functional parameters should thus be monitored.

1.4 Ecotoxicology as a science

In June 1969, René Truhaut, a French toxicologist with a pharmacology
background, coined the term ecotoxicology — ,,a new branch of toxicology
studying toxic effects to the constituents of ecosystems® (Halfmann, 1995).
Ecotoxicology is a science that uses ecological variables to assess the effects
of chemicals in the environment. Effects on biotic structure and function
must be examined, and these data need to be incorporated (along with
knowledge about their uncertainties) into risk assessments (Pratt & Cairns,
1996). The challenge facing those working in the field of ecotoxicology is to
settle on a group of ecologically important assessment endpoints (particularly
in microcosm tests) that can be reliably measured and, thus, can be used in
ecological risk assessments.

Single species acute toxicity tests became the foundation for aquatic toxicology.
Why? The tests were simple to conduct, relatively inexpensive, and easily
interpreted. However, many began to question whether or not the tests provided
adequate information about the effects of chemicals to be truly protective of
aquatic life (Dickson, 1995). This was where the microcosm approach came
in to play. While ecosystems cannot be created in the laboratory, community-
level experimentation is a closer approximation of the ecosystem than
independent tests of surrogate species in isolation (Pratt & Cairns, 1996).

Tansley (1935) gives a precise definition of an ecosystem as ,,... 7ot only the
organism-complex, but also the whole complex of physical factors - the habitat factors in the
widest sense. We cannot separate them (the organisms) from their physical environment.

It follows that the goal of ecotoxicology as a science is the organisation of
knowledge about the fate and effects of toxicants in ecosystems based on
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explanatory principles. Inconsistencies arise from the complex interweaving
of wvarious scientific, technological and practical goals within this socially
obligated endeavour.

Hence, science is concerned with creating an intellectual model of the material
world, in other words seeking simplicity in complexity. Technology is concerned
with the procedures and tools and their general use to gain or use knowledge
to enable scientific discovery. And practice as concerned with how to treat
individual cases. Confusing these three in relationship to ecotoxicology and
risk assessment can be dangerous (Dickson, 1995).

The technological objective of ecotoxicology is the development and effective
application of tools and procedures to acquire a better understanding of
toxicant fate and effects in ecosystems. Practical ecotoxicology applies available
knowledge, tools, and procedures to specific problems. In ecotoxicology, the
necessity for standardisation and the immediate need for action in specific
situations, combined with the human fascination with particulars, contribute
to our present dearth of innovative science. It encourages a preoccupation
with methodology, particulars and idola quantitatus. Many of our present
practices in ecotoxicology are driven by the history of the field, not their
scientific soundness. There is a need for rejection of many of our present
paradigms and adherence to a more rigorous falsification process within the
sciences of ecology and ecotoxicology (Newman, 1990).

Microcosm testing for higher tier risk assessment of chemicals would fall within
the realm of technological and practical ecotoxicology and not ecotoxicology
as a science. This distinction is important in terms of what scientific falsification
methodology should be recommended and in order to grasps the inertia of
implementation of a precautionary approach in risk assessment and risk ma-
nagement. The inertia for changes is considered larger within science, than
changing technologies and practices.

1.5 Ecology as a science

Ecology plays a larger role in ecotoxicology and especially in microcosm testing
that ,,mimics* a real ecosystem. Elton (1927) and, later, Andrewartha & Birch
(1954) have defined ecology as the science that attempts to predict the abundance
and distribution of organisms. Some of the most vital ecological theories in
microcosm testing are the ones concerning whole ecosystems, food webs and
trophic levels and trophic-cascade hypotheses (Carpenter et al., 1985). I will not
pursue these in length here, but just touch upon some criticisms for them.

The trophic-cascade theory was first put forward as a research topic for further
investigation by Lindeman (1942). In this paper he concludes that it should be
emphasised that the trophic-dynamic principles (e.g. the more remote an
organism is from the initial source of energy (solar radiation), the less probable
that it will be dependent solely upon the preceding trophic level as source of
energy) cannot be expected to hold for every single case, according with the
known facts of inherent biological variability. A4 priorz, however, these princip-
les appear to be valid for the vast majority of cases, and may be expected to
possess a statistically significant probability of validity for any case selected at
random. Since the available data summarised in his paper are far too meagre
to establish a basis, it is highly important that further studies are initiated to
test the validity of these and other trophic-dynamic principles, Lindeman (1942)
concludes. Lindeman’s views have inspired a generation of ecological
investigations and still represent a fundamental concept for ecology and is



integral to various treatments of limitations of different trophic levels made
popular by the classical work of Hairston, Smith & Slobodkin (1960). These
considerations were central in the heated discourse on Top-Down and/or
Bottom-Up forces in population community ecology (Ec/logy special feature
(1992) 73,3:723-764) and in the subsequent debate of biomanipulation of
lakes (Shapiro et al., 1990; McQueen et al., 1986; Persson et al., 1988; DeMelo
et al., 1992; Sanderson et al., 1993).

The editors of the special feature in Ecology concluded that all of the papers in
the special issue agree with the premise that top-down and bottom-up forces
act on populations and communities simultaneously. The discussion is no lon-
ger about which occurs, but rather about what controls the strength and rela-
tive importance of the various forces under varying conditions, and what dri-
ves the feedback’s and interactions among multiple trophic levels? (Matson &
Hunter, 1992).

Hairston, Smith & Slobodkin (1960) and other studies, presume that the divi-
sion of ecosystems into discrete trophic levels will reveal patterns in ecosystem
structure or function, but ignore the serious operational problem presented
by such a division. In principle, this division involves only the assignment of
the component species of the ecosystem to distinct trophic levels based on
their diets, but with the exception of terrestrial plants this is an extremely
difficult task. Many organisms are so flexible in their diet that trophic relati-
ons and trophic levels change seasonally, ontogenetically and geographically.
Omnivores and detritivores are especially difficult to classify yet the former
are very common in most ecosystems and the latter often dominate energy

exchange (Peters, 1991).

Finally, the recycling of energy among trophic levels, once considered
impossible because of an overinterpretation of the laws of thermodynamics,
cannot be accommodated into Lindeman’s scheme, yet it may be quite common
in nature (Peters, 1991).

Some brief examples: Porter (1976) showed that some species of algae that
are ingested by Daphnia sp. are neither digested nor harmed while passing
through the Daphnia gut. More important, it appears that they profit from
being grazed by exposure to the higher phosphate concentration inside the
gut. In this case, the primary interaction in question is the uptake of phosphate
by the indigestible alga species, which after passing the gut, increased in
abundance.

Another example may be found among cows and other herbivores that depend
on intestinal flora to digest their food and in a sense are secondary consumers
of the products (wastes) of this flora. Moreover, all mammals grow to 10-
20% of their adult size while still totally dependent on their mother’s blood
supplies or milk for nutrient. The more completely we describe the trophic
relations within an ecosystem, the less easily we can divide it into levels and
compartments (Peters, 1991). The emergence of the trophic level as a tenet
of ecological science might be an accident of history based on an invalid
interpretation of thermodynamics. Modifications to the concept have not
overcome the basic flaws of theory and, hence there is a need for more re-
search into this, as LLindeman pointed out sixty years ago.

According to Ulanowicz (1988) the trophic level theory has been established
as a descriptive and non-predictive model of ecosystems in which individual
organisms or species cannot be wholly apportioned to a particular level
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(Cousins, 1987), which, fits poorly with the definition of ecology as a science
given above. Thereby the existence of a paradigm hierarchy theory of the
ecosystem could be questioned (Rigler, 1982). In fact it could contribute to
the vagueness of ecology by confusing hypothesis with experiments, and
inviting inward-looking research that learns more and more about the artifi-
cial, but less and less about natural and managed ecosystems (Carpenter, 1999).

The questions posed to ecotoxicology do however not go away just because
the definition of the science of ecology maybe imperfect, and society still
need answers. There seems to be two standpoints among ecologists and
ecotoxicologists. One state that we know nothing, or next to nothing, and that
science is too poor and the other states that this may be true to some extent
and that all models are approximations — but some are nevertheless useful.
Moreover, who are then to answer all the risk questions posed if not ecologists
and ecotoxicologists? The author favours the latter statement, maybe the
scientific paradigm is weak but if the techniques and practices are in coherence
with public demand of sustainability we must keep on refining these.

1.6 Epistemic approaches in ecotoxicology

Maybe the definition of ecology (and thus of ecotoxicology) given above is
not justifiable - compared to for example physics due to random events, mul-
tiple causalities, evolution, historicity and self-organising properties in biological
systems. However, physics are also submitted to random events and are not
expected to predict these, for example the random event of decaying atoms
of a radioactive isotope. If the system comprises a large number of atoms of
the isotope we can predict empirically how many will decay in a given period
of time, but we cannot predict which ones will decay or in which order. This,
among other, gave rise to quantum mechanics which are still believed to be
random (paper VIII). Another metaphor could be the ball travel in a pinball
machine. We know all the laws the ball is subjected to yet we are unable to
predict the exact position of the ball during the game 30 seconds ahead.

Environmental toxicologists, like all scientists, are presented with choices over
the philosophical frameworks within which they work. However, most scientists
do not receive formal training in scientific methods and this may lead to
inappropriate choices. Presently there are two dominating philosophical
frameworks of science to explain how scientists formulate and justify their
theories. The first and most favoured approach is hypothetico-deduction (the
testing of a priori theories by comparing them with relevant data). The other is
classical induction based on observations. Both have strengths and weaknesses.
Itis important to recognise the strengths of each and use the most appropriate
method for achieving the goals for environmental toxicology.

Most modern hypothetico-deductivism follows a version of the falsificationist
strategy proposed by Popper (1968). Popper’s view was that science progresses
through the falsification of theories and their replacement by supetior ones. In
contrast to inductivists who wish to build up scientific knowledge piece by piece
falsificationist’s welcome bold conjectures that, if falsified, can be replaced in
their entirety by other conjectures. Finally, scientists will arrive at a theory that
withstands the most rigorous tests (Crane & Newman, 1996). These theories
can then again form the paradigm of the science until replaced by yet more
supetior ones forming the structure of scientific revolutions (Kuhn, 1962).

There are, as mentioned, several context dependent problems with both
approaches. The problem with the inductivist approach has traditionally been



called the ,,problem of induction® due to the circularity and possible
tautologies in inductive arguments based on observations. For example, what
constitutes a sufficiently large number of observations before universal
statements can be made? The metaphor of concluding that all Swans are
white — as they are in most continents — not knowing that there are black
Swans in Australia and thus being wrong,

A problem with the emphasis on falsification in modern hypothetico-
deductivism arises when we ask how much of a theory needs to be falsified.
Most scientific theories are complex structures that depend upon a collection
of universal statements, initial conditions, and auxiliary assumptions. If a
prediction made by a theory is false, it may be due to an error in an auxiliary
assumption rather than in the main body of the theory itself. Because of this,
scientists are usually able to deflect a falsification onto a less important aspect
of their theoretical construct and hence protect the main theory (Crane &
Newman, 1996).

Lakatos (1974) presents another approach. According to this, theories appear
to evolve into complex organised structures over time. These organised
structures are described as ,,scientific research programmes, containing several
identifiable features. This approach allows scientists more flexibility than Popper
when developing their research programmes. Moreover, Lakatos suggests that
immature but growing research should at least initially be sheltered from the
full forces of relentless falsification.

The problems faced by environmental toxicologists can be described as either
one of retrospective assessment or of predictive assessment. The determina-
tion of the fate and effect of single chemicals or mixtures (a retrospective
impact study) is usually a historical and spatially well defined problem that
may best be solved with emphasis on the hypothetico-deductive approach.
The prediction of the fate and effects of (new) chemicals usually has the
objective of universal or at least very wide applicability across time, species
and habitats, and may best be solved by emphasising inductive approaches
(pers. comm. Dr. Peter Calow, 2001) (Crane & Newman, 1996).

In the predictive studies the investigator knows the source (e.g. a new chemical
or effluent) but needs to estimate the level of exposure experienced by
organisms and the toxic effects that result from this exposure. This can be
contrasted with an impact study on a known source, in which the task of the
investigator is also to discover the level of exposure and effects, but usually by
direct measurement rather than estimation. Hence, the explanation of cause
and effect is an important aim of impact studies whatever their genesis.
Causality within ecology and ecotoxicology must be treated with caution as
mentioned above. The criteria of caution by Hume in the mid 1700 was that
cause and effect should occur together in space and time, the effect should
follow the cause, and an effect should always occur when the cause is present
(Crane & Newman, 1996). Peters (1991) suggests abandoning this concept
altogether and replace it with the more restricted, but operational search for
predictive regularities, for example by adopting multiple working hypothesis.

The hypothetico-deductive method can be a rigorous tool in retrospective
impact studies, so long as its potential weaknesses are not ignored. An emphasis
on inductive techniques seems to promise the most success in predictive
assessments. The systematic combination of both induction and hypothetico-
deduction within a pluralistic framework is likely to yield the greatest progress
in most areas of environmental toxicology (Crane & Newman, 1996). Again
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it is imperative to determine which form of ecotoxicology that is under con-
sideration; science, technology or practice? For the scientific element in both
ecotoxicology and ecology there is a strong need for hypothetico-deduction
falsification (Peters, 1991). But within technology and even more in practice
there are more needs for multiple inductive approaches (Lakatos, 1974). It
would therefore be wrong to discard the useful ones due to rigorous
falsification, not the least in light of the precautionary principle and the dem-
and for policy- and decision-making on the environmental area, which is very
different politically from physics and other core-sciences (Weinberger, 1985).

1.7 Methodology

Scientists like all humans are prone to confirmation bias: the psychological
desire to confirm our theories rather that attempt to falsify them. This can
lead to a loss of normal levels of scientific objectivity and to what Rousseau
(1992) has termed pathological science. Hence, adherence to an immature
theory within microcosm testing may represent either a process of positive
nurturing until the theory is precise and predictive, or a stubborn adherence
to a hopelessly vague and qualitative concept on the part of the scientist.

I was very aware of the confirmation bias starting this PhD. from earlier
experiences writing a bachelor-project on biomanipulation and master-thesis
involving mesocosm testing. I thereby focused on the methodology and de-
sign of microcosm experiments and therefore reversed the objective of my
experiments in terms of testing the microcosm design with a compound and
not the other way around where we usually test a compound with a test de-
sign. This approach meant a higher degree of objectivity for me because then
all results were equally relevant and considered necessary. This way I escaped
the confirmation bias of having to detect significant effects.

There is nothing wrong with using @ posterior; hypothesis generated from
statistical analysis of data to recommend or design further studies (Green,
1989)(Crane & Newman, 1996). Especially statistical power analysis can aid
the design of microcosm testing (Smith, 1995). Moreover, power analysis
involve considerations behind setting of acceptable probability of false positives
(o) and negatives (f3) and acceptable effect sizes (A). These can be viewed in
light of the precautionary principle in terms of implementation of potentially
variable microcosm data in risk management of chemical compounds, which
allows me to keep the interdisciplinary perspective throughout my analysis.

Regarding analysis and interpretation, and improving statistical testing by
contemporary new analysis, multivariate ordination techniques (e.g. Principel
Response Curves (PRC)) and Probabilistic Risk Analysis (PRA) were not
involved in my work for four primary reasons, regarding PRC:

1) Paul van den Brink has already made a doctoral thesis on multivariate
statistical analysis of pesticides in freshwater model ecosystems 1999
where he recommends the use of PRC.

2)  Presently we cannot do power analysis on multivariate ordination
techniques because of the difficulties to determine acceptable effect
sizes at the community and population levels. Hence, the software is
not yet developed in CANOCO or related statistical packages.

3)  These techniques are primarily analytical tools, which are best suited to
lump together data, to give overviews and to generate simpler hypothesis,
which then are amenable for further testing,



4)  They do not ease the ability among regulators to interpret microcosm
data, without additional training for them in multivariate ordination
techniques. The multivariate techniques are usually very complex and
they involve a lot of assumptions and implicit choices to be made. This
is especially a drawback with PRC.

Regarding the PRAs these also involve some problems. According to Forbes
& Forbes (1993) PRAs: 1) It is unscientific to ascribe species to a theoretical
and unvalidated distribution. 2) To assume that the organisms selected for
testing are an unbiased sample (an assumption of the statistical distribution)
and 3) In order to scientifically reach 1) & 2), there is a need to generate larger
amounts of data (and knowledge of the species biology and ecology). More-
over, species interactions are not accounted for, nor is the relative importance
of the species (keystone species) thus the relative ecological relevance is not
weighted and the total number of species to fit regression and distribution the
curve is often not adequate (see also Petersen, 1999). In other words PRA still
needs further scientific testing and validation.

Both PRC and PRA may play an advanced role in risk assessment in the future
but full implementation of these techniques will generally require a substantial
upgrading of the risk administrators statistical knowledge for in-depth
comprehension of these techniques (Streloke, 2000).

The present thesis focuses on the dichotomy between statistical and ecological
significance within microcosm testing and its implementation in risk assessment
and management. In short, my scientific approach was influenced by a
Popperian falsification of the designs by determining the actually required
sample size, at the scientific level and a Lakatosian inductive approach in terms
of the analysing the technological and practises of microcosm testing by context
dependently elucidating trade-offs in design evaluation.

2.0 Design and materials

I'used three different microcosms along an ecological relevance gradient. The
first set-up consisted of four dough-out earthen out-door ponds of
approximately 25m” situated at University of Roskilde, Denmark, campus area.
These ponds were quasi-natural and had matured for five years before
experimentation. For the purpose of this thesis, I was concerned with the
applicability of quasi-natural mesocosm ponds for higher tier risk assessment
of the herbicide RoundUp, = with emphasis on the potential risk for pelagic
phytoplankton and zooplankton. Two of the ponds had been used 3 years
before, but no residuals of the compounds were found in the waterphase or
top sediment, since these compartments had remained unaffected. The second
design was thirty outdoor 12 m’ PVC pond microcosms designed according
to SETAC recommendations (paper V) situated at University of Guelph,
Ontario, Canada. This study focused on risk assessment of a perfluorinated
compound (PFOS) in terms of toxicity also on phyto- and zooplankton.
Moreover, Mark I.. Hanson, Keith R. Solomon and I, reviewed three
phytotoxicity studies in the 12 m® microcosms with monochloroacetic acid
(MCA), dichloroacetic acid IDCA) and chlorodifluoroacetic acid (CDFA) (all
halogenated compounds). The third microcosm type was used in two studies
repeating, on a smaller scale, the Canadian Perfluorooctane sulfonate (PFOS)
and Perfluorooctanonic acid (PFOA) experiments in twenty and thirty 30L
clear PVC aquariums. These studies focused on the pelagic zooplankton
community. Power analysis was conducted in all studies in order to determine
the required sample size needed to detect the observed effects with high power,
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this measure was used as the yard-stock comparing relative statistical power
of the three different designs with regard to spatial dimension and complexity.
The extrapolation gap and the relative ecological relevance in terms of how
well the design mimics the mother model (the pond) was tentatively ranked
and set to; 25 m* earthen pond >12m’ out-door PVC pond > 30L indoor
PVC aquarium. I focused on the pelagic plankton communities in the
experiments, and on phytotoxicity in the Guelph review (paper V). Moreover,
I conducted a state-of-the-art review of the replicability of microcosm stu-
dies 1985-2000 quantifying coefficients of variation (CVs) from each study.

Picture 2: 1257 out-door PV'C pond
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Picture 3: 30L indoor aguarium

2.1 Chemicals

The choice of chemicals in this thesis was not the main issue, as they simply
serve for evaluation of the test design and not primarily the other way around
which is more commonly used - in order to maximise my objectivity. However,
I tried to choose interesting and controversial chemicals for my experiments
like the herbicide Roundup, , and the surfactants PFOS & PFOA. More
thorough chemical descriptions of the compounds are given in papers I1-V.
Below I just explain briefly why they were chosen.

The two-component herbicide Roundup, ,, (and the additive Team-Up) was
chosen because it is one of the most widely used herbicides in the world. In
addition, if genetically modified (GM) Roundup-ready Soya beans and other
Roundup-ready GM plants passes the ecological risk assessments, Monsanto
(producer of Roundup products) look to significantly increase the global
production and marketing of Roundup. However, the only aquatic semi-field
study conducted thus far is a study by Hildebrand et al. (1980), despite the fact
that Roundup has been deemed to pose a risk to aquatic organisms and a 2
meter buffer zone to waterbodies has been issued (MST, 2000). Hildebrand et
al. (1980) did not find any significant effects despite treatment at a 100 times
recommended dosage. Therefore we (Dr. Seren Petersen and I) wanted to
determineif this could be attributable methodological problems related to testing
Roundup under quasi-natural conditions rather than no effects? Hence, we per-
formed a microcosm test in four ponds (see paper II).

Perfluorooctane sulfonate (PFOS) and Perfluorooctanonic acid (PFOA) belong
to the family of perfluorinated surfactants which is widely used in firefighting
foams, as water and stain repellent for shoes and clothes and as emulsifiers in
the polymerisation of Teflon® for coating and lubricants. Both compounds
are extremely persistent (no known environmental half-life (years)), they are
ubiquitous in the environment and bioaccumulate as they have been found in
blood and tissue of top predators as polar bears, seals, cormorants and humans
(EPI (USEPA QSAR and database) estimated LogKoW = 6,3 and BCF =
56.23). They are globally distributed and under intense toxicological and
biomonitoring survey by the USEPA and the producer of the majority of
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PFOS 3M. However, no testing under field or semi-field conditions are
included or have been carried out. This is why the Canadian toxic substances
research initiative (TSRI) sponsored a semi-field risk assessment of PFOS
and PFOA (papers III & IV). I participated in both in the 12 m’ outdoor
microcosm in Canada and in the indoor microcosm studies. The Danish indoor
studies repeated the treatments, sampling and zooplankton toxicological
endpoints on a smaller scale of the Canadian study and could thereby serve
as a link between the laboratory single species bioassays and the outdoor
microcosm study. Unfortunately the outdoor study will not be published until
summer/fall 2002 and could thus not be a part of this thesis.

However, instead Mark L. Hanson, Keith R. Solomon and I have prepared a
review of three studies performed in the microcosms at University of Guelph,
ON, Canada, using haloacetic acids monochloroacetic acid (MCA), dichloroacetic
acid (DCA) and chlorodifluoroacetic acid (CDFA). Haloacetic acids are toxic to
many plants and have been used in the control of aquatic weeds. They are
widespread and found in precipitation and in the aquatic environment, which
renders studies on their ecotoxicological relevance important, especially with
regard to their phytotoxicity on submerged macrophytes. The ASTM guideline
1913 97E test organism Myrigphyllumz sp. was used in the microcosm studies. We
wanted to determine whether the uncertainty introduced by the microcosm
design or inherent genetic variability was predominating and thereby we sorted
out the ten different growth inhibition parameters in terms of ecological sensitivity
and statistical power (paper V).

2.2 Power analysis

Although ecologists have become increasingly sophisticated in applying tests
for statistical significance, few are aware of the power of these tests. Statistical
power is the probability of getting a statistically significant result given that there
is a biologically real effect in the population being studied. In particular if a test
is not statistically significant, this is either so because there is no effect or because
the study design makes it unlikely that a biologically real effect would be detected.
Power analysis can distinguish between this, and is therefore a critical component
of designing expetiments and testing results (Thomas & Krebs, 1997). In statistical
terms, the power of a test is defined as 1-3, and f is the probability of falsely
accepting the null hypothesis (H ) (the claim of no effect) when in fact another
hypothesis is true (H,) (Type II error). The main goal of power analysis is to
decide, while in the process of designing an experiment:

1)  How large a sample is needed to allow statistical judgements that are
accurate and reliable

2)  How likely the statistical test will be to detect effects of a given size in a
particular situation.

I performed a posteriori analysis of power in my studies due to relatively fixed
sample sizes two out of three experiments due to logistical and economic
constrains. Performing power analysis and sample size estimation is an
important aspect of experimental design, because without these calculations,
sample size may be too high or too low. If sample size is too low, the experiment
will lack the precision to provide reliable answers to the questions it is
investigating. If sample size is too large, time and resources will be wasted,
often for minimal gain.

I used power analysis to assess the required effect size (A) and or replication
(n) of the three different scales of microcosms I worked with and thus to



address and quantify the dichotomy of statistical versus ecological
significance inherent in designing or evaluating a microcosm study.
Furthermore, I discuss the implementation and application of a precautionary
approach in light of power analysis. So in a sense, the power analysis is my
link between the environmental experiments I conducted and the possible
implementation of these results via a precautionary approach in a feed-back-
loop affecting how to conduct and interpret microcosm studies technically

and in practice.

Precautionary
approach

Figure 1: Feed-back-logp and analytical
Sframework of my thesis.

In situations of uncertainty, ecologists following a scientific account of
rationality typically minimise Type I rather than Type II statistical error (Shrader-
Frechette & McCoy, 1993). There has been a long and sometimes heated debate
of relative importance of Type I and II errors within the scientific community
(Buhl-Mortensen & Welin, 1998). Type I error is also called ,,the producers
risk* and Type II error is the ,,consumers risk®. Statistically minimising the
probability of a Type I error would increase the risk of a Type II error, whereas
minimising the probability of a Type II error would not increase the probability
of a Type I error (Shrader-Frechette & McCoy, 1993).

Power analysis

Environmental impact assessors and policy-makers typically make the value
judgement that Type II errors are preferable to Type I errors in assumed sup-
port of an epistemic or scientific concept of rationality under uncertainty.
They tend to prefer not to reject the null hypothesis, thus they, according to
Shrader-Frechette & McCoy (1993), prefer the risk of not rejecting a dange-
rous development to the risk of rejecting a harmless development. Consumers
and the public generally, however, tend to support an ethical and precautionary
concept of rationality under uncertainty. They tend to reject the null hypothesis
and prefer Type I error over Type II errors when both cannot be prevented.
Preferences for Type II error and minimising Type I error might partly arise
from appearing consistent with scientific practice (Shrader-Frechette & McCoy,
1993).

Scientific rationality has traditionally emphasised minimising Type I errors. In
order to minimise Type I errors, scientists design studies to guard against the
influence of all possible confounding variables, and they demand replication
of study results before accepting them as supporting a particular hypothesis.
The scientist usually attaches a greater loss to accepting a falsehood than to
failing to acknowledge a truth. As a result, there is a certain inertia in the
scientific enterprise, often rationalised as the healthy scepticism characteristic
for the scientific temper. The preference for Type II errors, for public risks,
over Type I errors, is also consistent with the standards of proof required in
criminal cases. Our law requires the jury in criminal cases to be sure beyond a
reasonable doubt that the defendant is guilty, before deciding against him, a
miscarriage of justice must be avoided, thus revealing a preference for Type 11
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errors. However, in tort cases our law requires the jury to believe no more
than that it is more probable than not that the defendant is guilty, thus
apparently not preferring neither types of error before the other (Shrader-
Frechette & McCoy, 1993).

The rationality of Type I errors before Type II errors within our conduct of
science, technology and practice and thus our policy on environmental issues
and all other innovation areas are important questions in pursue of a sustainable
development for future and present generations. These questions can be treated
transparently within a power analysis under the realm of a precautionary principle.

2.3 Precautionary principle

While there may be distinctions to be drawn between precautionary principle
and precautionary approach they are used interchangeably here primarily
because principle approach is less heavily burdened with years of heated
political interpretation debate. The precautionary approach is a distinctive
approach to managing threats of serious or irreversible harm where there is
scientific uncertainty. This is not new — what is new is the increasing complexity
of environmental sciences and the public debate about the ability of
governments and administration to respond to such situations. The
precautionary approach recognises that the absence of full scientific certainty
shall not be used as a reason to postpone decisions where there is an
unacceptable risk. Even though scientific information may be inconclusive,
decisions have to be made to meet society’s expectations that risks are being
addressed and living standards may be maintained (Environment Canada, 2001).

It is quite clear that (and an implicit purpose of) using microcosm studies in
the risk assessment of chemical compounds include increasing natural
variability and thus decreasing detectability in a statistically significant sense.
Presently microcosms are not widely used within risk assessment of pesticides
and other chemicals due to lack of interpretability of the data and inherently
uncertain data (Fisher, 1992) (Pratt & Cairns, 1996). Hence, a potential use
and implementation of data from microcosm studies could also front the
chemical registration process with considerations concerning how to implement
data with a higher ecological significance but lower statistical significance than
standardised laboratory bioassays? This is where the precautionary principle
comes to my mind as the present framework for implementation of variable
microcosm data.

The precautionary principle has been extensively debated and analysed within
the juridical and social sciences since the articulation and introduction of the
principle in international treaties and conventions in the late 1980s Northsea
convention with the London conference in 1987 and early 1990s the Rio
declaration in 1992. The lack of consensus regarding interpretation of the
principle as been major reason for not implementing it along with the anxiety
of it being anti-development and anti-science (papers VII-VIII). On February
2242000 the EU-Commission launched a white-paper on its interpretation of
the principle silencing much of the interpretation debate.

Meanwhile, there has been a dawning debate on a scientific interpretation of
the precautionary principle, especially within marine environmental sciences.
The argument was, and still is, that precaution should not just be restricted to
policy-making but should also be reflected in the way environmental science
is conducted, analysed and presented. Precautionary decision-making should
be founded on precautionary gathered, analysed and interpreted data, it does
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not make much environmental sense to try and be politically precautionary
with scientifically un-precautionary data. Precaution should involve how
sound environmental science is conducted. Which, on a short term
(technologically and by practical ecotoxicology) could be addressed by
transparently defining the entities of a power analysis (acceptable risks of
Type I & II errors (00 & P) and acceptable effect size (A)) of the study
(preferably a priori but also a posteriori).

On the longer term discussions of, epistemic changes of science could include
considerations of objectivity (as you can not, and should not, be 100% objective
in the light of precaution) and post-normality of science (paper VIII).

2.4 Results

The following papers all represent my context dependent empirical findings
and results. Furthermore, the scope of this thesis was not to present & correct
design of microcosm studies, as this is very context dependent, which has
also been stressed by previous publications and work-shops (ECOFRAM,
HARAP & CLASSIC), but to illustrate and quantify the trade-offs between
statistical and ecological significance associated with choice of microcosm
design. Furthermore, the reader should note that there is always a variable
extrapolation between different studies, endpoints and chemicals, which
hampers the direct quantitative comparison between the studies. The ecological
significance (and thus magnitude of extrapolation gap to the mother model
(typical temporal small farm pond in the agricultural landscape)) of the three
different scales of microcosms covered in this thesis was tentatively set as a
gradient quasi-natural 3 year old 25 m* ponds > 12 m® outdoor PVC ponds
constructed according to SETAC recommendations > 30L indoor PVC
aquariums. I analyse the different design primarily via statistical power analysis
and discuss a short term scientific application of precautionary approaches
via statistical power analysis. The following eight papers represent results and
the empirical basis for my overall conclusions in the last paper.
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Abstract. The objective of this state of the art review was to
quantify the replicability of pesticide studies using micro/
mesocosms. Low interpretability of micro/mesocosm studies, and
inconclusive and highly variable data, resulted in a discontinua-
tion of the use of these studies for the registration of pesticides.
Coefficients of variation, CV%, were calculated on the basis of
data tables as a measure of statistical 'effectiveness' taken from
the literature. The average CV in the investigated studies was
45%; larger out-door mesocosms averaged 51%, and smaller
indoor micro/mesocosms averaged 32%. CVs on variables in-
volving animals were higher than CVs on plant end-points, which
in turn were higher than abiotic variables for all experiments.
However, to enhance the interpretability and implementation
of micro/mesocosm studies for pesticide registration, a number
of context-dependent steps could be incorporated; 1) determine
the appropriate experimental design and number of replicates
by using power analysis, 2) Utilise advanced statistical analysis,
such as probabilistic effect distribution and principal response
curves, 4) report, preferably in quantitative terms using power
analysis, the risk of Type II error. The author's primary conclu-
sion is that the level of CVs is context dependent and, therefore,
it is not possible to suggest a generally acceptable level of CVs
for all experiments. This has been suggested both directly and
indirectly in the literature. Moreover, the number of insignifi-
cant (p >0.05) results is high, 88% of all test biotic variables
had no statistical significance. The average number of replicates
were 3—4, which theoretically should yield significant effects at
least at the highest test-concentration, then resulting in 75-66%
insignificant results.

Keywords: CVs; coefficients of variation (CVs); interpretation;
mesocosm; microcosm; pesticide studies; power analysis;
replicability of pesticide studies

Introduction

The replicability of micro/mesocosm studies is of major con-
cern when assessing the statistical quality of data from these
studies. If replicability is lacking, then so too will be repeat-
ability, reproducibility, predictability and, thus, the utility
of the investigation in the registration of pesticides will be
impeded (Crane 1997). This paper presents a literature sur-
vey of replicability and performance of micro/mesocosm
studies undertaken over the past two decades as a follow-up
on the coefficients of variation (CVs) review on microcosm/
mesocosm studies (Giesy and Allred 1985). This was per-
formed via calculations and comparisons of test variables'
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CVs accordingly to Giesy and Allred (1985). Micro/meso-
cosms have been used for some years for assessing the ef-
fects of chemicals in aquatic ecosystems (Touart 1988).
However, in 1992, the USEPA decided to discontinue the
use of mesocosm studies in the registration process concern-
ing pesticides. This was due to concerns surrounding the
objectivity of the studies and their usefulness for registra-
tion and risk management decisions. "Although the agency
believes that long-term, indirect effects of pesticide use on
aquatic ecosystems may be important, the agency does not
have a testing scheme in place to accurately measure (my
italics) such effects", Fisher 1992). The objective of a pesti-
cide mesocosm experiment is best expressed in a FIFRA-
SAP report as follows: To determine the maximum expo-
sure level of the test pesticide that causes no ecologically
significant changes in population or community structure,
or in the ecosystem function of the test system (USEPA 1987).
This objective, however, is impeded by the highly variable
nature of data derived from micro and mesocosm studies,
presumably due to high natural variability.

Crane (1997) identified a number of characteristics for pre-
dictive multispecies tests in aquatic toxicology, these being
the repeatability, reproducibility and interpretability of
mesocosm studies. In relation to these, this paper assesses
the relative importance of replicability and statistical power
of micro/mesocosm studies in relation to the interpretability
of aquatic multispecies tests, as the first target of the cri-
tique by Crane (1997). The exact ranges of the CVs in mi-
cro and mesocosm studies is still poorly understood, the
ECOFRAM report (Hendley and Giddings 1999) estimates
that, for taxonomic variables, CVs typically range from 50—
100%, a feature which makes the detection of subtle effects
difficult. Although micro and mesocosm studies are highly
individual and it is difficult to develop rigid protocols for
testing in them (Crossland et al. 1994), the present state of
the art review addresses the variability between micro and
mesocosm replicates and thus tries to quantify CV ranges in
papers published over the last two decades to update Giesy
and Allred's review from 1985.

The advantages and disadvantages of micro/mesocosm stud-
ies are two aspects of the same question, namely the issue of
ecological realism versus the repeatability of the design of
the study. It has been suggested that reduced repeatability
and reproducibility corresponds to an increased scale and
ecological realism (Kraufvelin 1999). In addition to the eco-
logical uncertainty principle (Maguire et al. 1980), the in-
teractions of organisms with their biotic and abiotic envi-
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ronment are mostly non-linear. In a statistical sense, they are
not independent. It has been suggested that ecosystems have
emergent properties such that the whole system is greater than
the sum of its parts. The many nonadditive interactions ob-
served in ecological studies are evidence of this. For this rea-
son, the prediction of effects on systems other than the whole
ecosystem that we are interested in may constitute unreason-
able simplifications, and predictions made from any reduced
system may thus be inaccurate (Giesy and Allred 1985). The
reason why replication is important is that it is needed to guar-
antee detection of true responses of the treatment relative to
the unexplained natural variability and the magnitude of sta-
tistical error acceptable and thus the statistical power of the
investigation; moreover there is a risk of committing a Type II
error (false negative) (Kraufvelin 1998).

Replicability can have several connotations Giesy and Allred
(1985) used the following definition: " Replicability means,
in this context, the establishment of more than one indi-
vidual experimental unit within a particular experimental
treatment. Statistically, this is a measure of within-treatment
variance. To assess replicability of a system is to determine
the similarity of replicate experimental units of an experi-
mental treatment at a given point in time and space that, by
definition and design, are meant to be identical". However,
a restricted degree of replicability could also be that repli-
cates never will be and do not have to be identical/dupli-
cates. Replicability simply reflects the variability between
whatever is being sampled and the best action to prepare
for future decisive statistical analyses is simply to try to in-
crease the number of replicates — perhaps this notion is also
implicit in the definition used by Giesy and Allred (1985). If
the effects of the studied disturbances (also low level) are
large and beyond any doubt in turn, we do not have much
of a problem (Kraufvelin 1999).

The level of CVs or replication within micro/mesocosm sci-
ence is not quantified, moreover, the use of CVs levels and
evaluation of the studies on this background is also unsettled.
The objective of this paper is to deliver a literature-based
quantification of the replicability of aquatic micro/
mesocosms, by calculating the coefficient of variation (CV%
= standard deviation / mean-100) between experimental units
over the past two decades. In addition, it has been performed
in order to assess the role of CVs in the evaluation and inter-
pretation of micro/mesocosm studies since indications have
been seen in the literature that some levels of CVs were ac-
ceptable and some were not. In this respect, it is important
to mention that the omission of specific research papers,
articles or designs does not imply a lack of conceptual scien-
tific merit or skill.

1 Methods

Biosis, Cambridge Scientific Abstracts, Current Contents,
Poltox and SCI were primary databases used in this review.
The scan was limited by one or more of the following key-
words: Aquatic micro/mesocosm, experimental ponds, rep-
lication, pesticide risk assessment, biological or ecological
effects. This search yielded 129 papers that used micro/
mesocosms. Of these papers, 16 were not replicated, 96 had
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other deficiencies preventing the use of the results (no tables,
but only graphic reporting, fate studies, predation or nutri-
tion studies, marine enclosures, etc.). Thus, only a selection
of the studies can be presented, which limits the extent to
which generalisations can be made from this literature study.
The scan resulted in 17 well-reported and/or replicated pa-
pers for analysis, 8 micro and 9 mesocosm studies. How-
ever, the original study by Giesy and Allred (1985) did not
contain as many studies (total <50), moreover, they did not
perform statistical power analysis of the data gathered —
this is why this important analysis was also excluded in the
present paper. Also in coherence with the original review,
this review only analyses ANOVA studies, which is also the
most common approach within micro/mesocosm science.
The survey obviously does not include all available infor-
mation on micro/mesocosm studies for the past 15 years,
but only a limited number of random and representative
articles suitable for a quantifiable evaluation of CV. The rela-
tive ecological realism of each study analysed here is also
peripherally addressed, this covers how well the model cop-
ies the original natural environmental recipient. Realism is,
ceteris paribus, lower in a small indoor study without sedi-
ment than in a larger outdoor study with sediment. Ecologi-
cal realism is a crude estimate of the model accuracy where
CV is a measure of precision in this context.

The use of CV is based on the fact that is has been used as
an objective measure of the degree of test system replicability
since the birth of micro/mesocosm studies (Abbott 1966).
Moreover, Giesy and Allred (1985) used the CV in their re-
view, which this paper seeks to bring up to date. The CV
may be used to assess the statistical 'effectiveness' of eco-
logical experiments, which are based on univariate ANOVA
rather than regression designs. If the standard deviation is
too high in comparison to the mean, the inherent variability
may then be nearly as large as the quantity being measured.
Therefore, it may be very difficult to demonstrate statistical
differences between controls and treatments, unless there
are very large effects. On the other hand, a low CV value
indicates that the standard deviation is small compared to
the mean, and it becomes easier to detect statistical signifi-
cance (Conquest 1983). Because the CV expresses variabil-
ity as a fraction of the mean under consideration, it is pos-
sible to numerically and statistically compare and add
variation between different experiments that otherwise can-
not be compared in an unbiased and non-standardised way.
The CVs and overall mean CVs determined in this paper
were calculated from data tables provided in the studies se-
lected from the literature review.

I acknowledge the dichotomy of ANOVA versus regression
design in achieving more powerful and better estimates e.g.
of the NOEC,,.uniry and that this has not been resolved
satisfactorily to date (Liber et al. 1992). Regression designs
can provide an opportunity to include a broader range of
concentrations, because there is only limited need for repli-
cation, which can be used to better define thresholds of toxi-
cological response using non-linear techniques. However, due
to variation around each point estimate, these can vary sub-
stantially, thus making the fitting of a descriptive curve dif-
ficult (low R2 value) and resulting in low power and a high
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risk of committing a type II error. Ideally it's not a question
of either-or but rather a question of both at the same time,
that is well replicated and high power point estimates, and
then regression on these for extrapolation.

Although important, an additional power analysis of all the
data and the solving of the above dichotomy fall outside the
realm of the present paper.

2 Results

All the results presented in Table 2 (see appendix) are based
on the studies in Table 1 (see appendix).The combined overall
average CV of the studies in this survey was 45%, and the
average number of replicates was 3.5. The average CV of larger
mesocosms with higher natural realism was 51%, for the less
realistic and smaller indoor meso/microcosms the average CV
was 32%. CVs on variables involving animals (x = 47%) were
generally higher than CVs on plant end-points (x = 31%).
There was no relationship between the age of the investiga-
tion and the CV. Significant differences were found for 12%
of all the variables and 88% were not significantly different
from the controls in this survey. Seven papers showed some
significant differences, on one or more variables. Ten papers
showed absolutely no significant differences. Green (1989)
offers a conceptual way of estimating the needed sample size
to detect an effect at a certain level of probability of accepting
a null hypothesis when it is in fact false (type II error), which
is standard on new statistical packages. Notable, however, was
that, of the 17 analysed papers, only one explicitly committed
a Type II error by concluding that Btk was not harmful to
benthic steam invertebrates when no statistically significant
effects were detectable, without assessing the power of the
study (Richardson and Perrin 1994).

3 Discussion and Conclusions

When micro/mesocosms were taken out of the registration
process for pesticides, it was because of the uncertainty in
measuring effects and interpretation of the investigation
(Fisher 1992). The purpose of micro/mesocosm studies is to
reduce the uncertainty and variability in extrapolation from
single species laboratory bioassays to real environmental
effects. What then is a suitable level of CV in micro/mesocosm
studies? Suitable test variables for microcosms have been
suggested to be those having a CV lower than 20-30%
(Isensee 1976). A suitable level for larger mesocosm studies
is still rather unsettled. Mesocosm studies should, implic-
itly, strive to achieve certainty comparable to standard labo-
ratory bioassays. Persoone and Jansson (1994) found that
CVs for single species tests reported in the literature usually
exceed 25%, and can be as high as 40-50%. In this com-
parison, the micro/mesocosm studies in this survey are within
a normally acceptable level of CVs with an overall mean of
45%. Laboratory bioassays potentially possess a higher de-
gree of statistical precision. Hence, it is relatively easy to
achieve higher power of the study in the laboratory by more
replicates or higher effect sizes.

The largest contributing factor to mesocosm uncertainty is
sample variability due to natural variability. Sample vari-
ability is affected by several confounding factors. Rosenzweig
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and Buikema (1994) found similar successional patterns in
12 new ponds but the community structure between the
ponds was not similar at any time after one year, despite
statistically similar environmental characteristics in the
ponds. In addition to this, one can add the inherent problem
of zooplankton sample variability (Gagnon and Lacroix
1981). Another confounding factor is the accuracy and pre-
cision of pesticide concentrations following application.
Knuth (1986) found an overall CV average of 28 % between
replicates in a case study. Schindler (1998), points to con-
founding aspects of sampling only at daytime, thus not tak-
ing into account the vertical migration and night activity of
the animals, meaning that possible key-stone species or most
sensitive species may be excluded from a test regime only
operating during the daytime. High concentrations are most
likely to produce significant effects, which are needed to break
through the noise of natural variation. For zooplankton, an
ecologically significant impact should be designated as at least
a 1-2-fold difference or 50-80% reduction. Smaller differ-
ences, from an ecological point of view, are probably irrel-
evant in natural ecosystems because of large seasonal varia-
tions, rapid generation times, recolonisation and recovery,
possibly reducing the chance of detecting effects under realis-
tic design and application conditions (Farmer et al. 1995).
However, the weight of these changes differs in each case, and
by the eye and opinion of the beholder.

Howick et al. (1992) showed that CV and sample size in
mesocosm studies were inversely proportional, with higher
sample sizes yielding lower CVs. Table 2 shows that there is
no clear relation between CVs and statistical significance.
Fairchild et al. (1992) showed significant differences on abun-
dance of Gastropoda despite CVs at 112% and 115%. On
the other hand, Richardson and Perrin (1994) failed to show
significant differences on the total abundance of insects, de-
spite CVs at 9% and 5%. This illustrates the importance of
effect size for determination of significant differences. How-
ever, as CVs increases, it becomes increasingly difficult to iden-
tify subtle effects. Subtle effects, however, are seldom ecologi-
cally significant, as is mentioned above in Farmer et al. (1995).

It is not possible to determine a generally acceptable CV
level because each design and variable is very diverse. If the
effect size is large enough, it is possible, despite a large CV,
to obtain significant differences. It is vital to distinguish be-
tween duplication and replication, if realism is increased,
the exact duplication of the absolute abundances of all spe-
cies is not necessary for reasonable simulations of processes
occurring in an ecosystem, because the well-being of the sys-
tem as a whole is of concern (Hammons et al. 1981). Here,
it is important not to confuse precision with accuracy; while
precision describes the range of results encountered in the
experiments, the accuracy determines whether these results
give valuable insights into the performance of the natural
system of interest or not (Lundgren 19835).

Assessment of recovery time is a highly ecologically signifi-
cant end-point that, moreover, is relatively easily evaluated
for regulators. This means that the experiment should be
run until there has been a recovery on the functional effect
variables analysed by means of univariate ANOVA (Cambell
etal. 1999).
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Moreover, probabilistic effect distributions could be imple-
mented to ease the interpretation of micro/mesocosm studies
(ibid.). The implementation of power analysis and probabilis-
tic effect distributions not only helps the interpretability of the
studies, but also increases the possibility for regulators to de-
termine the level of protection. Determining the optimal size
of the abiotic and biotic assemblage of micro/mesocosm stud-
ies is not a primary concern or possibility. Rather, the design is
a context-dependent matter of optimisation to answer ques-
tions within the framework of acceptable inference errors and
the amount of unexplained variability in a given risk assess-
ment (Giesy and Allred 1985) (Campbell et al. 1999). CVs
cannot measure the ability to show significant effects, and thus
they do not readily enhance the evaluation and interpretation
of micro/mesocosm studies without a priori estimates of
and the power of the experiment (Kennedy et al. 1999).

State of the art, in microcosm science is then that it is not
possible to determine an acceptable level of CVs, the level of
CV is context dependent for each study and the individual
scope and purpose of this individual study. To enhance the
interpretability and implementation of micro/mesocosm stud-
ies in the pesticide registration process, the following context
dependent steps could be implemented; 1) Determine the ap-
propriate experimental design and number of replicates by
determination of B and the power of the design a priori. 2)
Utilisation of advanced statistical analysis, i.e. probabilistic
effect distribution and principal response curves. 3) Report-
ing, preferably in quantitative terms, the certainty and uncer-
tainty of the data and the risk of a type Il error. The balancing
of ecological accuracy and statistical precision continue to be
a challenge of micro/mesocosm science before a routinely and
standardised implementation of the methodology in the risk
assessment of chemicals are feasible according to the USEPA
memorandum of 1992 by Fisher (1992).
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Table 1: Overview of the experiments reviewed in the article. The table indicates types of pesticide and freshwater system studied, study locations, size

and references

Pesticides

Active Ingredient System Studied Size Location Author

Atrazine Nw; Ns; Le; out; n=2 0.045 ha USA (Kansas) deNoyelles et al. 1982
Atrazine + Esfenvalerate Ne; Ns; Le; out; n=3 0.1 ha, 600-850 m’ USA (Columbia) Fairchild et al. 1994

Btk (a) Ne; Ns; Lo; out; n=5 l.w.d.1.52*0.2*0.2 m Canada Richardson & Perrin 1994
Chlorpyrifos Aw; As; Lo; in; n=4 |.w.d.110*110*50 cm Netherlands Cuppen et al. 1995]
Chlorpyrifos Aw; As; Lo; in; n=4 |.w.d.110*110*50 cm Netherlands van Wijngaarden et al. 1995
Diflubenzuron Ne; Ns; Le; out; n=3-4 | 700m° USA (Columbia) Boyle et al. 1996
3,4-dichloroaniline Ne; Ns; Le; out; n=2 1.2m’ Netherlands Jak et al. 1998
Esfenvalerate Ne; Ns; Le; out; n=3 0.1 ha, 700 m® USA (Columbia) Fairchild et al. 1992
Esfenvalerate Aw; Ns; Le; out; n=3 0.1 ha USA (Alabama) Webber et al. 1992
Glyphosate Nw; Ns; Le; out; n=2 25m’ Denmark Sanderson and Petersen 2001
A-cyhalothrin + Cypermethrin Aw; Ns; Le; out; n=2 25m’ UK Farmer et al. 1995
Atrazine, Carbofuran, Fonofos,

Phorate, Triallate & Treflan Aw; Ns; Le; in; n=4 4L USA (Columbia) Johnson 1986
Azinphos-methyl, Chlorpyrifos,

Controls AW:; Ns; Le; out; n=12 | 5*4*1.5m France Caquet et al. 1996
Controls Aw; As; Lo; in; n=2 l.w.d. 2.23*0.2*0.13 m | USA (Avondale) Bott et al. 1993

Controls Nw; Ns; Le; out; n=4 17m’ UK Shaw et al. 1995
Controls AW; As; Lo; in; n=2 l.w.d. 5*0.35*0.25 m UK Crossland & Dorn 1992
Controls Ne; out; Le; n=3 4-7L USA (Pennsylvania) Pratt et al. 1997

Nw = natural whole system; Aw = artificial whole system; Ne = enclosure in natural system; Ns = natural sediment; As = artificial sediment; Lo = lotic; Le =
lentic; out = outdoor; in = indoor; n = number of replicates

(a) Btkis a bacterial insecticide Bacillus thuringiensis kurstaki
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Table 2: Average parameter Coefficient of Variation results and design/complexity of study

Author and variables CV con CV low CV high CV total Comments
de Noyelles et al. (1982): Pond water tested in the lab.
Fluorescence increase of control and 17% 23% 33% 24% Decreasing significance with
Atrazine pond phytoplankton (9-23%) (6-60%) (8-60%) (17-33%) increasing pesticide concentration
communities: and decreasing flourescence.
Conclusion: Significant effects were
found. Overall CV: 25%
Fairchild et al. (1992) Though reductions in numbers,
Diptera/L: 84% 85% 69% 76% these were confounded by high
Odonata: 86% 85% 119% 100% within treatment variability. Low
Ephemeroptera: 90% 82% 119% 110 % power study with too high inter-
Gastropoda: 53% 112% 1156% 89% variability to robustly display
Coleoptera: 109% 60% 154% 115% significant effects. Lack of
Total: 68% 61% 67% 91% replicability in design impeding
ability to show significant effects.
Approx.10% significant samples.
Too few samples 1 before and 4
after. High realism in design and
concentrations. Overall CV: 94%
Richardson and Perrin (1994) A natural stream divided in 15 flow-
Ephemeroptera/L: 24% 23% 16% 21% through mesocosms. More than a
Plecoptera: 25% 20% 33% 26% 100-fold the recommended
Coleoptera: 23% 15% 8% 15% concentration did not result in
Trichoptera: 16% 24% 22% 21% statistically significant effects.
Diptera: 20% 21% 18% 20% Conclusion: Btk is not harmful under
Oligochaeta: 7% 13% 10% 10% normal field application. No test of
Total: 7% 9% 5% 7% risk of type Il error by estimation of
power. High realism in design, but
high concentration. Overall CV: 18%
Cuppen et al. (1995) Approx. 1/3 of the control
Relative amounts of residual dry eight microcosms showed significant
of decomposing shoots of Elodea differences within replicates.
nuttalliand Populus leaves. Relatively low realism in design.
Elodea nuttalli: 12% Overall CV: 9%
(4-22%)
Populus: 6%
(2-10%)
van Wijngaarden et al. (1995) Significant effects were found on G.
G. pulex/L: 57% 41% pulex. Others were, by large not
(33-80%) (41%) significantly affected. Low realism in
Tubificidae: 39% 45% design, relatively. High realism in
(26-52%) (22-37%) concentrations. Overall CV: 53%
P. antipodarum: 64% 69%
(44-85%) (52-109%)
Boyle et al. (1996) Only significant fish effects on
Zooplankton #/L 25% 41% B67% 44% Bluegill were weight, condition and
Zooplankton species no. 11% 21% 9% 13% biomass. Assumed effects were
Zooplankton dominance 18% 18% 14% 17% confounded by seasonal changes
Insects no/0.25 m? 24% 90% 36% 50% and natural variations. High realism
Insects species no. 12% 23% 14% 16% in design and concentrations.
Insect dominance 31% 16% 20% 22% Overall CV: 25%
Chlorophyll a 53% 22% 28% 34%
Gross primary production 14% 11% 13% 13%
Fish total: no, cm, g, kg/ha & condition 18% 47% 39% 35%
Jak et al. (1998) P-values were not reported. High
1. Experiment: realism in design. Overall CV: 18%
Cladocera population densities 21d 17% 20% 14% 17%
Copepods do. 21% 16% 10% 16%
Rotifers do. 9% 0,01% 10% 6%
2. Experiment:
Cladocera population densities 21d 17% 15% 49% 27%
Copepods do. 13% 2% 0.4% 5%
Rotifers do. 14% 9% 0,1% 8%
Fairchild et al. (1994) P-values were not reported on
1. Experiment: crustacean data. High realism in
Crustacean #./L 50% 32% 75% 57% design and concentrations. Overall
(6-100%) (14-53%) (10-100%) CV: 55%
2. Experiment:
Crustacean no./L 40% 78% 80% 52%
(4-100%) (20-200%) (17-113%)
Webber et al. (1992) Some significant differences were
Phytoplankton abundance (Org/ml) 40% 40% 56% 44% found in the highest dose on
(24-82%) (22-87%) (23-122) phytoplankton after application.
Macroinvertebrate (Org/sample) 28% 34% 54% 39% High realism in design and
(18-32%) (20-52%) (19-91%) concentrations. Overall CV: 50%
Emerging adult insects 19% 28% 45% 33%
(10-29%) (18-47%) (25-106%)
Bluegill mean no. 38% 45% 39% 44%
Bluegill mean wt. 61% 58% 43% 54%
Bluegill length classes 2-10 cm 72% 91% 103% 96%
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Author and variables CV con CV low CV high CV total Comments
Sanderson and Petersen (2001) Too complex quasi-natural design,
Abundance before and after high natural variability, low power
perturbation: and lack of exposure. Significance
Chlorophyll a/L 70% 70% 70% would in a BACI context require
Cyclops sp. 79% 31% 55% >90% reduction in abundance. High
Daphnia sp. 299% 313% 306% realism in design and
Total zooplankton 137% 95% 116% concentrations. Overall CV: 137%
Farmer et al. (1995) Normal use of either pyrethoroid
Primary producers 52% would only transiently impact the
(44-60%) aquatic ecosystem. No significantly
Zooplankton/L 62% adverse effects occurred. Risk of
(51-71%) type Il error and power was not
Macroinvertebrates 36% estimated. High realism in design and
(20-57%) concentrations. Overall CV: 50%
Johnson (1986) Caution should be taken when
Growth of green alga Selenastrium applying atrazine, fonofos and
Capricornutum triallate near wetland habitats.
Carbofuran 18% 4% 16% 13% Relatively low realism in treatment
Fonofos 14% 12% 14% 20% design, high top concentrations.
Phorate 6% 7% 10% 7% Overall CV: 23%
Atrazine 14% 7% 14% 17%
Treflan 14% 22% 10% 14%
Triallate 14% 20% 25% 25%
Submerged macrophyte growth:
Carbofuran 18% 4% 16% 13%
Fonofos 14% 12% 14% 20%
Phorate 6% 7% 10% 7%
Atrazine 14% 7% 14% 17%
Treflan 14% 22% 10% 14%
Triallate 14% 20% 25% 25%
Caquet et al. (1996) Overall CV was 42% at the end of
Abundance of: the stabilisation period. High realism
Mayflies 40% in design
(19-68%)
Chironomids 36%
(9-82%)
Total insects 31%
(12-63%)
Total arthropods 31%
(13-61%)
Total mullusca 85%
(19-120%)
Total invertebrates 31%
(13-61%)
Bott and Kaplan (1993) No significant effects were found.
Total bacterial densities: Relatively low realism in design.
Sediments 45% 75% Overall CV: 47%
C. glomerata 41% 47%
Leaf packs 96% 60%
Alga biomass:
Sediments 21% 23%
Leaf packs 49% 78%
Total viable biomass
Sediments 55% 254%
Leaf packs 57% 62%
Alga primary productivity:
Sediments 50% 88%
Shaw et al. (1995) Significance was not reported on
Survival of fathead minnow: 54% survival of fathead minnow. High
Total biomass 6% realism in design and
Total No. 21% concentrations. Overall CV: 54%
Crossland et al. (1992) Significant effects were found on
#/L zooplankton feeding rate, but not on
G. pulex 20% 16% 42% abundances. Relatively high realism
Beatis sp. 53% 74% 120% in design and concentrations.
Agapetus sp. 51% 59% 74% Overall CV: 16%
Elminthidae 43% 58% 37%
Total invertebrates 21% 15% 36%
Pratt et al. (1997) Low levels of atrazine significantly
Effects of atrazine on microbial species increased chlorophyll a
richness and chlorophyll a: concentration. Relatively low realism
Species 7% 4% 5% 9% in design. Overall CV: 29%
Chl.a 37% 32% 133% 48%
Effects of diquat on Chl.a: 10% 19% 15%

S = Statistical significanceP <05; significant results are underlined; CV con = control; CV low = lowest dose and CV high = CV highest dose
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Abstract

The fate and effect of Roundup, , on a suite of autotrophic and heterotrophic
planktonic organisms were assessed by an experiment with artificial ponds
conducted during spring 1999. Roundup was sprayed as a single event
corresponding to a worse case scenario as a direct spraying of the recommended
field dosage to the surface of the pond. The half life for disappearance of
glyphosate from the water column was < 1 day and as a consequence of the
rapid removal from the water column no effects on the pelagic plankton was
detectable, although the initial nominal concentration of Roundup was 17.85
mg L' and glyphosate was 8.56 mg 1" which is higher than the standard (L.C,
(24h) Daphnia magna = 2.0-3.5 mg L'). In addition a power analysis (the
probability of detecting a possible effect) revealed that a relative change of 93
% or even higher was required for the present experimental design (#=2). Or,
14-45 replicates at each treatment level was required to detect a relative change
of 50 % as statistical significant at the 5 % level. Thus although artificial ponds
have been acknowledge for their proposed high ecological relevance the above
results might challenge this assumption, at least for zooplankton.

Keywords: Mesocosms; Design; Roundup, s Power.

Introduction

Despite the wide use of the herbicide Roundup and the toxicological impacts
documented through several laboratory assays, studies (Giesy ez al., 2000),
examining the effects and fate of the product in quasi-natural field test sy-
stems are scarce. Moreover the official WHO review (1994) refers to Hilde-
brand etal., (1980) who found that 100 times recommended agricultural dosage
resulted in no effects under field conditions, despite the fact that these

treatments were well above the NOEC’s from laboratory assays (Giesy e7 .,
2000).

The Giesy ¢z al., (2000) review moreover concludes that more research is needed
in lab-to-field extrapolation of Roundup ecotoxicity. The aim of this paper
was thus to investigate whether the dichotomy between the laboratory assays
and field studies is attributable to methodological problems associated with
testing Roundup in aquatic quasi-natural mesocosm ponds?

*To whom correspondence may be addressed: hanss@ruc.dk
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Mesocosm studies represent a realistic exposure of the test organisms to the
toxicant and, moreover, they reduce the uncertainty caused by extrapolation
of adverse effects from standard laboratory bioassays to the environment by
including several different species and ecological interactions such as predation
and competition, etc. (Campbell ez a/., 1999).

Although the fate of pesticides in quasi-natural field-test systems might be
considered as ecological realistic, the exposure might also vary tremendously
from the exposure in laboratory assays. Hence, several protocols for laboratory
bioassays recommend a constant exposure of the organisms for days or even
weeks. However, following a single pulse addition glyphosate and several other
pesticides might only remain in the water column for a few hours or even less
in quasi-natural systems. Thus to achieve a proper understanding of an effect
study conducted under semi-field conditions considerations of the fate of the
pesticide are also needed (Styczen, e al, 2001).

Due to the plethora of abiotic and biotic condition species and ecological
interactions an exact replication of a quasi-natural field systems is a difficult
task (Crane, 1997) (Sanderson, 2001). Hence, although the plethora might
reduce the extrapolation uncertainty it might inherently give rise to a high
background variation, which might obstruct the detection of adverse effects.
Hence a recent overview of field studies and pesticides revealed that a relative
reduction of 50% or even more were needed to obtain statistical significant
differences (p<<0.05) when compared to control systems (Farmer e# al., 1995).
Thus for a proper planning, execution and interpretation of a quasi-natural
field experiment the power of the applied statistical tests need to be conside-
red carefully (Mohlenberg ez al., 2001).

Or in statistical terms, the problem of high variability may lead to higher type
IT error rates, or the risk of failure to detect an effect of the pesticide in the
treated system, even though an effect was present (Peterman & M’Gonigle,
1992) (Green, 1989).

Traditionally, the data analysis of measures of impact in aquatic systems is a
twostep process. First, a statistical analysis is conducted to examine the statistical
significance of the data; then, an ecological assessment of these results is
conducted to examine causality or ecological significance. Several types of
errors influence the interpretation of the results, including the rejection of H
when it is in fact true (Type I error), or the non-rejection of H; when it is in
fact false (Type II error) as mentioned above. Statistical power is inversely
related to the probability of making a type II error, i.e. to conclude that a
significant effect has not occurred, even though it has. Power increases with
increasing numbers of replicates and decreasing vatiability (s*) and also depends
on the value of o (the risk of a type I error) and the effect size to be detected
(A), i.e. increases with increasing (relaxed) 0L and increased effect size (A).
When the variability of the endpoints is high, there is an increased chance of
failing to reject the H when there is an effect (type II error) (Green, 1989)
(Ammann e7 al., 1997).

The aim of the study was thus to investigate the applicability of mesocosm
ponds and pelagic plankton in higher tier risk assessment of Roundup. We
focused on effects on the pelagic plankton communities and on the fate of
glyphosate and thus organism exposure. The effect size (A) was set to 0.5 (or
50%) as least ,,ecologically significant™ reduction of plankton abundance due
to rapid recovery time, the ecological significant change (reduction) is assumed
to be 50% for plankton. Below this recovery for species with rapid generation



times will return within a few days or weeks (Farmer ez /., 1995) (Ammann ez
al., 1997).

Materials and methods

Mesocosms

The aim of the mesocosm design was to simulate as far as possible the natural
conditions of Danish ponds in the agricultural landscape. The facility consists
of four round whole, earthen dugout ponds. The mesocosms were filled in
the spring 1994 with water from the local municipal water supply. Pond levels
were maintained with water from a larger reservoir pond, which was filled,
with municipal pipeline water. The sizes of the ponds are app. 25m* with
sloping banks, average maximum depth of approximately 1.0 m. They are
located at Roskilde University in Denmark and were investigated spring 1999
(6/4-15/6-99). The ponds became colonised over a petiod of five years. The
waterbodies have been spontaneously colonised by phytoplankton, Copepods,
Cladocerans, and Gastropoda sp. Macroinvertebrates such as Hydrocores sp., Phrygane
sp. and Epbemeroptera sp.; Assellus aguaticus are abundant in the benthic
community. Macrophytes consist primarily of Elodea Canadensis, Potamogeton
sp., Myrigphyllum spicatum and Sparganium sp. No fish were found in the ponds
prior to the investigation by electro fishing, nor were any amphibians present.
The ponds lay in series thus windspeed and solar exposures are identical. The
sediment is a compacted layer of clay and gravel, topped with loose soil and
organic matter from the excavation. The sediment and the macrophytes had
prior (in March) to the investigation gently been made uniform by hand
macrophytes were regulated so that they covered approximately 25-30% of
the area of the bottom (Crossland & Wolff, 1988) in all four ponds, in
accordance to OECD guideline (1996) on freshwater lentic field-test. The
ponds were randomly chosen for controls or treatment among the four existing
ponds. The ponds are independent of each other as they consist of four
independent ponds, moreover leaks between the ponds transporting Roundup
did not occur and no Roundup or metabolites were found in the control ponds.

Treatment

During the first five weeks of the investigation, the relative structural and
functional similarities between the four ponds were investigated on a weekly
basis before treatment with the formulated two-component herbicide
Roundup,, , consisting of containing 48% of the active ingredient glyphosate
(C,H,NO,P) CAS-No. [1071-83-6] and the additive Teamup.

Roundup was chosen for a number of reasons. Roundup is a broad-spectrum
and highly used herbicide both in agricultural use and domestic use (Cox,
1998). Acute lethal concentrations (48-96h) for Daphnia of Roundup obtained
from single species laboratory tests vaties between 2.0 and 3.5 mg/L (Hartman
& Martin, 1984) (Servizi et al., 1987) (Giesy et al., 2000). Aged semi-field tube-
investigations indicate no toxic effect of Roundup on zooplankton at 100
times applied agricultural concentration (2.2 kg a.i./ha) for that formulation
(Hildebrand ez a/, 1980).

No mesocosm test using Roundup has been reported in the scientific literat-
ure (Giesy ez al., 2000). Roundup was dosed as a single treatment worst-case. It
was applied in an aqueous solution simulating recommended agricultural use
and drifts, applied by hand using a manual sprayer, uniformly covering the
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whole surface of the ponds. Recommended application rates in this study do
not exceed 5.8 kg a.i./ha. Roundup/ha and were applied to each of the two
treaded pond by hand using a back-pack spray simulating a worst-case with full
over spray of the ponds. The concentration of gylphosate in the pond water
was measured 24 hours after treatment and again 30 days after treatment.

It is notable that Roundup is more toxic for invertebrates than the active
ingredient gylphosate, this is mainly due to the presence of a polyethoxylated
tallowamin (POEA) surfactant (CAS number 61791-26-2), which is a mixture
of polyethoxylated long-chain alkylamines synthesised from animal-derived
fatty acids, which is the predominant surfactant used in glyphosate-based
products (Giesy ez al, 2000).

Table 1. Mesocosm water quality characterisation. Mean and range across the test period

sampled weekly and biweekly (n=2)

Variable Mean Range
pH 6.05 5-7
Temperature C° 10.8 5.1-16.2
O, ppm 9.9 7.8-12.9
K ppm 0.05 0-0.5
Ca ppm 60 18.8-97.9
Si ppm 0.4 0-2
Na ppm 8 4.3-13.7
NOs™ ppm 1.4 <1-5.3
Total P ug/L <20 0-<20
Sampling

The two treated ponds received the same dosage and nominal concentration
of Roundup per litre and the same test regime before and after treatment was
implemented. We sampled five times before and five times after treatment.
Samples were collected once a week.

The organisms were collected with a 2 L. horizontal depth-integrating
watercollector, from April 1999 to July 1999. Five samples of 2 L. water were
collected randomly in each pond and pooled (Rosenzweig & Buikema, 1994).
Samples for assessment of zooplankton were obtained by filtering ten L of
pond water from each pond through a 90 um mesh sieve, followed by fixation in
Lugol’s solution. The physio-chemical background characteristics of the water
such as maximum and minimum temperature, dissolved oxygen, pH, Ca, Si, Na,
total P and NO,, were measured weekly, following OECD guidelines (DS 291).
Total chlorophyll @ (ug/L) was determined spectrophotometrically following
guidelines (DS 2126) immediately after each sampling occasion. All zooplankton
abundance numbers and macroinvertebrates were counted and determined to
species immediately after sampling, Cyclops canthocamptus staphylinus were counted
with a counting cell.



Measurements

Zooplankton abundance numbers were counted using a microscope (type:
Leica Wild M3Z). Total chlorophyll « was filtered for 30 minutes in GF/C
47mm filter and hereafter extractrated in 10 ml ethanol for 24 hours. They
were centrifuged for 10 min. at 12.000 rpm in a Centrivon T-42K centrifuge
(Milan, Italy), before spectrophotometric analysis in Perkin-Elmer Lambda 11
uv/vis spectrometer A = 665 & 750 nm (Ivyland, PA, USA). Phosphate was
also determined by spectrophotometric analysis. Nitrate was measured by
Nitrate-selectrod and pH by a pH-selectrod on a Radiometer PHM 95. Oxy-
gen and temperature were estimated with electrode OXY197 by wtw Moberg
(Weilheim, Germany). Metals were analysed according to OECD guidelines
(DS 2214) on flame atom absorption spectrometer, Varian Spectra AA 250
Plus. The determination of glyphosate in the pond water was performed at
national accredited laboratories: Technological Institute of Denmark, and the
HPLC-fluorescenseanalysis was done after liquid/liquid stirring (DTT, 1999).

Statistics

To conduct an unambiguous power analysis a statistical model, a significance
level (00), a power (1-f3) and an effect size (A) need to be defined and an estimate
of the background variance (s*) is needed using a Student #test approach
(Green, 1989). The two factor BACI analysis of variance approach (Stewart-
Oaten ez al., 1992) using the interaction between day and treatment for statistical
tests was also tested, however, the power of the Student #test was highest and
thus favoured determined using relationship (1) by Green (1989) moreover
Student ~test is more widely used and accepted. We acknowledge that multi-
ple ~test comparisons can be problematic but compensation for this would
only result in further decreased statistical power.

(1) n=2(, +1y * (s/A)?

n = estimated number of samples
= t-value for o

fy= t-value for 3

§ = estimated error standard deviation
A= effect size

For the Student #test the error variance was estimated as the average of the
variances between the replicated mesocosms at each combination of treatment
and day. Prior to the power analysis and the statistical tests all data were log
transformed, since the assumption of variance homogeneity and normal
distributed residuals were full filled for log-transformed (logx+1) data but not
for data on a normal scale, the tests were performed in SAS™.

Results

Aqueous concentrations of glyphosate declined rapidly from the water co-
lumn over the five week test period. Initial nominal concentrations after worst-
case treatment regime would result in app. 17.85 mg/L Roundup and thus
8.56 mg glyphosate L'. Measured concentrations 24 hours post treatment in
the ponds were 0.047 and 0.04 mg glyphosate L' indicating a very rapid remo-
val of the active ingredient from the water column (DTI, 1999). Post-study
concentrations at day 30 were 0.0016 and 0.00017 mg glyphosate L',
significantly lower than after 24 hours (p< 0.05) (Fig. 1). The half-life range
for the surfactant POEA has been set conservatively to 21-42 days and half-
life for glyphosate is set conservatory to 7-14 days (Giesy, ez al., 2000).
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Figure 1: Glyphosate environmental fate in water
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Fig 1: The measured dissipation time of the active ingredient ghphosate in Roundup in water in
the ponds (n=2), nominal concentration after treatment (day 0), measured concentration after 24
honrs and after 30 days.

Figure 2: Chlorophyll 8 concentration
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Fig 2: Chlorophyll a concentration (ug 1) (log > + 1) in the ponds before and after treatment
at day 35. The sign (=) captures the errorbars (£ standard deviation) for the control ponds and
ditto (+) captures the errorbars for the treated ponds (n=2). No significant effects.



Figure 3: Cyclops sp.
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Fig 3: Abundance of Cyclops sp. L7 (log x+ 1) in the ponds before and after treatment at day
35. The sign (=) captures the errorbars (X standard deviation) for the control ponds and ditto
() captures the errorbars for the treated ponds (n=2). No significant effects.

Figure 4: Daphnia magna
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Fig 4: Abundance of Daphnia magna I-1 (log > + 1) in the ponds before and after reatment
at day 35. The sign (=) captures the errorbars (£ standard deviation) for the control ponds and
ditto () captures the errorbars for the treated ponds n=2). No significant effects.
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Figure 5: Total zooplankton
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Fig 5: Total abundance of pelagic o0plankton 1" (log x + 1) in the ponds before and after
treatment at day 35. The sign (=) captures the errorbars (X standard deviation) for the control
ponds and ditto (+) captures the errorbars for the treated ponds (n=2). No significant effects.

No changes in zooplankton abundance or chlorophyll @ content after the
application of Roundup were statistically significant at any time point during
the study.

Whilst failing significantly to reject the null hypothesis an a posteriori analysis
of statistical power was implemented. High power (1-$>0.8 a =0.05, »=2
and A=0.5) not achieved for any parameter, see figure 6. It would moreover,
as the graph shows, require more than a 95% reduction in abundance L' in
order to obtain high power (Student #test). Power could also be increased by
increasing the number for replicates. The relationship among power and
replicates under the following conditions (ot = 0.05, B = 0.2, A=0.5) was
determined according to relationship (1) by Green (1989) the number of
replicates needed for chlorophyll @ was: >14, for Cyclops sp. >15, total zoo-
plankton >20 and for Daphnia sp. >45, see figure 7.



Figure 6: t-test power curves (n=2, u=0.05)
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Fig 6: Effect size versus statistical power for the four endpoints. For high power (0.8) the
required effect size (A) range (0.94-0.99) or 94-99% reduction.

Figure 7: Power versus replicates (A=observed, o=0.05)
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Fig 7: Number of replicates versus statistical power for the four endpoints. For high power (0.8)
the required number of replicate ponds (1) range 14-45 ponds.
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Discussion and conclusion

No significant effects were found in zooplankton abundance after the application
of Roundup. The very rapid removal of the substance from the water column
resulted in no significant exposure or detectable adverse effects of the pelagic
plankton communities. The concentration of glyphosate was reduced by more
than 99% 24 hours post treatment, most likely due the process of reversible
adsorption through the phosphonic acid moiety to clay and organic particles
(Hildebrand ez @/, 1980). This means that the pelagic plankton community
endpoints where not effective for displaying environmental risks associated with
mesocosm risk assessment of this pesticide due to lack of exposure,
demonstrating methodological problems of securing calculated exposure in
assessing ecological risks of this pesticide in the water column in aquatic
mesocosms. The benthic community would probably be more exposed than the
pelagic and choosing the benthic community instead would thus probably more
effectively reveal environmental risk associated with Roundup and other
compounds with similar rapid removal from the water column (Mghlenberg ez
al., 2001). Frank ef al., (1990) found that in rural areas where glyphosate had
been applied, glyphosate was detected in only 2 ponds out of 211, moreover the
concentration detected was less than 0.15 mg glyphosate L', indicating a rapid
removal from the water column.

In this light, the lack of effects at 100 times normal dosage concentration on
Daphnia magna in a forest pond by Hildebrand e7 a/, (1980) is not surprising
due to removal from the water column and thus lack of exposure. Fate was
not monitored in their study and only nominal concentrations were used.

We did not see any adverse effects on the pelagic plankton communities after
treatment with Roundup the most obvious reason for this was the lack of
exposure due to rapid dispersal of glyphosate and POEA.

However, from a methodological point of view it is still interesting to examine
the detectability of the quasi-natural design and usage of pelagic plankton as
toxicological endpoints for higher tier risk assessment of Roundup, recommended
by Giesy et al., (2000). Due to the lack of significant differences in the present
study, the risk of committing a type II error (accepting a false non-rejection of
the null hypothesis) and contributing factors had to be assessed. The reasons for
low power were plentiful but originated from the primary problem, the quasi-
natural test design and thus high natural variability, which is a common problem
within mesocosm science (Kraufvelin, 1998). A determinate factor was the zoo-
plankton sample variability, and important sources of variability in estimation
plankton abundance in a parcel of 12 water are the patchy distribution of the
animals’ (Gagnon & Lacroix, 1981), day-and-night variations, migration in the
water column, seasonal variations plus possible behaviour ie. refugeseeking
further ad to the sample variability (Schindler, 1998).

This study illustrates the dichotomy between precision and accuracy in
quasinatural mesocosm studies, which needs to be considered prior execution
of the study. Based on our study, we are able to conclude, that in the process
of designing a higher tier aquatic risk assessment in meso/microcosms,
according to EU-directive 91/414EEC appendix 2&3, to consideration of
the following three items:

1) The environmental fate (eg. by mathematical modelling) and mechanism
of action of the product/compound

2) Which organisms are likely to exposed and sensitive based on 1)

3) The statistical power of the study



This study epitomises the fact that, presently, ecological risk assessment in
quasinatural mesocosm designs of compounds with similar rapid removal from
the water column pose paramount methodological challenges in terms of
securing realism, exposure to pelagic organisms and controlling the natural
variation to be feasible. Had benthic infauna organisms been used as
ecotoxicological endpoint would the risk of low statistical power probably
still have been unacceptable (Mohlenberg e al., 2001).

Acknowledgement: Keith Solomon, University of Guelph, Panl van den Brink, University
of Wageningen, ette Rank University of Roskilde.
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Abstract

There is presently a substantial amount of information being gathered
concerning the environmental risk associated with the perfluorooctane
sulfonate (PFOS) compound. The United States Environmental Protection
Agency is requiring more research to be completed before making definitive
decisions concerning the regulatory issues covered in the significant new use
rule (SNUR 18/10-2000) under the Toxic Substance Control Act (TSCA).
However, there are no risk assessment requirements under semi-natural con-
ditions in microcosms. PFOS can enter, and has been found in, the aquatic
environment through different pathways including spills associated with use
of firefighting foams containing PFOS, leaching from washing Scotchgardi
treated clothes with the wastewater, leaching from various coatings, discharges
as residual waste from fluorochemical production or by volatilisation and
transportation atmospherically. The biota is the sink of PFOS not sediment
or soil. The aim of this paper is to determine a 35-day community no observable
effect concentration (NOEC ) for freshwater zooplankton and the fate
of PFOS during the course of study. PFOS persisted in the water phase with
only slight reductions over the study, only the decrease from 33.9 mg L at day
1 t0 29.8 mg L' at day 35 was significant. A 90-100% reduction (»p<0.01) of
the total zooplankton population was found after one week of exposure to 30
mg PFOS L' and a similar reduction after two weeks at 10 mg L of PFOS.
The Daphnia magna 21-day NOEC___ of 12 mgL." has previously been found
in a standard laboratory bioassay by 3M. The rank order of susceptibility for
the test community was; Copepoda> Cladocera> Rotifera, assuming all adverse
direct effects.

Keywords: Perfluorooctane sulfonate, Plankton, Microcosm, Risk assessment.
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Introduction

Perfluorooctane sulfonate is the dominant and most recalcitrant homologue
of a class of chemicals known as perfluoroalkyl sulfonates. It is relatively
soluble in water (maximum solubility based on critical micelle concentration
is estimated at 460 mg L"), but also a powerful surfactant, repelling both water
and oil. Coupled with the fact that it resists chemical, thermal, and biological
degradation, there is concern about risk to the environment with the long-
term use of products containing PFOS [1]. The chemical properties of the
compounds, mentioned above, and the wide distribution of the chemicals in
high trophic levels is strongly suggestive of the potential for bioconcentration/
bioaccumulation [2] and for biomagnification with a factor of 50 (liver/food
concentration) [1]. The aquatic environment is possibly exposed to PFOS
through wastewater from cleaning treated products and leaching from PFOS
production. Surface water concentrations ranging from 25-114 ng PFOS L
has been detected in the proximity of perfluorinated surfactant-related manu-
facturing facilities in Alabama USA. Because of the proximity to such facility,
the PFOS concentrations may not necessarily be indicative of back-ground
concentrations [3]

PFOS and related substances have been produced since the 1950s as additives
used in synthetic commercial and industrial products. These products include
fire fighting foams, shampoo, insecticides, and corrosion inhibitors, among
others. Possible sources of human exposure are: Food-wrapping containers
that utilise PFOS derivatives, inhalation and dermal exposure from contact
with PFOS treated products (detergents, paints, leather impregnation,
snackfood wrapping, etc) [4]. Due to the unique hydrophobic and lipophobic
properties of PFOS, Scotchgard™ is one of the world’s most effective heavy-
duty stain repellents for fabrics. The anticipated United States production of
PFOS after the significant new use rule (SNUR) takes effect under the Toxic
Substances Control Act is a reduction from 6,489,900 pounds in 2000 to O
pounds by 2003 [2]. On May 16 2000, 3M (St. Paul, MN, USA) announced it
would voluntarily phase-out all perfluorinated sulfonates by the end of 2003
based on the persistence and pervasiveness of these anthropogenic compounds
[5]. The concern came after reports of PFOS in blood drawn from employees
at 3M as well as in the general United States population. The employees were
producing the stain-repellent Scotchgard™, in which PFOS is the main active
component. The 3M company’s agreement to withdraw their best-selling ($3-
500 Mill. U.S./year) stain-repellent came as a conscious decision to reduce the
potential dispersion of persistent fluorinated compounds in the environment.
The presence of organic fluorine compounds in human serum was reported
in 1968 [6]. A study with employees involved in the production of
Scotchgard™ at 3M in St. Paul MN (U.S.) reported up to 12.83 ppm PFOS in
their blood [7], the level in the general US population is 30-44 ppb and the
average in children is 54 ppb. The mean human elimination half-life (t/2) has
been estimated to 1,428 days (or app. 4 years), the high retention time in the
mammalian body is caused by hepatic and bile re-circulation more so than is
suggested by the lipophobic properties of PFOS [2].

Despite the widespread use of the compound, relatively little is known about
the fate and effects of PFOS, particularly under semi-field conditions. In
addition to its occurrence in blood and tissue of humans and wildlife, PFOS
is ubiquitous in the environment and has been found globally in water, air and
soil samples, however there is a lack of knowledge concerning the typical
PFOS levels found in the environment [8]. In view of its widespread
occurrence, its extreme persistence and the fact that it bioaccumulates (being
found in polar bears, Scandinavian birds, Californian dolphins and Ganges



seals [8]) there is a need to assess the risk of this compound [2]. The purpose
of this study was to determine the toxicological effects of PFOS on freshwater
zooplankton in 30 L indoor microcosms, to estimate the zooplankton
NOEC_ . and to assess the fate of PFOS during the 35 day long
experiment. This investigation constitutes one part of a project under the
Canadian Toxic Substances Research Initiative (TSRI) in conjunction with the
Canadian Network of Toxicology Centres. The project aims to assess the
ecotoxicological risk of PFOS on three different scales: in standard laboratory
bioassays, in 30 L indoor microcosms (present study), and in 12m’ outdoor
microcosms.

Materials and Methods

Compound

The potassium salt of PFOS (CF (CF,) S(=0),0K") (Cas No.: 2795-39-3),
received from the Centre for Toxicology, University of Guelph, ON, Canada
— donated by 3M St. Paul, MN, USA, was used for the purpose of ecotoxicity
testing. All treatments were calculated based on the anion of PFOS
(CF,(CFE,).SO;) (Cas No.:1763-23-1) which also is the breakdown product of
perfluorooctane sulfonyl fluoride and found in Scotchgard™. Three exposure
concentrations were used (1 mg L', 10 mg I and 30 mg L") as well as controls,
each with five replicates. Aquariums were randomly assigned a treatment
concentration. The concentrations were chosen based on the laboratory results
from the University of Guelph [9] and laboratory NOEC results from 3M on
Daphnia magna [10]. The dosing regime mimics that of the outdoor microcosm
study conducted at the University of Guelph’s Microcosm Research Facility
in the summer of 2000 as part of the TSRI project. This study excluded the
0.3 mg L' of PFOS treatment due to lack of detectable statistically and
ecologically significant effects in the other study at this level [9].

Microcosms

The microcosm design consisted of 20, 30 L. (46 x 26 x 26 cm) transparent
polyvinyl chloride (PVC) aquariums. Polyethylene (PE) and PVC equipment
was used in the study to reduce problems associated with adsorption of PFOS
to glass. Aquariums were assigned randomly and filled with natural
uncontaminated sediment and water from natural ponds situated at the
University of Roskilde area in Denmark, on November 1, 2000. Microcosms
were allowed to stabilise for 4 weeks in temperature controlled laboratory,
under conditions similar to that of the natural ponds from which the water
was taken (10°C). The climate lab is situated in an 18 m* room with individual
light sources 15 cm above each tank and air supply in on three shelves high
tank set up. The water and air temperature was gradually increased 2°C per
week to 18°C during the four weeks to simulate the conditions of the Guelph
study. PFOS was carefully put into solution using microcosm water, added to,
and gently hand mixed in the aquariums with a plastic rod. Five replicates for
each treatment concentration (1, 10 & 30 mg PFOS L' nominal concentrat-
ions) was used (#=5) including five control aquariums. The dosing was chosen
based on laboratory NOEC results (app. 10 mg L") [10] [11]. The low con-
centration (1 mg L") was included due to the longer exposure time and possible
chronic effects, and the 30 mg L. was chosen for assumed certainty of adverse
effects.  Since zooplankton abundance and diversity were the only test
endpoints, the addition of phytoplankton (Scenedesmus acutus) each week as a
supplementary food supply (100 ml of 10° cells/ml concentrated algae) to
each aquarium during the test period did not compromise endpoints. The
end stock (day 35) chlorophyll # content was measured to determine if food
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shortage could be held accountable for reduced zooplankton abundance in
the treated aquariums. The aquariums were under constant aeration and
maintained an oxygen concentration of 6 mg L' over the entire study.
Photoperiod consisted of a 12 hour light/dark cycle. The light soutce was
Osram Daylight L. 18W /10 lamp lumens of 2852 and colour temperature of
5000K. The zooplankton community consisted of following representative
species: Cyelops diaptomms, Cyclops strennus, Cyclops canthocampius staphylinus, Daphnia
magna, Keratella quadrata, Phyllopoda sp., Echninorhynchus sp., Ostracoda sp., and
total Rotifera sp. In addition to zooplankton and pond snails, occasional
macrophytes (Elodea canadansis and Myriophyllum: spicatum) and larger invertebrates
(Ephemeroptera  sp., Assellus aquaticus) were present. Emergent Ephemeroptera
sp. trapped under the glass lid were also counted.

Sampling

After the 4 week stabilisation period, the following sampling schedule was
implemented: 24 h pre-treatment, 24 h post-treatment, 2 days, 4 days, 7 days,
14 days, 21 days, 28 days and 35 days post-treatment. Zooplankton funnel
traps (modified design derived from [12]) were used for pelagic sampling. The
traps were suspended 3 cm above the sediment floor in the middle of the
aquariums and consisted of a single 10 cm diameter reversed-funnel with a 60
ml confinement jar at the top. Animals were trapped during their cyclic vertical
migration. The traps were set 24 h before taking the actual sample to allow
for sufficient animal collection. On sampling days, confinement jars were mixed
by stirring and 30 ml of the trapped volume was fixed and preserved in Lugol’s
iodine solution to be used for determination of zooplankton. The remaining
30 ml were returned to the aquarium to reduce the amount of water and
zooplankton stock taken out of each aquarium. This might include a possible
bias in terms of accuracy and replicability in sampling which is inherent in
subsampling, however the procedure and thus uncertainty was consistent
throughout the experiment. The samples were identified and enumerated using
a microscope (Leica Wild M3Z). During the investigation, pH, total P, and
total N were monitored at day 1, day 14 and day 35. pH was determined by
selectrod pHM 95, 136R0011N09. Total N was measured on Radiometer
Nitrate-selectrod M 27 Ag-9. Total P was determined photometric method
according to Danish Standard [10]. After opening in 0.2g XS O, at 200 kPa
in a CertoClav by Kelomat (Traun, Austria) the absorption was measured on
Spetronic 601 by the Milton Roy Company, A = 880nm (Ivyland, PA, USA).
Mean pH for the duration of the investigation was 8.30 (8.28-8.37). Overall
mean nitrate concentrations were 5.3 mg I (2.2-13.5) and found to be highest
in the 30 mg L' concentration microcosms. Total phosphorus was low during
the investigation; total P < 2.0 w " in all microcosms. There were no significant
differences between treated and control aquariums in these descriptive
background characteristics during the study. The chlorophyll # concentration
was determined spectrophotometrically on the last sampling day, using 2 L. of
water from each of the 20 aquariums (#=5) to determine if there was any
correlation between food availability and zooplankton abundance confounding
the toxic impact of the compound. The water was filtered for 30 minutes
(according to guideline [13]) in Whatmand Glass microfibre Filters Circles
(GF/C) 47 mm filter paper and thereafter extracted for 24 h in 10 ml 96%
ethanol. The remains of the filters were removed by centrifugation for 10
minutes at 12000 rpm in a Centrivon T-42K centrifuge (Kontron Instruments,
Milan, Italy) before analysis was completed in a Perkin-Elmer LLambda 11
UV /vis spectrometer (A = 665 & 750 nm) (Perkin-Elmer, Nowalk, CT, USA).
Dissolved oxygen and temperature were monitored weekly with electrode
OXY197 produced by WIT'W Moberg (Weilheim, Germany). Water samples
(one sample (20ml) from three replica due to high t* (#=3)) for the fate analysis



were taken at day 1, 8 and 35 and analysed on HPLC Ion Chromatography
(IC) method, see below.

Fate analysis methodology

The analysis of the water samples taken from the aquariums was conducted at
the University of Toronto, ON, Canada. Instrumentation: The Ion
Chromatography (IC) utilised in the PFOS analysis was a Dionex Corporation
DX-500 IC system consisting of a GP50 Gradient Pump, AS40 Automated
Sampler, .LC 25 Chromatography Compartment, and CD 20 Conductivity
Detector. The separation was achieved by using Dionex IonPac NG1, 4 X 35
mm, guard column. PFOS was detected by suppressed conductivity using a
Dionex ASRS-ULTRA 2mm operated in the chemical suppression mode.
Reagents and Procedures: Isopropanol, ACS grade, was used after filtering
with Nylon, Sigma, 0.22 Micron, 47 mm. The filtered isopropanol was diluted
with 18 MW water to prepare 70 % isopropanol, and 0.10 M Sodium hydroxide
was prepared by diluting 50 % w/w aqueous solution obtained from Fisher
Scientific (Fair Lawn, NJ, USA). Five mM H_ SO, (the chemical regenerant)
was prepated from 95-98 % H_SO, obtained from Fisher Scientific (Nepean,
ON, Canada). Ion Chromatography (IC) operating condition: The aqueous
mesocosm PFOS samples (25 ml.and 500 mL injection volumes) were
chromatographed with the flow rate of 0.75 mL min™. The eluent composition
was kept at 4 % eluent A and 30 % eluent B for the initial 10 min, where
eluent A is 0.10 M NaOH, B is isopropanol (70%), and C is 18 MW deionized
water. Then, the gradient was operated from 4 to 2 % eluent A and 30 to 50 %
eluent B for 1.5 min, then held at 2 % eluent A and 50 % eluent B for 3 min.
The total run time was 14.5 min, with an equilibration time of 4.5 min between
the successive runs. IC Quantitation: The quantitation of PFOS was achieved
by external calibration. The calibration curves constructed for the mesocosm
samples spiked with 1 mg/L PFOS and 10 & 30 mg L' PFOS, ranged from
0.6 to 6.0 mg L' and 6.0 to 70 mg L', respectively. The calibration curve was
linear with t* greater than 0.99.

Analysis

To determine the null hypothesis for NOEC_ - ~a t-test one-way analysis
of vatiaton (ANOVA) regime was used on the most predominant zooplankton
species, total zooplankton abundance, species diversity (# of species) and end
stock of chlorophyll  (not an ecotoxicological endpoint in this study (#=5))
estimates. The data analysis was conducted using Excel 2000 spread-sheets
and the power analysis of non-significant results at the 1 mg L' concentration
level was conducted using SigmaStat2 [14]. The data were graphed in
SigmaPlot5 [14]. The lowest significance level of p<0.1 is signified with one
star (*), p<<0.05 (**), and p<<0.01 (***). The simplest way to improve statistical
power of a test is to relax the related a criterion. This does, however, mean
overcoming strict adherence to the 00<0.05 convention. Public interest could
provide the context and justification for this in environmental investigations.
This recommended strategy contrasts with the more usual prodevelopment view
of ‘assume no change until proven otherwise [15]. High power in analysis of non-
significant results was throughout set to 0t=0.05, 3=0.2, power = 1-3= 0.8.
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Results

Environmental fate: There was a slight reduction (12%) in PFOS concentration
in the water column over the 35 day exposure period. Initial measured con-
centration in the 30 mg ! microcosm was 33.9 (+/-0.8) mg " but it decreased
to 29.8 (+/-0.2) mg L at day 35. However, one unexplainable outlier at day
35 from a 30 mg L' replicate analysed at 77 mg L' was excluded from the
mean calculation (thus 7 = 2 for 30 mg L"). The spiked 10 mg L' was 12.3
(+/-1.1) mg L " at day 1 and 11.7 (+/-0.4) mg " at day 35 (15% treduction).
Finally, for 1 mg PFOS L' the measured concentration over the study dropped
from 1.33 (+/- 0.01) day 1to 1.15 (+/- 0.02) day 8 and to 1.08 (+/-0.07) mg
PFOS L™ on day 35. The drop from day 1 to 35 was 19% (Fig;1).

Cyelops: - Cyclops diaptomus appeared to be the most sensitive species in this zoo-
plankton community. Cyclgps diaptomus was not found in the samples after one
week at 30 mg L and after two weeks at the 10 mg L. concentration, whereas
the abundance in the controls was more or less constant after 24 hrs. (Fig. 2). A
similar scenatio was observed in the population of the smaller Cyelops canthocanmptus
staphylinus. While the population in the controls and 1 mg L' increased in
abundance after one week this did not happen at 10 and 30 mg L' (Fig 3).

Daphnia magna: Despite the fact that D. magna was almost entirely reduced in
both the 10 and 30 mg L' concentration (Fig. 4) only three sample times (at
day 7, 14, and 21) yielded significant effects in terms of abundance reduction.
The other sample times were not significant due to low power as a result of
high within-variability (s*) among the controls.

Rotifera sp.: After abundance of larger and more sensitive zooplankton species
was reduced there was an increase in abundance of smaller and more tolerant
species of Rofifera (Fig, 5). These organisms were temporally significantly (p <
0.1) less abundant in the controls than in the treated aquariums. There was an
obvious shift towards these species in the treated aquariums near the end of
the time period.

Total zooplankton: This is the most significant endpoint together with the
species diversity of the zooplankton community. There are significant
reductions (p<<0.01) in the relative total zooplankton populations after one
and two weeks at both 10 and 30 mg L' concentration (Fig. 6). The lowest
detected effect concentration on the total zooplankton community was 10 mg
L' after one week.

Species diversity: The number of caught species showed statistically significant
(p < 0.01) effects on the community’s species relative diversity both at the 10
and 30 mg L' concentration after one week (Fig. 7).

Chlorophvyll & This was not an effect parameter in this znvestigation, Scenedesnius
acutus was added to the aquariums weekly during the investigation but the
post-treatment end stock was determined (»=5). Figure 8 shows the mean
chlorophyll @ concentration (W L"). Thetre was a significant increasing (p <
0.1) tendency in chlorophyll « content that correlates with increasing PFOS
concentration likely due to a decrease in grazing by the zooplankton community.



Figure 1: Environmental fate of PFOS in the water column
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Figure 1. Environmental fate of PFOS in the water colunn here illustrated as mg PFOS 1.7 over a 35 day period in 301
PVC aguariums with sediment and macrophytes. Standard deviation (SD) for 1 mg PFOS 1.7 and the two first sample dates
at 10 mg PFOS L7 are too small to display (0.01-0.07 mg L"). On day 35 in the 30 mg L. one sample (77mg L") had to

be discarded altogether most likely due to contamination in the laboratory during lon Chromatography (IC) analysis resulting in
n=2 at this date. n=2-3.

Figure 2: Cyclops diaptomus (n=5)
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Figure 2. Abundance Cyclops diaptomus per 30 1/ sample. Level of statistical significance illustrated by p<0.1 (*¥),
p<0.05 (**), and p<0.01 (***). Average standard deviation (SD) were for controls = 37; 1 mg L7 = 12; 10 mg L.” = 15;
30 mg L7 = 10 and the total range of SD was 0-49. n=3.
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Figure 3: Cyclops canthocamptus staphylinus (n=5)
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Figure 3. Abundance Cyclops canthocamptus staphylinus per 30 ml sample. Level of statistical significance illustrated by
p<0.1 (*), p<0.05 (*¥), and p<0.01 (***). Average standard deviation (SD) were for controls = 16; 1 mg L. = 16, 10
mg L7 = 0.8; 30 mg L." = 1.1 and the total range of SD was 0-36. n=5.

Figure 4: Daphnia magna (n=5)
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Figure 4. Abundance Daphnia magna per 30 ml sample. Level of statistical significance illustrated by p<0.1 (¥), p<0.05
(**), and p<0.01 (***). Average standard deviation (SD) were for controls = 7.5; 1 mg L' = 5.7, 10 mg L' = 2.7; 30 mg
L= 1.4 and the total range of SD was 0-15. n=5.
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Figure 5: Rotifera sp. (m=5)
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Figure 5. Abundance Rotifera sp. per 30 ml sample. Level of statistical significance illustrated by p<0.1 (*), p<0.05 (*¥),
and p<0.01 (¥**). Average standard deviation (SD) were for controls =4.1; 1 mg 1" = 8.3; 10 mg 1" = 4.3; 30 mg L. =
3.5 and the total range of SD was 0.4-12. n=5

Figure 6: Total zooplankton (n=5)
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Figure 6. Abundance total zooplankton per 30-ml sample. Level of statistical significance illustrated by p<0.1 (*), p<0.05
(**), and p<0.01 (***). Average standard deviation (SD) were for controls = 39.7; 1 mg L = 30; 10 mg L." = 19; 30 mg
L7 = 30 and the total range of SD was 1.5-154. High significance on both 10 and 30 mg L. n=>5.
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Figure 7: Species diversity (n=5)
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Figure 7. Abundance of species per 30 ml sample. Level of statistical significance illustrated by p<O.1 (¥), p<0.05 (**), and
p<0.01 (**¥). Average standard deviation (SD) were for controls =1.3; 1 mg L' = 0.9; 10 mg L' = 1; 30 mg L' = 0.7
and the total range of SD was 0-1.8. High significance on both 10 and 30 mg L. n=5.

Figure 8: End stock (day 35) Chlorophyll a ug L™ (n=5)
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Figure 8. Mean end stock chlorophyll a concentration (mg 1.") at day 35. Level of statistical significance illustrated by p<0.1
(%), p<0.05 (**), and p<0.01 (***). Average standard deviation (SD) were for controls = 0.2; 1 mg L. = 3.7; 10 mg L’
= 7.4, 30 mg L' = 11.4 and the total range of SD was 0-15. n=5.
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General text Figure 2-7. The unit abundance per 30 mil sample is a relative time, area, depth
and volume integrated catchment unit and can therefor not be transformed to a common standard
metric unit of (e.g. abundance 1.7) as this would significantly, and wrongly, inflate the actnal
abundance of animals present in the microcosms.

There were no statistically significant changes in any endpoints at 1 mg PFOS
L' however the statistical power was too low at this treatment to conclude if
there might not have been any adverse effects. At the observed effect sizes
(A) it would require 1675 replicates for Daphnia magna, on average, to yield
high statistical power or the acceptable risk of a type Il error (accepting a false
negative (0<0.05, <0.2, power = 1-$>0.8)), 973 for C. canthocamptus staphylinus,
159 replicates for species diversity, 41 for total zooplankton, 28 for Rotifera sp.
and 10 replicates for C. diaptonus. Had the effect sizes (A) been larger or the
within treatment variability, in this case the standard deviation (SD), been
smaller less replicates would be required to obtain high power. This was the
case at 10 and 30 mg PFOS L where the effect sizes (A) were higher than in
1 mg I". Significant changes of diversity and total zooplankton on average
was approximately 70% change from control for 10 and 30 mg L' while only
approximately 25% change for 1 mg PFOS L' were not enough for significance.
The power of 1 mg " were consistently below 0.8 (ranging 0.1-0.6) lowest
tor Daphnia magna and highest for Cyclops diaptomus. The result of the a posteriori
statistical power analysis is that 1 mg PFOS L can not be regarded as a NOEC
due to lack of power and detectability at this level.

Discussion and conclusion

Results of the current study confirm other field studies [11], which showed
that PFOS is an extremely stable substance, which resists breakdown by
chemical or biological processes. The USEPA has stated that it cannot currently
conduct a definitive assessment of the environmental transport and partitioning
of PFOS because the available data are limited and their accuracy uncertain
[2]. Our results show that PFOS persists in the water phase after 35 days in the
microcosms. The company 3M determined the 21-d NOEC_ . for PFOS
on Daphnia magna to be 12 mg L [10]. The present investigation revealed a
significant influence of PFOS on the zooplankton community at the 10 mg L
! concentration after 14 days where several species were markedly reduced or
eliminated. The rank order of susceptibility apart from the total relative zoo-
plankton and relative species diversity were: Copepoda> Cladocera> Rotifera,
assuming that all adverse effects were direct effects. Moreover, the long term
ecological significance of the temporally significant fluctuations at 10 and 20
mg L in the structural endpoints should be considered carefully in the context
of PFOS’s long persistence and its destination in biota as its sink [1]. A zoo-
plankton NOEC - was not detectable with high power in this design. To
be able to conclude, with high statistical power (B < 0.2), that there was no
effect at the 1 mg L' level, forty-one replicate aquariums were estimated to be
needed. Ephemeroptera sp. (not being a directly analysed toxicological endpoint)
were not present in 10 or 30 mg L' concentrations at any time point. At the
1 mg L level there was a total of three emergent Ephemeroptera sp. after three
weeks - otherwise none. In the controls we observed more animals, the mean
was 5 per control after 3 weeks, 4 per control after 4 weeks and 3 per control
after 5 weeks. Results of assessment of the algae stock in the microcosms,
determined at the end of the study, revealed a significant (p < 0.1) increase in
chlorophyll z concentration with increased PFOS concentration. This is
indicative of an indirect effect likely resulting from decreasing zooplankton
abundance. This is supported by standard laboratory bioassays on the green
algae, Selenastrum capricornutum that revealed a 96h EC_ of 71 mg I and a 96h
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NOEC = 44 mg L' [10], well above the exposute concentrations in our
microcosms. A shortage in food supply, therefore, was not responsible for
the observed effects. The study, moreover, revealed that the representative
rotifer species (Keratella quadrata) was relatively insensitive to PFOS and actually
increased in abundance. This could be the result of an improved competitive
position relative to the other more sensitive zooplankton taxa. The limited
observations suggest an adverse effect on Ephemeroptera sp. at concentrations
neat or below 1 mg L' of PFOS. This warrants further investigation of the
susceptibility of emergent insects to PFOS and other fluorinated surfactants
at lower concentrations.

The microcosm design was shown to be robust and yielded statistically
significant effects at 10 and 30 mg L treatments. Moreover, the planktonic
ecosystem in the microcosms functioned according to the top-down theory
[16] with increased artificial ,,predation® or poisoning of the zooplankton due
to PFOS exposure, reducing grazing on phytoplankton hence, increasing
chlorophyll z concentration. However, the ecological relevance of the indoor
design is not as high as that of the larger outdoor microcosm design at
University of Guelph. Thus the full interpretation of the results of this
investigation should be made in conjunction with the results of the Guelph
investigation. The Guelph investigation may have lower overall statistical
significance due to lower number of replicates but higher ecological relevance
due to increased size and complexity in the individual enclosures.

In this study the precision of NOEC or LOEC is questionable, moreover,
NOEC has generally been shown to be equal to HC5s (hazard concentration
for 5% of species) [17]. In this, study the NOEC__ . could not be generated
with confidence due to low power at the 1 mg L' level. This was, in part due
to the chosen ANOVA approach. A regression analysis could possibly have
been a more powerful and flexible procedure. The within-treatment variability
will primarily affect the confidence intervals, but the parameter estimates will
be affected to a lesser extent [18]. Therefore, we feel that an a priori power
analysis ANOVA approach is most suitable for the testing of explicit null
hypotheses. When there is scientific and policy consensus regarding the ac-
ceptable effect sizes (D), risk of a Type I error (a), and Type II error (b) and
these entities are explicitly put forward the correct experimental design may
be set up. Combined with a hybrid of a powerful ANOVA analysis with several
treatments allowing regression analysis would probably yield the most robust
risk assessment data from a microcosm study [19].

A supplement to the UNEP (United Nations Environmental Programme)
POP’s (Persistent Organic Pollutants) treaty [20] is currently being prepared
by the WWTE (World Wildlife Fund). Perfluorinated sulfonates are on WWE’s
list of unwanted POPs based on their persistence, biomagnification, widespread
presence in the biota and human blood, and reports on their toxicity. Outside
the US and Canada there is limited environmental regulatory attention paid to
Scotchgard™ or PFOS (G. Lyons, personal communication, WWTF toxic and
policy advisor, May 2001). The EU Commission awaits the outcome of an
OECD report, due 2002, before working for voluntary phase out of PFOS
according to the USEPA and 3M agreement (U. Sandbaek, personal
communication, member EU Parliament [MEP], July 2001). The USEPA’s
SNUR and 3M’ phase-out of PFOS may give a sense of false security as
other manufacturers continue to produce fluorinated fatty acids, some of which
may be as hazardous as PFOS [1]. PFOS and its precursors are not yet con-
sidered hazardous wastes. As a result, PFOS may continue to leak from less
stringently controlled waste sites and allowed to accumulate in the environment.



This study demonstrates that PFOS significantly reduced or eliminated the
zooplankton community at 10 mg L', 2-3 weeks post-treatment. No zoo-
plankton NOEC_ - «was determined due to lack of statistical power at the
1 mg L' level. In comparison, the 21-day NOEC___ derived from a stan-
dard laboratory bioassay was found to be 12 mg L. Because the bioassay was
performed according to OECD 202 & OPPTS 850.1010 and fulfils all criteria
for good laboratory practice (GLP) [10], the use of glass materials must have
been ruled out in the experiment as PFOS absorb strongly to glass [21] which
thus would reduce exposure of the compound to the organisms. Hence, this
can not be attributable to the difference between the laboratory standard
bioassay and the present study. This indicates that, in this case, the microcosm
approach was more sensitive than the standard bioassay. This is surprising, as
the standard laboratory bioassay supposedly would be expected to be the most
sensitive due to reduced natural interference of other biotic and abiotic varia-
bles. Further investigation of the ramifications on freshwater ecosystems of
environment-level concentrations of PFOS, and fluorinated surfactants in
general, is needed. Additional chronic toxicity testing should also be addressed
since these compounds are so recalcitrant.
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Abstract

There is, presently, a substantial amount of information being gathered
concerning the environmental risk associated with the perfluorooctanoic acid
(PFOA) compound. PFOA may enter the aquatic environment from spills
associated with use of fire fighting foams containing PFOA, leaks from various
textile and coating processes, washing of treated products, residual waste
discharged from fluorochemical production. The aim of this paper was to
determine a 35-day community no observable effect concentration
(NOEC,_ ) or lowest observable effect concentration (LOEC) for
freshwater zooplankton exposed to PFOA duting a study in 30 L indoor aquatic
microcosms. Some significant (»<0.01) temporal fluctuations in zooplankton
abundance were observed, however,a NOEC_ - could not be calculated.
LOEC for vatious species varied between 10 and 70 mg L". According to
LOEC values, the tentative order of organism sensitivity was as follows: Daphnia
magna > diversity = Cyclops canthocampius staphylinus > Cyclops diaptomus > total
zooplankton = Rofifera sp. The long term ecological significance of these
temporal fluctuations could not be determined in this study, however, the
overall study cessation analysis showed that the structure of the ecosystem
was changed from a more diverse community dominated by larger species
towards a less diverse community dominated by smaller more and robust spe-
cies (p<0.05). Additional chronic toxicity testing should also be addressed
since these compounds are so persistent and recalcitrant. Moreover, further
occupational health and epidemiological risk studies are needed.

Keymwords: pertluorooctanoic acid, plankton, microcosm, risk assessment.
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Introduction

Perfluorinated surfactants are used in a large number of industrial applications
and consumer products because of their unique surface active properties
associated with organic fluorocarbon chemistry. Despite the widespread use
of these compounds, relatively little is known about their fate and effects,
particularly, perfluorooctanoic acid (PFOA) a known rodent peroxisome
proliferator (Gilliland & Mandel, 1993) under semi-field conditions. PFOA
may enter the aquatic environment from several sources, including spills
associated with use of fire fighting foams containing PFOA, leaks from various
textile and coating processes, washing of treated products, residual waste
discharged from fluorochemical production, and volatilisation. Evidence of
background levels of PFOA in aquatic environments was found during an
investigation of an accidental spill involving 22 000 L of fire retardant foam
containing perfluorinated surfactants into Etobicoke Creek (Toronto, ON,
Canada). PFOA was found upstream of the spill at concentrations ranging
between 0.011 - 0.028 mg L'. In contrast, the downstream surface water
concentration of total perfluorinated surfactants ranged from 0—17 000 mg L
' Moody etal., 2001). The aims of this study wete to address the toxicological
effects of PFOA on freshwater zooplankton in 30 L indoor microcosms, to
estimate the zooplankton NOEC and to assess the fate of PFOA during
a 35-day experiment. This investigation constitutes one part of a project
under the Canadian Toxic Substances Research Initiative (TSRI) in conjunction
with the Canadian Network of Toxicology Centres. The overall project aims
to assess the ecotoxicological risk of PFOA on three different scales: in stan-
dard laboratory bioassays, in 30 L indoor microcosms (present study), and in
12m?® outdoor microcosms.

The production of PFOA via an electrochemical fluorination process at 3M
Co. (St. Paul, MN, USA) began in 1947. PFOA is used as an additive in synthetic
commercial and industrial products including fire fighting foams, corrosion
inhibitors, in the polymetisation of Teflon®, plasticizers, lubricants and wetting
agents (Gilliland & Mandel, 1993). The presence of organic fluorine
compounds in human serum was first reported in 1968 (Taves, 1968). An
occupational exposure study by Olsen et al. (1998) on 3M production employees
reported up to 71 mg L' PFOA in human sera or 10- to 50-fold greater than
other non-exposed workers. The greatest likelihood for occupational exposure
to PFOA is during the drying process, whereby PFOA is converted from a salt
slurry to a salt cake (Olsen, et al, 1998). PFOA has also been found in small
concentrations (10-100 ug L) in sera of the general population (Gilliland &
Mandel, 1993). PFOA resists chemical, thermal, and biological degradation
(Welter, 1979), however, the perfluorooctanoate anion has the potential to be
generated by either dissociation or metabolism, and can resist degradation
and persist in the environment as well. In light of this, its potential for
widespread distribution in the environment as the parent compound raises
concerns about the risk to the environment as a result of the long term global
use of products containing PFOA (Ellis et al., 2001). On May 16 2000, 3M
announced it would voluntarily phase-out all perfluorinated sulfonates (PFOS)
and also perfluorooctanoic acid (PFOA) by the end of 2003. This decision
was based on the persistence and pervasiveness of these anthropogenic
compounds, despite vast economical and technological interests (Brown &
Mayer, 2000). The decision came after detectable amounts of PFOS and
PFOA were found in blood drawn from employees at 3M (Olsen et al., 1998).

The majority of toxicity data comes from laboratory tests in mammals with a
focus on rodents (USEPA SNUR, 2000). The 30-d LD, for PFOA in male
Fisher rats was 189 (208-175) mg kg lethality occurred within the first 5 days.



Sublethal dosage of 100 mg PFOA kg resulted in transient decrease in food
intake and body weight which were reversed at day 7, liver weights were slightly
higher than controls and had a change in oleic and acids composition (Olsen
& Andersen, 1983). The unique properties of PFOA are strongly supportive
of a potential for persistence and accumulation in surface waters since these
appear to be the environmental sink for PFOA. However, compared to PFOS
few samples contained PFOA at concentrations greater than the limits of
quantification (LOQ) of 2.5-180 ng ¢! ww have been reported (AR226-0202).
PFOA does not adsorb permanently to either soil or sediment, remaining in
the water compartment (Welter, 1979). The water flea (Daphnia magna) 48hr
EC, is 632 mg L and green algae (Selenastrum capricornutum) 14 day EC_ is 73
mg L' (3M data sheet, 2000).

Materials and Methods

Compound

Perfluorooctanoic acid (C.F.CO,H) (CAS No.: 335-95-5). The compound,:
The compound, received from the Centre for Toxicology, University of Guelph,
ON, Canada (donated by 3M St. Paul, MN, USA) was was as 2. 19.4% ww solu-
tion and used for the purpose of ecotoxicity testing, PFOA has near complete
water solubility (>20 g ') and an n-octanol/water coefficient = 5 (3M data
sheet). The Log Kow = 6.28 was estimated via the KowWin program based on
Structural Activity Relationship (SAR) program developed from (Meylan &
Howard, 1995) in the EPI suite at www.usepa.gov and a bioconcentration fac-
tor (BCF) (using befwin, version 2.14) for PFOA was estimated to be 56.23.

Microcosms

The microcosm design consisted of 30, 30 L (46 x 26 x 26 ¢cm) polyvinyl
chloride (PVC) aquariums used as previously described in Sanderson et al.
(2002). Polyethylene (PE) and PVC equipment was used in the study to reduce
problems associated with adsorption of PFOA to glass. Five concentrations
were used (1, 10, 20, 30 & 70 mg L") plus controls, each with five replicates (»
=5). Aquariums were randomly assigned to treatment concentrations. The
treatment regime was chosen based on laboratory results (LC, 48h = 313 mg
L'and NOEC, = 109 mg L") from the University of Guelph, ON, Canada
(Boudreau et al., 2000), laboratory NOEC from Daphnia magna (1.C, 48h =
632 mg L' from 3M data sheet, 2000), and to mimic potential worst-case
environmental concentrations without neglecting measured environmental
concentrations of up to 22 mg L after a spill and 0.011-0.028 mg " upstream
from the spill (Moody et al., 2001). The treatment regime mimics that of the
outdoor microcosm study conducted at the University of Guelph’s Microcosm
Research Facility in the summer of 2000 as part of the TSRI project (# 0200).

PFOA was carefully added to the microcosm water, and gently hand mixed in
the aquariums with a plastic rod. Since zooplankton species abundance and
diversity (number of different species) were the only test endpoints, the addi-
tion of phytoplankton (Scenedesmus acutus) each week as a supplementary food
supply (100 ml of 10° cells ml" concentrated algae) to each aquatium during
the test period did not compromise endpoints. The zooplankton community
composition and sampling procedures were respectively-similar and reproduced
from to those of Sanderson et al., (2002).

Sampling
After the a 4 week stabilization period, the following sampling schedule was
implemented: 24 h pre-treatment, 24 h post-treatment, 2 days, 4 days, 7 days,
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14 days, 21 days, 28 days and 35 days post-treatment. Zooplankton funnel
traps modified from the design of Sibley et al. (2000) were used for pelagic
sampling. The traps were suspended 3 cm above the sediment floor in the
middle of the aquariums and consisted of a single 10 cm diameter reversed-
funnel with a 60 ml confinement jar at the top. Animals were trapped during
their cyclic vertical migration. The traps were set 24 h before taking the actual
sample to allow for sufficient animal collection. On sampling days, confine-
ment jars were homogenised by stirring and 30 ml of the trapped volume was
fixed and preserved in Lugol’s solution to be used for determination of zoo-
plankton. Total phosphorus was low during the investigation; total P < 2.0 ug
L' in all microcosms. Other metals estimated (K, Na and Si) were not
significantly different between controls and treated (IK_ = 0.6-3.8 mg L"),
Na  (7-9.8mgL')andSi  (1.8-3.1 mg L"). The chlorophyll  concent-
ration was determined as previously described (Sanderson et al., 2002).

The residue analysis methodology was in accordance with Sanderson et al.
(2002). The analysis of the water samples taken from the aquariums was
conducted at the University of Toronto, ON, Canada. Instrumentation: The
Ion Chromatography (IC) utilised in the PFOA analysis was a Dionex
Corporation DX-500 IC system. The linear calibration curves constructed
from control microcosm water samples spiked with 1, 10, 20, 30 & 70 mg L."!
PFOA had ar* > 0,99. After the initial analysis, and according to the results of
Sanderson et al. (2002), we acknowledge that we would not be able to determine,
or extrapolate confidently up to, the half-life of PFOA in water. We therefore
chose only to illustrate the fate of the three mid-concentrations: 10, 20 and 30
mg L.

Analysis

To determine the null hypothesis for NOEC_ = a Student’s ~test analysis
of variance regime was used on the most predominant zooplankton species,
total zooplankton abundance, diversity (number of species) and end stock of
chlorophyll @ estimates (chlorophyll z was not an ecotoxicological endpoint).
The data analysis was conducted using Excel 2000 spreadsheets (Microsoft
2000) and the power analysis of non-significant results was conducted using
SigmaStat2 (Jandel, 1995), and the data were graphed in SigmaPlot5 (Jandel,
1995). Prior to analysis, data were log-transformed (logx+1) to secure normality.
Power analysis was conducted in a manner similar to that used in (Sanderson
et al., 2002).

Results

Environmental fate: There was a slight reduction in PFOA concentration in the
water column over the 35 days in the tanks treated with 20 and 30 mg L
PFOA over 35 days (£ SD). Initial measured concentration in the 10 mg L'
microcosm was 10.6 (£ 0.4) mg L' but it increased to 11.32 (£ 0.4) mg L at
day 35. The spiked 20 mg L' was 36.8 (+ 2.3) mg ! at day 1 and 27.9 (£ 2.5)
mg L' at day 35. The spiked 30 mg L" was 38.3 (+ 1.4) mg " at day 1 and
34.8 (£ 3.5) mg L' at day 35. None of the fluctuations at any concentration
levels were statistically significant (#=2) (Figure 1). The fluctuations were
probably due to evaporation of microcosm water and by the water following
the addition of the alga Scenedesmus acutus.



Figure 1: PFOA concentration in mid-treatment replicates
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Figure 1. Environmental fate of PFOA in the water colunm here illustrated as mg PFOA 1.7
over a 35 day period in 301 P1'C aquariums with sediment and macrophytes. n=2.

Zooplankton responses: Only temporal structural significant fluctuations were
observed. Daphnia magna (Figure 2) seemed to be the most sensitive species
of the pelagic compartment in the zooplankton community with a LOEC of
20 mg PFOA L' 24 hours post-treatment. Cyclops diaptomns abundance (Figure
3) was significantly reduced at day 7 at 70 mg ! (p< 0.01); furthermore, 30 &
70 mg L' had the lowest study cessation readings. A similar response was
observed in the population of the smaller Cyclops canthocamptus staphylinus (Figure
4). It is notable that the zooplankton abundance trends observed in the 30
and 70 mg L' microcosms were consistently lower than those found in all
other concentrations throughout the study. In contrast, the smaller and more
robust species of Rofifera sp increased in abundance throughout the study at
the two highest treatment concentrations (Figure 5). This could be the result
of an improved competitive position relative to other more sensitive zoo-
plankton taxa. Total zooplankton abundance showed no significant trends
(Figure 06). Species diversity was highest in low treatment microcosms and
lowest in high treatment microcosms (Figure 7).

The overall analysis showed that, compared to controls, total zooplankton
abundance (Figure 6) was significantly (p<0.01) increased at 1, 10, 20 and 30
mg PFOA L, but not at 70 mg L"" where the log abundance was 3.69 (stan-
dard deviation (sd) = £ 0.56) compared to 3.68 (sd = £ 0.106) in the controls.
Moreover, the overall species diversity was significantly (p < 0.05) reduced at
10, 30 and 70 mg PFOA L' indicating a simplification of the community
structure. This was seen with a shift from a more diverse community with
more total zooplankton species towards less diversity where it was dominated
by smaller zooplankton species (Rotifera sp.).
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Figure 2;: Daphnia magna (n =5)
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Figure 2. Abundance (logx—+1) Daphnia magna per 30 m/ sample. Average standard

deviation (SD) were for controls = 1.68; 1 mg 1" = 1.9; 10 mg L' = 1.9, 20 mg L." = 1.52;

30 mg " = 1.51; 70 mg L." = 0.96 and the total range of SD was 0-2.8. n=5. Graph
legends according to figure 2 or 7.

Figure 3: Cyclops diaptomus (n=5)
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Figure 3. Abundance (logx+1) Cyclops diaptomus per 30 wi/ sample. Average standard
deviation (SD) were for controls = 0.81; 1 mg L' = 1.58; 10 mg L." = 1.55; 20 mg L' =
1.15: 30 mg L' = 1.42; 70 mg L." = 1.7 and the total range of SD was 0.5-2.5. n=>5.
Graph legends according to figure 2 or 7.




Figure 4: Cyclops canthocamptus staphylinus (n=5)
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Figure 4. Abundance (logx+1) Cyclops canthocamptus staphylinus per 30 /! sample
Average standard deviation (SD) were for controls = 1.15; 1 mg L' = 0.96; 10 mg L." = 0.8;
20 mg L' = 0.96; 30 mg L." = 1.92; 70 mg L." = 1.06 and the total range of SD was 0-
2.95. n=5. Graph legends according to figure 2 or 7.

Figure 5: Rofifera sp. (m=5)
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Figure 5. Abundance (logx+1) Rotifera sp. per 30 nil sample. Average standard deviation
(SD) were for controls = 2.49; 1 mg L' = 1.57; 10 mg L' = 1.89; 20 mg " = 1.43; 30 mg
L7 =21;70 mg L." = 2.21 and the total range of SD was 0.68-3.39. n=5. Graph legends
according to fignre 2 or 7.
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Figure 6: Total zooplankton (n=5)

Log x +1 abundance sample™ (30ml)
=

Day

Figure 6. Abundance (logx+1) total zo0plankton per 30 ml sample. Average standard
deviation (SD) were for controls = 1.65; 1 mg L' = 0.54; 10 mg L. = 0.47; 20 mg L' =
0.55; 30 mg L' = 0.57; 70 mg L." = 0.83 and the total range of SD was 0.1-1.91. n=5.
Graph legends according to figure 2 or 7.

Figure 7: Species diversity (n=5)
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Figure 7. Abundance (log x+1) of species per 30 ml sample. Average standard deviation (D)
were for controls = 0.14; 1 mg L' = 0.23; 10 mg L' = 0.35; 20 mg L' = 0.19; 30 mg L' =
0.18; 70 mg L' = 0.22 and the total range of SD was 0-0.71. n=5.
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Figrue 2-7. The unit abundance per 30 il sample is a relative time, area, depth and volume
integrated catchment unit and can therefor not be transformed to a common standard metric unit
of (e.g. abundance 1.7) as this would significantly and wrongly inflate the actual abundance of
animals present in the microcosms. Moreover, please note that the y-axis is on (logx+1) scale.

Chlorophyll  (not an effect parameter in this investigation) was influenced by
the weekly addition of Seenedesnus acutus, to the aquariums during the investigation
and the total end stock was determined. Mean chlorophyll # for controls was
8.69 mg I and the overall mean of treated microcosms was 8.75 mg L, there
were no significant differences in the chlorophyll 2. No increase in chlorophyll &
concentration due to less consumption was observed at 70 mg L' compared to
the controls. Highest concentration was 11.73 mg L in 20 mg L.

We conducted an a posterior; statistical power analysis of the data in order to
determine the risk of committinga Type II error (false negative) and the number
of replicates needed in this study in order to achieve high power (a0 = 0.05, 3 =
0.2 and A = measured, where o = risk of Type I error or false positive, B = risk
of Type II error, and A = effect size or the change between control and 70 mg
LY. The changes in Cyclops canthocamptus staphylinus had high statistical power
seen in the significant differences between controls and 70 mg L' at day 4 and
day 21. Moreover, the fluctuations in Cyclops diaptonmus (Figure 3) at day 35 had
high power indicating no effects at the end of the study.

It is clear from the graphs (Figure 2-7) that within-treatment variability was
significant throughout the study even though overlapping error bars (stan-
dard deviation) impeding the probability of detecting significant changes and
decreasing statistical power of the study. The other parameters suffered from
low statistical power, due to high inter-replicate variance and relatively small
effect sizes, requiring an unrealistic amount of replicates (mean = 23 aquariums)
to compensate. Hence, a total community NOEC was not determined. All
significant temporal fluctuations were followed by rapid recovery and therefore,
presumably are not ecological significant effects in this study. According to
the LOECs, the tentative order of sensitivity would be as follows: Daphnia
magna > diversity 2 Cyclops canthocamptus staphylinus > Cyclops diaptomus > total
zooplankton 2 Rofifera sp.

Discussion and conclusion

The detectable pattern of fate and persistence of PFOA in the microcosms
water column was similar to that of similar perfluorinated chemicals (e.g. PFOS),
where the environmental half-life is high (Boudreau et al., 2001) (Sanderson,
etal. 2002). Moreovet, it is notable that the compound remained suspended in
the waterphase throughout the study, hence the pelagic organisms were also
exposed throughout the study.

In this study, there were statistically significant temporal effects on aquatic
organisms, however the ecological significance of these trends is difficult to
determine. PFOA is persistent and accumulates, thus the long-term ecological
significance in aquatic ecosystems is uncertain and mitigation may be difficult.
According to Christman et al. (1994) >15% reduction in taxonomic endpoints
between control and treated, tentatively represents an ecologically significant
change. Therefore, most of the fluctuations in this study may be seen as
ecologically significant. However, the ecological significance is often difficult
to assess due to:
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1) short experiment duration,
2) differences in species lifecycles, and
3) dosing ranges of and power of the experiment.

Furthermore, an assumed insignificant change could be significant under worst-
case scenarios, critical seasons, and developmental life stages for certain spe-
cies in the ecosystem.

The study, moreover, revealed that the representative rotifer species were
insensitive to PFOA and actually increased in abundance. This could be the
result of an improved competitive position relative to the other more sensi-
tive zooplankton taxa. The small difference in food availability could not
explain the trends or the increase seen in Ro#fera sp. (Snell & Janssen, 1995)
(Mghlenberg, et al., 2001).

The use of NOECs for ecotoxicological investigation has both benefits and
disadvantages. The apparent simplicity and interpretability for government
agencies and regulators with point estimates - single numbers rather than
uncertainty intervals — are useful. However, the precision of NOEC or LOEC
is questionable, in fact, NOEC has been shown to equal the hazard concent-
ration for 5% of the species (HC,) (Laskovski, 1995) (Hoeven, 1997).

When benchmarked against PFOS, PFOA is less toxic to aquatic crustaceans.
This is not surprising, since PFOS has been used as an insecticide (Sanderson et
al,, 2002). Moreover, PFOS is shown to be distributed wotldwide with higher
concentrations in wildlife tissue and sera (Giesy & Kannan 2001; AR226-0202),
and PFOS is more persistent than PFOA. PFOA is a 160 times more toxic in
rats when comparing compound levels in the liver with LOEC’s. PFOA is a
stronger hepatic peroxisome proliferator and inducer of hepatocarcinogenesis
in rats, as well as reported to alter reproductive hormones in humans and rodents
(Gilliland & Mandel, 1993). In light of this, PFOA constitutes a larger
occupational risk than PFOS. On the other hand, PFOS seems to constitute a
higher environmental risk, noting that both groups of compounds involve risks
at both aspects.

The USEPA has stated that it cannot currently conduct a definitive assessment
of the environmental transport and partitioning of PFOA with the limited
available data and their uncertain accuracy (USEPA, 2000). Further
investigations of the ramifications on freshwater ecosystems of environment-
level concentrations of PFOA, and fluorinated surfactants in general, are
required to elucidate potential low-level effects. Additional chronic toxicity
testing should also be addressed since these compounds are recalcitrant to
breakdown (Sanderson et al., 2002). Additional occupational health and
epidemiological risk studies are needed to determine the risk to humans in the
workplace.
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Abstract

Myrigphyllum spp. has been proposed as a new standard laboratory aquatic
macrophyte test species for the registration of pesticides. Little is known
about the development of this plant under field testing conditions. The
main objectives of this investigation were to:

1) determine the power of Myriophyllum sibiricum: and M. spicatum toxicity
data derived from an outdoor microcosm bioassay

2)  evaluate the variation of ten different aquatic plant effect measures
calculate the minimal detectable difference for these effect measures

3)  determine the replication required to detect ecologically significant
changes from control for these effect measures in field studies

4)  make recommendations for future studies with Myriophyllum spp.

Control data was used from four different ANOVA studies on Myrigphyllun:
spp; each study contained three replicates and was conducted for durations
of three to six weeks during the summer of 1999 with five treatment levels,
including control. Node number was consistently the most powerful end-
point of the ten tested for both plant species. It was possible to detect
approximately a 30% change from control after three weeks with high power
(B = 0.2, o = 0.05, n = 3) for both plant species. The typical range of
detectable change with high power was 40-60% for most endpoints. Total
root length, pigmentation and wet and dry mass endpoints were generally
the least statistically sensitive for both plant species. M. sibiricum generally
had slightly lower coefficients of variation and thus required fewer replicates
than M. spicatum to be statistical significant from control values. Initial
ecologically significant effect sizes, set tentatively at impacts = 25 % change
from control would require 2-19 replicates on average depending on the
effect measure and time of assessment. Inherent variability among the plants
appears to contribute more to the total variation than did the natural variability
of the microcosm. Based on statistical sensitivity, ecological relevance and
relative endpoint sensitivity, we recommend using plant length and root effect
measures as indicators of toxicity under field conditions.

Keywords: Power analysis, Microcosms, Myriophyllum spp., Bioassay,
Replication
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Introduction

Microcosm studies have been the focus of requests for increased repeatability,
reproducibility and interpretability (Crane, 1997). Considerations concerning
the choice of scale, descriptive endpoints, and number of replicates in order
to obtain ecological relevance, statistical significance and high statistical
power are vital prior to designing an ecological experiment. Knowledge of
statistical power and variation can improve ecological experiments by allowing
estimation of sample sizes necessary to detect certain levels of environmental
change (Underwood, 1997). This paper aims to quantify aspects of these
issues regarding the phytotoxicity testing of the submerged macrophytes,
Myriophyllum sibiricum and Myriophyllum spicatum, in outdoor microcosms.

We analyzed data from a field based bioassay with Myrigphy/llun spp. (Hanson
et al., 2001a). The standard laboratory bioassay methodology with the dicot
M. sibiricum (ASTM, 1999) has been proposed as a required test for registration
of pesticides in North America (Davy et al., 2001). Currently, the only
macrophyte required for registration is the monocot Lewna gibba. The
treshwater rooted macrophytes Myriophyllum: spicatum and M. sibirieuns are both
common aquatic plants in Canadian waters and ecologically significant (Creed,
2000). M. spicatum, or Eurasian water milfoil, was introduced into Canadian
waters from Furasia and has produced major changes in aquatic habitats
(Aiken ez al., 1979; Keast, 1984), while M. sibiricurm is native to North America
(Ceska and Ceska, 1996). These very common macrophytes contribute to
primary production, improve water quality, cycle nutrients, generate oxygen,
affect flow patterns, provide habitat, and food for other organisms and
stabilize the sediment (Chilton, 1990; Duarte and Roff, 1991; Lewis, 1995;
Cattaneo etal., 1998). These plants can be adversely affected when pesticides
or other phytotoxic chemicals enter the waterway (Forsyth et al. 1997), they
are sensitive to auxin-simulating herbicides; current pesticide registration
species rely primarily on algae and duckweed, which are not sensitive to
these types of herbicides. Myriophyllum spp. is thus interesting from an
ecological and ecotoxicological point of view.

The field-based assay that has been developed and examined in this paper is
meant to be an extension of and complimentary to the standard toxicity
bioassay for Myriophyllum spp. (ASTM, 1999). Concerns exist about the ability
of this assay to be predictive of effects at the field level (ASTM, 1999) and
so the bioassay was developed to address some of these concerns. In
developing standard test methods for the laboratory a number of criteria
have been recommended (Rand et al., 1995). These include:

1) the test should be widely accepted by the scientific community

2)  have a sound statistical basis

3)  effects should occur over ranges of concentrations within realistic
durations of exposure

4)  the test should be predictive of effects in the field

5)  the data should be useful for risk assessment

6)  the test should be economical and easy to conduct

7) it should be sensitive and as realistic possible in design to detect and
measure effects.

The current field bioassay meets a number of these criteria easily. A stan-
dard laboratory method is already in use and accepted for these plants, a
specific desire for more information and assays on the impacts of pesticides
on non-target aquatic plants for risk assessment exists (Davy et al., 2001;
Lytle and Lytle, 2001) and the toxicity bioassay under consideration is field



based. The testitself, in terms of set-up and expertise, is very simple. Though
microcosm studies themselves are very expensive to conduct (Shaw and
Kennedy, 1996), the rest of the equipment required is readily accessible at
most universities or laboratories making the assay cheap relative to the over-
all cost of the study. The effect measures, such as root number, plant bio-
mass, chlorophyll content, are easy to evaluate, easily interpretable, sensi-
tive compared to other effect measures. Myriophyllum spp. has been found to

be very sensitive when compared to other aquatic species (Roshon et al,,
1999, Marwood et al., 2001a, 2001b).

The rest of the criteria for a high quality bioassay deal with the statistical
sensitivity and organism sensitivity to toxic insults. The sensitivity of a
bioassay can be evaluated though the use of power analysis on data generated
a priori by the bioassay. These types of evaluations have been conducted
with some standard laboratory assays (van den Hoeven, 1998), but not for
these aquatic macrophytes in the laboratory or the field.

Although natural field or simulated field studies provide a test system that
evaluates ecosystem level effects, detection and interpretation of such effects
can be difficult. Field systems provide an opportunity to assess the effects
of a contaminant under realistic exposure conditions, ecologically important
processes such as recovery and effects that are both direct and indirect, as
well as species interactions and community responses (Shaw and Kennedy,
1996). The replicability, and thus the design, analysis, and interpretation of
micro/mesocosms studies have been an issue for many years (Abbott, 1966).
These issues are still important even after the United States Environmental
Protection Agency’s decision to discontinue the requirement of micro/
mesocosm data due to uncertainty in implementation of the data, following
the Fisher memorandum in 1992 (Fisher, 1992). Part of the problem is that
identification of ecosystem level effects requires the ability to clearly sepa-
rate treatment-related changes in the system from natural or background
variability.

The greater the variability in a particular endpoint, the more difficult it will
be to identify or measure stressor-induced alterations. Problems with high
variability in microcosm studies have confounded results from many test
organisms and endpoints (Sanderson and Petersen, 2001a) and have resulted
in adoption of complex statistical models to evaluate some types of data
(van den Brink et al., 1997).  Statistically, the problem of high variability
can be expressed as the likelthood of committing a Type II error, the failure
to detect an effect of the stressor in the treated system, even though an
effect was present (in this case erroneously accepting a false negative). If
this is the case, one could argue that the power of the applied statistical test
was too low (Peterman, 1990). An analysis of power and minimal detectable
difference should be required if it is not possible to reject the null hypothesis
at a specific significance level (Ze. p < 0.05) and when reporting no observed
effects concentrations (NOECs). NOECs themselves are controversial with
debates surrounding their utility, calculation and relevance (Chapman et al.,
1996; Bailer and Oriss, 1997; van den Hoeven, 1997; Crane and Newman,
1999). The legitimate question is when the null hypothesis is not rejected, is
this due to no true effect or that the design of the study was insufficient, and
thus unable to detect real effects significantly due to low power?

In order to conduct an effective semi-natural field investigation, it is important
to understand the limitations of the data that can be generated and how to
design a study to maximize the return on time, expense and produce useful
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results. This manuscript analyzes and discusses these issues. This was done

by:

1) Determining the actual power of the field based toxicity assays for
Myriophyllum spp. and examining the sensitivity of endpoints to toxicants
by ANOVA analysis.

2)  Estimating the replication required to determine with high power
ecologically significant impacts based on the variation of individual
effect measures for Myrigphyllum spp.

3)  Calculating the minimal detectable or observable effect based on the
variation of individual effect measures for Myriophyllum spp. This will
allow for a measure of the statistical sensitivity of the endpoint.

4)  Examining the role of subsampling in controlling variability by
comparing variation with and without subsamples.

5)  Comparing the variation, minimal detectable effect and replication
requirements with studies in previous years to characterize the
replicability and reproducibility of the field bioassay.

6)  Making recommendations about the statistical design of the bioassay,
endpoint and species selection, and utility of the test in the risk
assessment process.

Materials and methods

The Microcosms

The studies evaluated in this paper were conducted during the summer of
1999 at the University of Guelph Microcosm Facility located at the Guelph
Turfgrass Institute, Guelph, ON, Canada. The experimental systems used in
this study are described as microcosms after the definition given by Graney
et al. (1995) in that they are fabricated tanks large enough to represent a
lentic system, holding between 2000 and 15000 L. The facility consists of
30 microcosms that are designed to replicate natural pond systems. The
microcosms are approximately 1.2 m deep with a water depth of 1 m, a
diameter of 3.9 m and a surface area of 11.95 m* Each microcosm has a
capacity of approximately 12000 L of water and are constructed according
to expert recommendations (SETAC, 1991) to control variability. The
microcosms are sunken into the ground with the tops flush with the surface.
These systems have been used successfully to examine the fate of
anthropogenic compounds in aquatic environments (Bestari et al, 1998a
and Bestari et al, 1998b, Ellis et al, 2001) as well as aquatic organisms such
as zooplankton, phytoplankton and fish (Sibley et al, 2000, Sibley et al, 2001).
A more complete description of the state of the microcosms as they were
utilized for the specific studies evaluated in this manuscript are available in
Ellis et al, (2001) and Hanson et al, (2001a).

Chemicals

The MCA (99%) and DCA (99%) were obtained from Acros (Acros Organics,
Geel Belgium) and the CDFA (98%) was obtained from Aldrich (Aldrich
Chemicals, Milwaukee, WI, USA). The compounds were weighted out the
day prior to the actual exposure and dissolved in redistilled deinonized water.
Each solution was then neutralized to pH 7 to 8.5 with ACS grade sodium
hydroxide (Fisher Scientific, Fair Lawn, NJ, USA).



Myriophyllum spp. Experimental Design
This study examined four independent experiments conducted during the
summer of 1999 (Table 1).

Table 1. Basic excperimental design of the Myriophyllum spp. studies.

Study Compound Concentrations (mg/L)? Lengtr;/bof Start Date © Finish Date ® Sampling days
Stud
1 MCA 0, 3, 10, 30, 100 28 June 10, 1999 July 8, 1999 4,7,14,28
2 DCA 0, 30, 10, 30, 100 21 June 23, 1999 July 14, 1999 4,7,14,21
3 MCA/DCA 0,50 (DCA)/3,6,12 (MCA) 21 Aug. 12, 1999 Sept. 2, 1999 4,7,14,21
4 CDFA 0,05,1,5,20 42 Aug. 18, 1999 Sept. 29, 1999 7,14, 28, 42

& All concentrations were replicated 3 times.

® Duration of Myriophyllum spp. Exposure (days).

¢ The date the compound was introduced into the microcosm.
4 Thefinal dat