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ANNEX 1
1mL Biomass is the dry weight of living TG201

matter present in a population

expressed in terms of a given volume;

e.g.,
Usually “biomass” is defined as a

mg algae/liter test solution.

mass, but in this test this word is used
to refer to mass per volume. Also in
this test, surrogates for biomass, such
as cell counts, fluorescence, etc. are
typically measured and the use of the
term “biomass” thus refers to these

surrogate measures as well.
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ANNEX 2
Pseudokirchneriella subcapitata Green algae Pseudokirchneriella subcapitata Scenedesmus subspicatus

Selenastrum capricornutum

Scenedesmus subspicatus

Pseudokirchneriella  subcapitata
(formerly known as Selenastrum
capricornutum)

*Desmodesmus subspicatus

(formerly known as Scenedesmus
subspicatus)

Diatoms

eNavicula pelliculosa,

Cyanobacteria

eAnabaena flos-aquae,

<Synechococcus leopoliensis,

Selenastrum capricornutum
Desmodesmus subspicatus

Scenedesmus subspicatus

Diatoms

Cyanobacteria
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Two alternative growth media, the OECD
OECD and the AAP medium, are AAP
OECD recommended. OECD
AAP
buffer NaHCO;
APP:15mg/L
OECD:50mg/L
OECD
16 /L KH,PO, 1.60 mg/L 16 /L TG201
0.08 /L | FeCls*6(H,0) 0.0640 mg/L 0.064 /L
The pH of the medium is obtained at pH | TG201
pH | equilibrium between the carbonate 8.1
8.3 system of the medium and the partial pH

pressure of CO, in atmospheric air.
An approximate relationship between
pH at 25 °C and the molar bicarbonate
concentration is:
pHeq = 11.30 + log[HCO3]

and with 50 mg NaHCOs/L,
pHeq = 8.1 (OECD medium).
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ensure that the algae are in the

exponential growth phase

However, shorter or longer test
durations may be used provided that
all validity criteria in paragraph 11

can be met.

an inoculum culture in the test 2 4 TG201
medium is prepared 2-4 days before
start of the test.
32
72 Test duration is normally 72 hours. 72 TG201
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Pseudokirchneriella subcapitata
5x<10°  >10%ells/mL

The following initial cell

concentrations are recommended:
Pseudokirchneriella subcapitata:

5x10° - 10* cells/ml
Desmodesmus subspicatus

2-5x10° cells/ml
Navicula pelliculosa  10* cells/ml
Anabaena flos-aquae  10* cells/ml
Synechococcus leopoliensis

5x10* - 10° cells/ml

Pseudokirchneriella subcapitata

5 < 10° > 10%cells/mL
Desmodesmus subspicatus 2
5x10°%cells/mL

Desmodesmus subspicatus

0 90%

The concentration series should
preferably cover the range causing

5-75 % inhibition of algal growth rate.

The number of control replicates mus
t be at least three, and ideally should
be twice the number of replicates used

for each test concentration.
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20% it is likely that exposure 20% TG201
concentrations will vary less than TG
20% from nominal values during the
test.
42
The response variables in the control TG201

and treatment group may be analysed
using a statistical test to compare

means, e.g. a Student's t-test.

For the test to be valid, the following

performance criteria should be met:

Pseudokirchneriella subcapitata
Desmodesmus subspicatus
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Pseudokirchneriella subcapitata

16

The biomass in the control cultures
should have increased exponentially
by a factor of at least 16 within the
72-hour test period.

The test period may be shortened to at
least 48 h to maintain unlimited,
exponential growth during the test as
long as the minimum multiplication
factor of 16 is reached.

16

48h
16

15%

The coefficient of variation of average
specific growth rates during the whole
test period in replicate control cultures
must not exceed 7% in tests with
Pseudokirchneriella subcapitata and

Desmodesmus subspicatus.

7%

TG201

(a)Average specific growth rate: this
response variable is calculated on the
basis of the logarithmic increase of
biomass

during the test period,

expressed per day

Yield

TG201
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(b)Yield: this response variable is the
biomass at the end of the test minus

the starting biomass.

+20%

If there is evidence that the
concentration of the substance being
tested has been satisfactorily
maintained within = 20 % of the
nominal or  measured initial
concentration throughout the test,
analysis of the results can be based on

nominal or measured initial values.
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Pseudokirchneriella subcapitata Selenastrum capricornutum

Desmodesmus subspicatus Scenedesmus subspicatus

100mL 250mL

15 /L
12 /L
18 /L
15 /L
= 1.6 /L
0.0646:68 /L
0.1 /L
0.185 /L
0.415 /L



0.003 /L

0.0015 /L
0.00001 /L
0.007 /L
50 /L
pH_ =81 3
72 -
0.5mg/L
Pseudokirchneriella subcapitata 5> 10° > 10'cells/mL_ Desmodesmus
subspicatus 2 5 > 103cells/mL
5 0 7596%
100mg/L
3
21 24 +=2

60-120uE/m*/s



= 20%

1.5

100mg/L

Pseudokirchneriella subcapitata

24 48

NOEC

Desmodesmus subspicatus
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Cell density

Inhibition (%)

Time (hour)

Log Concentration{mg/L)

FAX






