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Section A7.4.1.3 

Annex Point IIA7.3 

Growth inhibition test on algae 

Selenastrum capricornutum 

 

  

Results and discussion Applicants version can be adopted with the following remarks: 

To 4.26, 5.2.1- 5.2.3:  

The estimated EC50 value based on growth inhibition is higher than the highest 
test concentration. This value was obtained by extrapolation because no 50% 
inhibition was reached at the end of the test in the highest test concentrations. The 
re-calculation of EC50 values and NOEC value by RMS results in effect values in 
the same order of magnitude: 

ErC50 = 5.39 g a.s./L (nominal) 

EbC50 = 2.38 g a.s. /L (nominal) 

NOErC = 1.52 g a.s. /L (nominal) 

Effect values in the study are related to nominal concentrations although the 
measured values for three concentration levels show a decrease during the 
exposure period. Therefore a recalculation was conducted as follows:  Because of 
the nominal ErC50 (5.39 g a.s./L) is higher than the highest nominal test 
concentration (2.24 g a.s./L) for the calculation of the mean measured effect 
values the geometric mean from start to the end of the test from the highest test 
concentration of 2.24 g/L with 72.3 % will be used.  

ErC50 (70,5 h)   =  3.90 g a.s./L 

EbC50  (70.5 h)     = 1.72 g a.s. /L NOErC (70,5 h) = 1.10 g a.s./L 

 

5.3.: As possible biodegradation or transformation from Lactic acid to Lactate 
could cause the decrease in test substance concentration the effect values were 
estimated based on the actual measured concentration. 

5.3.2: In the test protocol it is stated that pH value was adjusted to pH 7.5-8 and 
that it remained constant during testing. In the presence of algae the pH value was 
found to increase just a little with algal cell density (pH 8.2-8.7).  

Conclusion Applicant’s version can be adopted 

Reliability 2, see remarks 

Acceptability acceptable  

Remarks Deficiencies: Instead of 3 proposed replicates according to the current OECD 
guideline 201 only 2 replicates were tested. 

 
COMMENTS FROM ... 

Date Give date of comments submitted 

Materials and Methods Discuss additional relevant discrepancies referring to the (sub)heading numbers 
and to applicant's summary and conclusion.  
Discuss if deviating from view of rapporteur member state 

Results and discussion Discuss if deviating from view of rapporteur member state 

Conclusion Discuss if deviating from view of rapporteur member state 

Reliability Discuss if deviating from view of rapporteur member state 

Acceptability Discuss if deviating from view of rapporteur member state 

Remarks  
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Table A7_4_1_3-2: Test organisms 

Criteria  Details 

Species Selenastrum capricornutum  

Strain ATCC 22662 

Source Culture was supplied by the “American Type Culture 
Collection”, Rockville, Maryland, USA 

Laboratory culture Yes 

Method of cultivation Not reported 

Pretreatment According to OECD 201, a preculture of algae in the 
exponential growth phase was prepared in the 
medium used for the test. 

Initial cell concentration In the test flasks a mean inoculum cell density of 0.9 
x 104 cells/mL was measured in the control cultures. 

 

Table A7_4_1_3-3: Test system 

Criteria  Details 

Volume of culture flasks 200 mL conical test flasks 

Counting apparatus Electronic particle counting with Coulter Counter 
model TAII 

Light quality Fluorescent lamps, light intensity within the standard 
range 120 ± 20% µmol·S-1

·m-2 

Procedure for suspending algae Shaking (100 rpm in a Gallenkamp orbital shaker) 

Number of vessels/ concentration Duplicate, four controls with algae only and a single 
background series containing test substance without 
algae 

Test performed in closed vessels due to significant 
volatility of TS 

No 

 

Table A7_4_1_3-4: Test conditions 

Criteria  Details 

Test temperature 23 ± 1°C 

pH Start of test: 7.5-8.0 
End of test without algae: 8.0-8.1 
End of test with algae: 8.2-8.7 

Aeration of dilution water No 

Light intensity 120 ± 20% µmol·S-1
·m-2 

Photoperiod Not reported 
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Table A7_4_1_3-5:  Cell concentration data 

Test-Substance 

Concentration 
(nominal) 

[g/l] 

Cell concentrations (mean values) 
[cells/ml] 

measured 

     0 h          23.5 h        48 h        70.5 h  

Percent of control 

     0 h           23.5 h      48 h        70.5 h 

0 0.9 5.3 28.5 157.0 100 100 100 100 

0.10 0.9 5.1 30.3 188.0 100 96 106 120 

0.33 1.0 5.0 28.6 164.3 111 94 100 105 

0.56 0.9 4.9 29.4 161.8 100 92 103 103 

1.0 1.0 5.1 28.7 168.4 111 96 102 107 

1.9 1.0 5.0 29.2 181.9 111 94 102 116 

2.8 0.9 4.1 24.0 116.0 100 77 84 74 

Temperature [°C] 23 ± 1°C 

pH 7.5-8.0 8.2-8.7 
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3. Tables for Applicant's Summary and Conclusion 

3.1 Validity criteria for algal growth inhibition t est according to OECD Guideline 201 

 fulfilled Not fullfilled 

Cell concentration in control cultures increased at least by a factor of 16 within 
3 days   

x  

Concentration of test substance ≥80% of initial concentration during test  x 

 

 

Criteria for poorly soluble test substances  Not applicable  

   

   

 

 

 


