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Table A7_4_3_4-1: Preparation of TS solution for poorly soluble or volatile test substances  

Criteria Details 

Dispersion No 

Vehicle Yes 

100 mg of the test substance were dissolved in 10 ml 
acetone. 0.1 ml from this stock solution were made up 
to 1000 ml test medium (= final stock solution, 1µg 
test substance / ml) 

Concentration of vehicle Concentration in solvent control: 0.01% 

Vehicle control performed Yes 

observation for mortality and reproduction rate was 
performed 

Other procedures - 

 
 
Table A7_4_3_4-2: Dilution water 

Criteria Details 

Source Reconstituted water (25 ml of the below given stock 
solution to bidistilled water made up to 1 litre): 

CaCl2 * 2H2O = 11.76 g/l, 
MgSO4 * 7H2O = 4.93 g/l, 
NaHCO3 = 2.59 g/l, 
KCl = 0.23 g/l 

Salinity - 

Hardness - 

pH 8.0 – 8.2 (initial pH) 

Ca / Mg ratio CaCl2 * 2H2O = 11.76 g/l 

MgSO4 * 7H2O = 4.93 g/l 

Na / K ratio NaHCO3 = 2.59 g/l 

KCl = 0.23 g/l 

Oxygen content 8.8 mg/l (initial value) 

Conductance - 

TOC - 

Holding water different from dilution water No data 
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Table A7_4_3_4-3: Test organisms 

Criteria Details 

Strain / Clone Daphnia magna 

Source Animals were bred at RCC Umweltchemie AG 

Age < 24 hours 

Breeding method Standardized conditions 

Kind of food Mixture of yeast and algae (Scenedesmus 
subspicatus) 

Amount of food Day 0 – 8: algae and yeast each 200000 cells/ml, 

Day 8 – 15: algae and yeast each 300000 cells/ml, 

Day 15 – 24: algae and yeast each 600000 cells/ml 

Feeding frequency see above 

Pretreatment - 

Feeding of animals during test Yes 

see above 

 
 

Table A7_4_3_4-4: Test system 

Criteria Details 

Test type Semi - static 

Renewal of test solution The treated and untreated test medium was renewed 
at day 3, 6, 8, 10, 13, 15, 17, 20 and 22 of the expo-
sure period, preferably every Monday, Wednesday 
and Friday. By that a total of 10 treatments was 
performed. 

Volume of test vessels 200 ml, 

on day 8 – 10: 50 ml 

Volume/animal 20 ml 

Number of animals/vessel 10, 

on day 8 – 10 number of daphnids was reduced to one 
daphnia per beaker 

Number of vessels/concentration two replicates, 

on day 8 – 10: ten replicates 

Test performed in closed vessels due to significant 
volatility of TS 

No 
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Table A7_4_3_4-5: Test conditions 

Criteria Details 

Test temperature 21.5 – 22.5 °C, throughout the whole study 

Dissolved oxygen Mean value: 8.8 – 9.9 mg/l 

pH Mean value: 8.2 – 8.4 

Adjustment of pH No 

Aeration of dilution water Yes 

Before use, the test medium (= reconstituted water) 
was aerated until oxygen saturation 

Quality/Intensity of irradiation About 500 – 2000 Lux 

Photoperiod 12 – 16 hours light / day 

 
 
Table A7_4_3_4-6: Validity criteria for invertebrate reproduction test according to OECD 

Guideline 211 

Test was performed according to OECD guideline 202, Part II 
* Fulfilled Not fulfilled 
Mortality of parent animals < 20% at test termination   
Mean number of live offspring produced per parent animal surviving at test 
termination ≥ 60 

  

 
Criteria for poorly soluble test substances X  
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