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Section A7.4.1.2 

Annex Point IIA VII.7.2 

Acute toxicity to invertebrates 
Daphnia magna 

 

   

Acceptability Discuss if deviating from view of rapporteur member state 

Remarks  
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Table A7_4_1_2-1: Preparation of TS solution for poorly soluble or volatile test substances  

Criteria Details 

Dispersion Yes 

special device (mixing box) 

Vehicle Yes 

dimethylformamide was used in the preparation of all 
working stock solutions 

Concentration of vehicle Volume for preparation of stock solution: 100 ml 

Vehicle control performed Yes 

mortality and behavioural observation was performed 
in solvent control 

Other procedures - 

 
 
Table A7_4_1_2-2: Dilution water 

Criteria Details 

Source Aerated, aged ABC well water 

Alkalinity (CaCO3) 325-375 mg/l 

Hardness (CaCO3)  225-275 mg/l 

pH 7.8 – 8.3 

Ca / Mg ratio - 

Na / K ratio - 

Oxygen content 9.2- 10.1 mg/l 

Conductance 700 µmhos/cm 

Holding water different from dilution water No 
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Table A7_4_1_2-3: Test organisms 

Criteria Details 

Strain Daphnia magna 

Source ABC Laboratories in-house culture 

Age (at start of the study) < 24 – hours old 

Breeding method - 

Kind of food Suspension of algae (Selenastrum capricornutum) 
supplemented with a yeast suspension 

Amount of food - 

Feeding frequency - 

Pretreatment - 

Feeding of animals during test During the holding period daphnids were fed with the 
above named kind of food 

 
 
Table A7_4_1_2-4: Test system 

Criteria Details 

Renewal of test solution Flow-through system: aerated, aged ABC well water 
was delivered to each test chamber at a rate of 125 
ml/chamber /10 minutes, an amount which was 
sufficient to replace the 1-liter test volume 
approximately 19 times in a 24-hour period. 

Volume of test vessels 1 l 

Volume/animal 100 ml 

Number of animals/vessel 10 

Number of vessels/ concentration 4 (4 replicate test chambers, i.e. 40 daphnids were 
used per concentrations) 

Test performed in closed vessels due to significant 
volatility of TS 

No 
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Table A7_4_1_2-5: Test conditions 

Criteria Details 

Test temperature 20 – 21 °C 

Dissolved oxygen 8.3 – 8.7 mg/l 

pH 8.2 – 8.3 

Adjustment of pH No 

Aeration of dilution water Yes 

pretreatment 

Quality/Intensity of irradiation 50 – 70 footcandles 

Photoperiod 16 – hour daylight photoperiod, with 30 minutes 
dawn and dusk transition periods 

 
 
Table A7_4_1_2-6: Mortality data 
Test Substance 
Concentration  
(effective) 1 
[mg/l] 

 
Mortality of Daphnia    

Number 
 

    24 h          48 h      

Percentage 
 

     24 h         48 h 

Oxygen 
[mg/l] 
48 h 

pH 
 

48 h 

Temperature 
[°C] 
48 h 

Control 0 0 0 0 8.3 8.2 20 
Solvent control 0 0 0 0    
0.071 0 0 0 0 8.5 8.3 20 
0.099 0 1 0 2.5    
0.24 1 2 2.5 5 8.5 8.3 20 
0.35 3 16 7.5 40    
1.0 38 40 95 100 8.7 8.3 20 

1 Test substance concentrations are mean measured concentrations 

 
 
Table A7_4_1_2-7:  Effect data * 

 LC501 95 % c l. LC01 LC1001 

24 h [mg/l] 0.57 0.51 – 0.67 0.099 > 1.0 

48 h [mg/l] 0.42 0.37 – 0.47 0.071 1.0 
1 Effect data are based on measured concentrations 

* The LC50 value was calculated instead of the EC50 value 



   
 

BAYER CHEMICALS AG Dichlofluanid 03/2004 
 

 Page 9 

 

Table A7_4_1_2-8: Validity criteria for acute daphnia immobilisation test according to OECD 
Guideline 202 

 fulfilled Not fulfilled 
Immobilisation of control animals <10%  X  
Control animals not staying at the surface X  
Concentration of dissolved oxygen in all test vessels >3 mg/l X  
Concentration of test substance ≥ 80% of initial concentration during test  X 
 
Criteria for poorly soluble test substances X  
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