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Table A7_4_3_1-1: Dilution water 

Criteria Details 

Source Reconstituted oxygen – saturated water with the 
following ion concentrations was used (according to 
ISO): 

Ca2+ = 0.384 mmol/l; Mg2+ = 0.096 mmol/l; 
Na+ = 0.148 mmol/l; K+ = 0.015 mmol/l; 
Cl− = 0.783 mmol/l; HCO3

− = 0.148 mmol/l; 
SO4

2− = 0.096 mmol/l 

Alkalinity  - 

Hardness 40- 60 mg of CaCO3/l 

pH 7.4 (Control at day 0 of the test) 

Oxygen content 11.5 mg/l (Control at day 0 of the test) 

Conductance - 

Holding water different from dilution water No 

 
 
Table A7_4_3_1-2: Test organisms 

Criteria Details 

Species/strain Rainbow trout (Oncorhynchus mykiss) 

Source Test fish were obtained from the Linn trout farm, 
Lennestadt, Germany. 

Wild caught No 

Age/size The mean body weight of the fish at the start of the 
test was 1.26 ± 0.28 g and the mean body length was 
4.8 ± 0.29 cm. 

Kind of food Commercial trout feed (Brutfutter FB50, Kronen-
Fischkraftfutter) 

Amount of food The amount of feed corresponded to 2% dry mass of 
the starting body weight. 

Feeding frequency - 

Pretreatment The fish was acclimatised in the test water at the test 
temperature for at least 14 days. 

Feeding of animals during test Yes 
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Table A7_4_3_1-3: Test system 

Criteria Details 

Test type Semi - static 

Renewal of test solution Every 7 days, the fish were transferred into a clean 
aquarium with the relevant concentration. 

Volume of test vessels 40 l 

Volume/animal 4 l 

Number of animals/vessel 10 

Number of vessels/ concentration 1 

Test performed in closed vessels due to significant 
volatility of TS 

No 

 
 
Table A7_4_3_1-4: Test conditions 

Criteria Details 

Test temperature 15 ± 2 °C 

Dissolved oxygen 9.2 – 12.6 mg/l 

pH 6.9 – 7.5 

Adjustment of pH No 

Aeration of dilution water Yes 

(pretreatment) 

Intensity of irradiation - 

Photoperiod 16 hours light/8 hours dark 
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Table A7_4_3_1-5:  Mortality data 

Day no. Mortality (number of fish) 

Test Substance: Nominal concentration [mg/l] 

Control 10.0 100.0 
1 0 0 0 
2 0 0 0 
5 0 0 0 
6 0 0 0 
7 0 0 0 
8 0 0 0 
9 0 0 0 

12 0 0 0 
13 0 0 0 
14 0 0 0 
16 0 0 0 
19 0 0 0 
20 0 0 0 
21 0 0 1 

Temperature [°C] 15 ± 2 
pH 6.9 – 7.5 
Oxygen [mg/l] 9.2 – 12.6 

 
 
Table A7_4_3_1-6:  Effect data 

 21 d [mg/l]1 95 % c.l. 

LC50 > 100 - 

NOEC 10 - 

LOEC 100 - 
1 Effect data are based on nominal concentrations 
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Table A7_4_3_1-7: Actual concentrations of dimethylaminosulfanilid (DMSA) 

Sampling 
time 

Theoretical 
concentration 

of DMSA 
(Präp) (mg/l) 

Actual concentration of DMSA (mg/l) 

1. Detection 2. Detection Average 

Day 0 9.8 (10) 8.3 8.1 8.2 

Day 7 10.5 10.3 10.4 

Day 21 9.3 9.5 9.4 

Day 0 98 (100) 82 82 82 

Day 7 105 103 104 

Day 21 105 106 106 

 

 

Table A7_4_3_1-8: Validity criteria for prolonged fish test according to OECD Guideline 204 
 fulfilled Not fulfilled 
Mortality of control animals <10%  X  
Concentration of dissolved oxygen in all test vessels > 60% saturation X  
Concentration of test substance ≥80% of initial concentration during test X  

 
Criteria for poorly soluble test substances  - - 
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