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Table A7_4_1_2-1: Dilution water 

Criteria Details 

Source Test and breeding water were prepared as “M7-
medium”. The medium is prepared using deionised 
water and adding mineral salts and vitamins. The 
concentrations of them in the water are given in table 
1 of the report. 

Alkalinity 53.4 mg/l CaCO3 

Hardness 196 mg/l CaCO3 

pH 8.1 

Ca / Mg ratio - 

Na / K ratio - 

Oxygen content 9.6 mg/l 

Conductance 550 µS/cm 

Holding water different from dilution water No 

 
 
Table A7_4_1_2-1a: Test sediment 

Sediment characterisation Details 

Particle size distribution (USDA-Norm) Sand: 78.1% 

Silt: 9.3% 

Clay: 12.6% 

Organic carbon (%) 54.5 

Water holding capacity (g H2O/100 g d.wt.s *) 83.5 

pH 6.0 

Cation exchange capacity (meq/100 g sediment) 10.0  

* d.wt.s. = dry weight sediment 
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Table A7_4_1_2-2: Test organisms 

Criteria Details 

Strain Chironomus riparius, animals of the first larval stage 
(L1) were used 

Source Test specimen of Chironomus riparius were obtained 
from a culture maintained at the University of 
Sheffield (UK) in autumn 1991 and kept in an in-
house laboratory since then. 

Age (at start of the study) 1st instars < 2-3 days old 

Breeding method 2-4 egg masses are placed into the prepared basin. 
The hatched larvae are fed with green algae and an 
aqueous suspension of a vegetable fish food 
(TetraPhyll). After 2-3 weeks the adults emerge. 
After mating, female adults will lay egg masses on 
the water surface where these can be taken to start a 
new culture or to perform toxicity tests. 

The L1 larvae used in the study were obtained by 
introducing some fresh egg masses in small dishes 
with culture medium. Two to three days after 
hatching, the L1 larvae were transferred with a blunt 
pipette to the test vessel. 

Kind of food During the study the test organisms were fed with a 
commercial fish food extract (TetraPhyll) (aqueous 
suspension, 1 g TetraPhyll/20 ml water) as used for 
the breeding. 

Amount of food About 1 mg TetraPhyll/larvae/day 

Feeding frequency During the study the larvae were fed at least three 
times per week. 

Pretreatment One day prior to treatment (day –1) the test organisms 
were transferred in a randomised procedure into the 
test containers. 

Feeding of animals during test Yes, 

The amount of the suspension was added to each of 
the test container on days: -1, 0, 3, 4, 5, 6, 7, 10, 11, 
12, 13, 14, 17, 18, 19, 20, 21, 24, 25, 26 and 27 
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Table A7_4_1_2-3: Test system 

Criteria Details 

Static test The bottom of the test containers were covered with a 
2 cm high layer of sediment. 2.65 l water were slowly 
poured into the beakers. The height of the water was 
20 cm. 

Volume of test vessels 3 l glass beakers with an average diameter of about 
13.5 cm 

Volume water/animal 106 ml 

Number of animals/vessel 25 

Number of vessels/ concentration 1-2 replicates for each test substance concentration, 3 
replicates were prepared for the control 

Test performed in closed vessels due to significant 
volatility of TS 

No 

 
Table A7_4_1_2-4: Test conditions 

Criteria Details 

Test temperature 20 ± 2 °C 

Dissolved oxygen Control: 
9.1 (minimum at the end) – 9.8 (maximum at day –1); 

Test concentrations: 
9.1 (minimum at the end) - 9.9 (maximum at day –1) 

pH Control: 
5.1 (minimum at the end) – 7.8 (day –1); 

Test concentrations: 
5.0 (minimum at the end) – 7.9 (maximum at day –1); 

The pH-values decreased during the study in all test 
beakers of the control and the treatments except of the 
highest test concentration. 

Adjustment of pH No 

Aeration of dilution water Yes, 

the water was aerated and temperated to 20 °C in an 
in-house preparation tank. 

(The aeration was stopped for 24-hours after insertion 
of the test organism). 

Gentle aeration in the test containers was provided 
through a glass Pasteur pipette situated about 2.5 cm 
above the sediment layer. 

Quality/Intensity of irradiation Light intensity was on average about 2000 lux 

Photoperiod 16:8 light-dark-cycle with a 30 minutes dusk and dawn 
period. 
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Table A7_4_1_2-5: Effect data 

Summary of numbers of emerged midges over 28 days 

Nominal 
conc. 

(mg pure 
metabolite/l 

No. of 
inserted 
larvae 

No. of 
emerged 
midges 

Emergence 
(%) of 

inserted 
larvae 

% male of 
emergence 

% female of 
emergence 

Control 75 61 81 41 59 

0.010 25 20 80 40 60 

0.032 25 19 76 37 63 

0.10 50 38 76 37 63 

0.32 50 39 78 46 54 

1.0 50 39 78 38 62 

3.2 50 43 86 44 56 

10 50 37 74 41 59 

32 25 18 72 56 44 

100 25 0 - - - 

 

 

Table A7_4_1_2-6: Influence on the development after 28 days (based on nominal concentrations) 

 EC15 

(mg pure 
metabolite/l) 

95 % c.l. 

(mg pure 
metabolite/l) 

EC5 

(mg pure 
metabolite/l) 

EC10 

(mg pure 
metabolite/l) 

EC50 

(mg pure 
metabolite/l) 

Emergence rate 
(pooled sex) 

31.1 23.5 - 41.1 24.4 28.2 46.9 

Development 
rate (pooled sex) 

16.7 not calculable 9.7 13.4 42.3 

Development 
rate (male) 

13.8 not calculable 7.4 10.7 40.6 

Development 
rate (female) 

17.2 not calculable 10.1 13.9 43.1 

The day of first emergence was postponed for about one day at the test concentration 10 mg pure metabolite/l 
and for two days at 32 mg pure metabolite/l. 
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Table A7_4_1_2-7: Analytical results of dimethylaminosulfanilid 

Nominal 
conc. 

(mg pure 
metabolite/l) 

Analytical results of dimethylaminosulfanilid,  
means of two analyses each (mg pure metabolite/l) 

 1 hour/day 0 day 7 day 28 

 Conc. % of 
nominal 
conc. 

Conc. % of 
nominal 
conc. 

Conc. % of 
nominal 
conc. 

 Overlying water 

Control < 0.01 - n.a. - n.a. - 

0.10 0.09 90 0.09 90 0.08 80 

1.0 0.94 94 0.92 92 0.79 79 

10 9.7 97 9.1 91 8.4 84 

 Pore water 

Control < 0.01 - n.a. - n.a. - 

0.10 0.01 0.58 0.06 3.31 0.08 4.74 

1.0 0.11 0.57 0.55 3.26 0.68 4.05 

10 1.1 0.68 5.8 3.33 7.4 4.36 

n.a.: not analysed 
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