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Results and discussion Applicant’s version is acceptable apart from the following amendments: 

4.1.2: Degradation after 5 days: 48% (concentration 2 mg L-1), 50 % 
(concentration 4 mg L-1).   Degradation after 20 days: 60% (concentration 2 mg 
L-1), 67 % (concentration 4 mg L-1). The concentrations are based on test 
substance (80 % purity).  

The difference of degradation of the two test concentrations is less than 20 %. 

4.1.3: In the toxicity test the degradation was 51 % (day 5) and 75 % (day 20). 
The test substance can be assumed not to be inhibitory. 

Nitrification control revealed that nitrification took place in the medium. 
However, this applies to blanks as well as to test substance batches. Therefore the 
study result is not affected. 

Oxygen depletion in the inoculum blank was 1.74 mg dissolved oxygen L-1 after 
20 days. According to OECD 301D, oxygen depletion should not exceed 
1.5 mg O2 L

-1 after 28 days. The reason for the higher value in the present study 
presumably is the higher nitrification since more ammonium is added to the 
mineral medium compared to the OECD mineral medium. 

The residual concentration of oxygen in the test bottles did not fall below 
0.5 mg L-1 at any time (except toxicity control after 20 days).  

4.1.4: Refer to comment number 3.1.4. 

4.1.5: Degradation of the reference substances: 49% (day 5) and 90% (day 20). 

Even if degradation of the reference substances were not measured after 14 days, 
it is expected that the validity criterion of OECD 301D (degradation of reference 
compound reaches pass level after 14 days) is fulfilled.  

5.2: Refer to comment number 4.1.2, 4.1.3, and 4.1.5. 

Conclusion Applicant’s version is acceptable apart from the following amendments: 

5.3: The Dutch guideline NEN 6634 used in the present study is basically 
comparable to OECD 301D. Deviations are: (a) more ammonium in mineral 
medium, (b) only 3 sampling points, (c) duration 20 days, and (d) a different 
reference substance. Because degradation of test substance was above the pass 
level after 20 days, the short study duration is not a problem. Due to the 
deviations, the validity criteria of guideline OECD 301D can only be roughly 
controlled. Nevertheless, the test is regarded as valid (refer to comment number 
4.1.2, 4.1.3, and 4.1.5) and acceptable. 

Lactic acid is readily biodegradable, however the 10-days window criterion is not 
fulfilled/cannot be assessed. 

Reliability 2 

Acceptability Acceptable 

Remarks  
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Table A7_1_1_2-2: Inoculum / Test organism 

Criteria  Details 

Nature activated sludge 

Species Not specified 

Strain Not specified 

Source Oxidation ditch, used to treat domestic sewage 

Sampling site TNO, Delft, the Netherlands 

Laboratory culture No 

Method of cultivation Not applicable 

Preparation of  inoculum for exposure The original sludge (containing 3.5-4.0 g of solid 
substance/L) was allowed to settle for 4-8 minutes. 2 
mL of the supernatant was used to inoculate. 

Pretreatment Vigorous aeration 

Initial cell concentration Not reported 

 

Table A7_1_1_2-3: Test system 

Criteria  Details 

Culturing apparatus BOD bottles 

Number of culture flasks/concentration 4 bottles/concentration 

Aeration device Not reported 

Measuring equipment Oxygen electrode 

Test performed in closed vessels due to significant 
volatility of TS 

No 
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Table A7_1_1_2-4: Test conditions 

Criteria  Details 

Composition of medium BOD dilution water was prepared from concentrated 
stock solutions in Milli-Q water, according to the 
Dutch Guideline “Water-determination of 
biochemical oxygen demand after n days (BODn)” 
(NEN 6634) 

Additional substrate Yes, glucose and glutamic acid were added to check 
the activity of the inoculum and the possible toxicity 
of the test substance 

Test temperature 20 °C 

pH Start: 7.0-7.1 

End: 6.6-6.9 

End (bottles with glucose): 6.1-6.3 

Aeration of dilution water Yes, dilution water was aerated vigorously before use 

Suspended solids concentration Not reported 

Other relevant citeria Nitrification control was included by adding 2.5 mg/L 
allythiourea to bottles containing 2 mg/L lactic acid 

 

 

Table A7_1_1_2-5: Pass levels and validity criteria for tests on ready biodegradability 

 fulfilled not fulfilled 

Pass levels 

70% removal of DOC resp. 60% removal of ThOD or ThCO2 x  

Pass values reached within 10-d window (within 28-d test period) 

- not applicable to MITI-I-Test 

- 14-d window acceptable for Closed-Bottle-Test  

 x 

Criteria for validity 

Difference of extremes of replicate values of TS removal at plateau (at the 
end of test or end of 10-d window) < 20% 

x  

Percentage of removal of reference substance reaches pass level by day 14  x 

 

5.3.2.1 Criteria for poorly soluble test substances  5.3.2.2  5.3.2.3  
5.3.2.4  5.3.2.5  5.3.2.6  
5.3.2.7  5.3.2.8  5.3.2.9  

 

 

 

 


