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Introduction

Previous studies used different quantities of D. magna’s individuals [1-3] to test cy-
tochrome P450 biomarkers. Our objective was to test two different small pool size of daph-
nids, i.e. two different amount of daphnids’ individuals per sample, in order to find out
the best compromise between feasibility and quality of CYP450 biomarker signal. Pools
of 10 and 20 daphnids were tested to improve the detection signal of ethoxyresorufin-O-
deethylase (EROD) by fluorescence using the Tecan Spark multi-mode microplate reader.
Healthy daphnids were used to proceed the comparison.

Method
Chemical exposure

Same D. magna strain, with the same culture conditions, were used as in our study.
Five days’ old daphnids were used to measure the activity of cytochrome P450 (EROD)
using the Tecan Spark® multi-mode microplate reader.

Protein fraction preparation and EROD activity measurement

Protein fraction extraction and EROD activity determination were done similarly as
in our study (c.f. 2.4.1 Protein fraction preparation and 2.4.3. EROD, MROD, and ECOD
activities, respectively).

Statistical analysis

To compare the variability of EROD activity in pool of 10 and 20 daphnids, seven
samples were done for each pool sizes. A Levene’s test was used to test the equality of
variances between the two sizes pool.
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Results
Effect of the pool size

EROD (Levene’s test, p-value =0.01033, F =9.2229, df = 1) activity in healthy daphnids
showed a significant difference in variances between the pool of 10 and 20 daphnids (Fig-
ure S1). Data collected for samples with pool of 20 daphnids showed a smaller variance

among the 7 samples.
EROD activity

Levene’s test, F = 9,2229, p = 0,01033

*

)

ERQD activity (pmol/min/mg)
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Figure S1. EROD activity in healthy D. magna. Comparison of EROD activity between samples of
pool of 10 and 20 D. magna individuals (data + SD, n =7). Significant statistical difference is indicated
by * (p < 0.05).
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