DIN EN ISO 19040-3:2023-12 (E)

Water quality - Determination of the estrogenic potential of water and waste water -
Part 3: Invitro human cell-based reporter gene assay (ISO 19040-3:2018)

Contents Page

EUFOPE@AN FOT@WOI' ...........ocooe et 4

FOT@WOITM ... 5

1 SCOPIC ..kt 6

2 Normative references

3 Terms and definitions

4 Interferences

5 Principle

6 APPAratus and MATETTALS ...t 9

7 Reagents, CEIIS and M@ ...ttt 10

8 SAMPLING ANA SAMIPLES ...t 14
8.1 GBIIETAL ... 14
8.2 Bottles and material for SAMPIING ... 14
8.3 Bottles and material pre-cleaning

8.4 SAMPIING PIOCEAUIE ...ttt
8.5 TranSPOTT Of SAMPIES.....cccvvririie s
8.6 Pretreatment of sample.
8.7 SEOTAEE OF SAMIPIES ...ttt
9 PIOCEAUIE. ...
9.1 Cell CUIUTE MAINTEIATICE  ...o.occeeii e
O.1.1  Fre@ZING COIIS ..ottt
9.1.2  Starting a new cell culture.....
9.1.3  Culturing cells......ccciscs
9.2 Human cell reporter gene assay test procedure...
9.2.1 Seedingthe cells (day 1) ...
9.2.2  Preparation of the E2-reference (day 2)..........
9.2.3  Preparation of the sample dilutions (day 2) ... 17
0.2.4  FAeld DIANK ..ottt
9.2.5  Exposing the cells (day 2)
9.2.6  Harvesting the Cells (Y 3) ...t
9.2.7  Measurement of lumineSCeNCe (AAY 3) i
9.3 Data @nalysSis ...

9.3.1 Calculation of the reporter gene induction
9.3.2  Calculation of the percentage of maximum response

9.3.3  Calculation of the dOSE-TESPONSE CUTVE .........cccoiuvriiiirriiersiiresiessieseiieesieeeeeees e
10 VaALIAIEY CTIEOTIA ..ot
10.1 Validity criteria for the assay
10.2  Validity criteria for SAIMPLES. ... ...t
11 ASSESSIMEINT CTITRIIA ...
12 T@ST TEPIOTE ... 20
Annex A (informative) Settings of the JumMiNOMEter ... 21
Annex B (informative) PIAte SETUP ...ttt 22
Annex C (informative) Bioassay characteristics and details.............en 23
Annex D (informative) Test set up for chemicals and eXtracts............. e 25

Annex E (informative) Preparation of dilution series



Annex F (informative) Performance data ...
Annex G (informative) Statistical ASSESSIMIEIIE ...t
Annex H (informative) Calculation of 17-estradiol equivalents

Annex I (informative) Measurement of the lowest ineffective dilution (LID) of waste
water — A simplified evaluation for testing of waste water ............—

BIDIHOGTAPIY ...




		2026-04-28T03:58:44+0000
	DIN Deutsches Institut fuer Normung e. V.
	Dokument ist zertifiziert




