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Life stage | Embryo | Larvae | Juvenile | Sub-adult | Adult

)

Exposure duration & condition
Test Week 1 2 3 4 5 6 7 8 9 10|11 )12 |13 |14 |[15|16 (17 |18 |19
F0 1 2|3
F1 1 2 3 4 5 6 7 8 9 |10 |11 (12 (13 |14 |15 | 16
F2 1
No. of fish/tank 2 (1 pair) 20 | 12 2 (1 pair) 20
No. of replicates 6/12 6/12 12/24 6112
(tre atme nt/control)
Test chamber 2L 2L SL 2L 2L
Endpoints Time line
Hatch F1 F2
Survival FOo | F1 | F1 F1 F1 | F2
Fe cundity FO F1" F1
Fe rtility FO F1
Growth FO F1 F1
Vitellogenin (FO) F1 (F1)
Sexual development * (F0) F1 F1
His topathology F1
| component | TG220 | TG234 | Te220 |[TG236 |
A A A
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Series on Testing and Assessment
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Culturing and Acclimation Chemical exposure
1 .2 3 4 5 6 7 8 9 10 |(wpf)

Completion of assay

* Fish should be acclimated for 2 weeks Initiationof assay

prior to the assay under test conditions. juveniles at 6 wpf Determination of
(42 £ 2 dpf) genotypic sex (dmy gene)
M Endpoints assessment

¢ No. of palte with papillary process

IREERZ L iﬁﬂ(?t‘,(ﬁ #k/8) « Vitellogenin (option)

HELED: (é%?égog (gz; ggg)es) * (growth: body length & weight)
IJ%TE Bﬁ& 3 (MEEIX) + control * The measurements of each endpointare
¥BNIR L 4 588 /X analysed based on genotypicsex.
A2 7 BR/E28 (2SFR/BE)

FHiETA L B8 L

AGR 25+ 2°C

faeR IS4, 2.3 Bl/day

IREsHAR 280

19

ZHEEBEOME 2O TN E S, ZIRMEERETO KK 6 #lE & 35~42 HERD A X 7
kLT 4BEMOBRELZ LE LT, Z20%, LONOAIER/NERLEDOAE ZFTH~5H &
) &9 RRERIEIC > TR £,
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o | co | A OB NEREA
40 1 ' (F40-45 dpf (2E21-

30 - . @ : XX medaka -
20 - . 23 mm) MWBIEED
10
0

0 5 10 15 20 25 30

F£R(mm)
A BT OFLIR NG DFERUZ DWW T, BRI HEIZ DWW TITR X2 40 B LD
HE-STLDEIATTDT, ZORMDERINOIRBEZIGD D LV D Z L NEE)NR L
BnES, ZhiZzhth, BIAXTORKE L PEERRICE > TEDLSTEETOT,
FRIZONWTHoER % LS HilBRBAA ORI Z RO D L N D KO RT A ML KT A
Nl TEY 9,
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Body length

307 o NESR

a5 | o HAR

* spiggini-gip

NIES-RY>Spiginl-GFP(+38H #n
7ZH% HdrRIZ70BERICELEEIK

Body length (mm)

II\ZEC 2Rk
10 - — BRI TORRRIIRZ T
. DWEHD
5 4’/.'/‘
V] T v T r |
L] 20 40 ED 80 100
Days after hatching (day)

ZHUCONWTHLA DT N—TTHHEREZ SHETWEENWTEYELT, FTxror/r—7
DEZATEHET DL, BEOZBHICBONTCZORBRNETE 25— T EORMK,. =
AUT HAR & W) FEEE DI TN D A X I ORFETT R, ZIUT DWW TEILIRR/ N O
BN T BN E WD T ThneNBELWTT N, SRRz /E-> CHLEA
RN OIEEN R E Z TN b E W) Z & THA D NIES-R & Spiginl-GFP &\
9. ZAUTE THEFEI LE T RADAR Assay &9 ZHVHEBIE P DA X BT
T ED, ZHIZOWTHRBRICHEBTE S LW T ENTNoTEELLEDOT, —EfR
FEEORFICONW TR TE T, —#HTERnEWNnd Z L, FlzIE4 B> T
WETIFTIATDEXH ) AXTITRDRPELNE WS FES RITIEEN RSN TEY
FIN, LTINS ETEHORBICONWTUIEMTE DLV ) Z &R SE TV
TEELL,
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*In fenitrothion study (lab-1), toxicity with >309% mortality and decrease of growth w@gbbserved at 886 pg/L.
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Test Guideline No. 253
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Screening Assay using Daphnia
magna (JHASA)
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OECD TG 250 (1)

Section 2
Effects on Biotic Systems

Test Guideline No. 250

EASZY assay: Detection of Endocrine
Active Substances, acting through
estrogen receptors, using transgenic
tg(cyp19a1b:GFP) Zebrafish
embrYos

14 June 2021
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Testing of Chemicals
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OECD TG 251 (1)

Section 2
Effects on Biotic Systems

» Rapid Androgen Activity

Reporter (RADAR) Assay
‘ Test _Guidgline Np..251
o rer (RADAR) sy « (1) BEAULEARRY
BB (CFIFR

30 June 2022

OECD Guidelines for the
Testing of Chemicals
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OECD TG252 (1)

The rapid estrogen activity In Vivo
(REACTIV) assay for detecting estrogen
axis active chemicals
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Test Guideline No. 252 Rapid
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(REACTIV) assay
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New Approach Methodologies (NAMS) & (& 7? ¢ ..,

The definition of NAMs has evolved over time. NAMsODTE# (X5 & & BITHEAL

Currently, it is broadly descriptive reference to IBEFA Cld. {LFEMEDOHFEMA X
any non Vertebrate Animals technology, SUlICIRMt T B ENTEBIEHRDD 5.
methodology, approach, or combination [SHEMEEDOLR VS S B, F

thereof that can be used to provide _ ~ A
information on chemical hazard and risk & 7I0-F, #ulLTO@EaE] =

]
assessment. NAMs are functionally equivalent B9
to “alternatives’ to mammal testing.
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