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SUMMARY

The study of Mefenamic acid was conducted in accordance with OECD Guideline for the Testing of
Chemicals No. 229, “Fish Short Term Reproduction Assay”, as a voluntary re-testing to the FY 2025
study for the same substance. The nominal exposure concentrations were 0.020, 0.10, and 0.50 mg/L,
and the corresponding mean measured concentrations during the exposure period were 0.0196, 0.0945,
and 0.452 mg/L, respectively.

For the reproductive endpoints (total number of eggs, number of fertilized eggs, fertilization rate, and
mean daily fecundity per female), a statistically significant decrease was observed at 0.50 mg/L
compared with the control group (pooled control and solvent control). Therefore, the LOEC and NOEC
for the reproductive effects were determined to be 0.50 and 0.10 mg/L, respectively.

However, since a statistically significant increase in mortality was also observed at 0.50 mg/L, the effects
on reproduction observed within the tested concentration range were considered to be attributable to
general toxicity.

For the endpoints related to endocrine-disrupting effects (hepatic vitellogenin concentration and
secondary sexual characteristics [number of plates with papillary processes]), no statistically significant
differences were observed at any concentration. Therefore, within the concentration range tested in this

study, mefenamic acid showed no estrogenic, anti-estrogenic, or androgenic activity.
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A4 RF A > No. 229 (OECD Guideline for the testing of chemicals No.229: Fish Short Term
Reproduction Assay, 2012 410 H 2 HER, LAF. OECDTG229 &vv9) VICHEMLL | 25—Bk
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14 HLLEEE C @ Al LT CIER 2 EEREZ#EH Lz, T Afbh, A2 X 2 3 ik
TOZRRAEN L FSEOFE R (30 AMH) ICAIL, AT DEINRDLE R LTz,
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(1) s
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. B K R & ORBRIE O EE, 13 <RI ITEMRICHERE L, WREDZEEIN 10%2
WNE72 D &9 ITHER LT,

k=]

(3) BRI DIRE

OECDTG229 #2512 L C, sBREmiREL (1) $RWEORRFFARE GUREW X
T 57 . (2) 10 mg/L, (3) HBRME ORISR E 7o 133K & TR /T RE 72 i R E D 5
H, RHBBEWREICRET S L, 22T, UTOO~@ODMFHZ LV | B iR
A PTE LT,

O HERE O KIEFRRIE T nmﬂdﬁﬁ7723% 24°C. YhasxHlEM) Th-o7,
®1m%m®%ﬁfm<%%ﬁot %, AKOBZ AW CRBRIK 2 83 2 FiklE, i
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%ﬁ%%fm@mo%:f\m%ﬁ%ﬁﬁﬁﬁ&#éﬁ%m@%ﬁf\mmmmwm>
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PAFIBRNLT 2 RBEORZZ ) =V ~DIEE 2 TR LT, = Ok 5. WsrmE o
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WEETH -7, 207D, MBRmRE MR L2 E £, KRERTEEPRO NS E

W HRHI A RE AR R E R 2R T2 Z L 2 AR E LTAMKIE S 28 LT,
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PSR & THF (Z88fR L. 200, 1000 33 £ T8 5000 mg/L OB 2R L=, ThEh
OB TS ZOBhAIxH XA O THF ZfikikBEEicz y b L, BBAAK THR L TR
BRIX OFBRIR 2 8 U7, HRRIIRBR K D2 & Lz,

RERFRIE, =B (Z<HE) FMETICBWTRIE 21 FMLZETHD Z ENHRTE
7, PRBRFIROFH NI L EVED MR SN2 HIM (7~10 Af) ETITH L <R LacH L
72

(7) HERWE OREERIE

PR E IR L (I md ik 7 v~ ~ 77 7 EESHT (LCMS) GHE2 RV T, LUFOLEE, it
BLOFETHE Lc, X< B PEARBRXO2RGORBRIEICHONWT, 2 L bl
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RIEEIR 7 v~ b 7T 7 EESHTEHS K ONIE AT

el
mIEEIR 7 v~ b 7T 7 E B HTE UPLC SQD (No.1), Waters
UV—J A7 —a: MassLynx 4.1
mfiEik 7 v~ ~ 22 ~7 (HPLC) : ACQUITY UPLC system
KRR T Binary Solvent Manager
= P77 Sample Manager
H&OHTEE (MS) - SQ Detector
ESGE
(HPLC)
77 A ACQUITY UPLC BEH C18, 1.7 um, 2.1 mmi.d.x50 mm, Waters %
VR - Al 5mM XEET L F = 7 AOKEHR EEE=1000/1(v/v)
Bl HPLC A%/ —/b
Al : 70% B1 : 30%
Run Time 3 min
TR 0.3 mL/min
717 MR 40°C
HEANE 3uL
(MS)
Ion mode : ES+
Detection mode : SIR
Quant ion : m/z  282.20 [M+NH,]"
Voltage : Capillary: 3.00 kV
Cone: 30.00V
Temperatures : Source Temp: 120°C

Desolvation Temp: 350°C
Gas Flow : Desolvation: 600 L/hr
Cone: 50 L/hr
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BXMEAFEAEZEZ I &0, RERITRE A Z 8T 2 ER & R,

E R
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RERIE DT
ARG 2 LT O X 9120 Lz,
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_l’_
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e
|

LC/MS JHIE

o

BRI O B -
BRI ORIRIELILIE D ERIE . B S HTRE I E T 2 MBI O Vo — 7 RS & O Holle©

117,
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BLOZWREZFEH Lz, 70, RTREEOA L L OITH - MO RE 2 BHIC K-> T
HEIZE Lo, SECEAR I ARE-Cm I BRE& ML EDO A A A X2 i Lz, 178 - 4t
BORFEIILUFOHA 288 LTz,
ITEVBIERIEE - BENEEIOMT, Milis, Ak, RgED, HEIEET,

fIEBGE0IEE
SVBIBLERIRE « (RERiEh, ARERZEH ., REAERAZ ., (RESE ., Hin, KRR,
A S

(3) IELSBE L THROMNE
21 HE DX < BRI T, A7 Lo B EAOKBRFHMLE LT3 <Icidl L, UFoER
[ZDWTHIE LT,
EREBICREEOHE :
ERIFEF /XA (Y IR ZHWT, BEREITEFRE (MS204TS B X 5
— -+ ML R ZHWTHIE L7z,

CRVEMAREE OS]
AFZ T OBEZGIHT L, 1%7 b7~V > V0 MERICRE L, BiE S LI b
2 JLEUIR/ NS A FERBEMEE (SMZ-U B, SMZ1270i B == %) o FCoElsL, %
R SR RPN LT o= By e
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fRslic X v iFigE R L, BT R (GX-124A %, —=— - 7 U R« FA4H) 12X ->T

P& L7, BIE L7l &2 IS (FREE TREE) 2/ L,

Flo, WP Tre o= RELZHL70D, M LEFEEZ ST T A4 XL,

ELISA {5 CUL FOFNEIZHE > THIE L7, 723, ELISA (% EnBio Medaka Vitellogenin

ELISA System (FRA{LAEY) % v iz,

O MEZEI L —XF 2—7 (EF7 v 7 E—X1% 28mm) [ZHH LB
AR Ny 7 7 —Z fFIEE RO 20 5N A7,

© Mgz ARET T A X (FiR, 6500rpm, 10sec) %, wz=.L7BE (4°C, 11200 rpm,
10 min) L7z,

RE T A #— : RECELLYS Evolution = = 2l
oy R - PR s d I OF% CF18R Himac HY

@ HBEL7 BEETF 2 —7ZEX L, HIE E T-80°C THRAFE LT,

@ Z®LkiE% ELISA (Enzyme Linked Immuno Solvent Assay) EIZ LD ET Y =
=B L7z, WEIIZZOREYR— M EEEZ S 618 10 580 AR L7
HOEMEH Lz, WEREZ & EROMFiEOE R CHREST 2 Z L2k v, FiFRE
EHlcVoETeY =58 (ngmg) ZROZ, 72, ATLHEBIELZERE L
7o ER FIRMEIL. 1.0 ng/mg AFlEEE & Lz,

7 yY==HES > b EnBio Medaka Vitellogenin ELISA system
A b p
< NVF T Y —H— NIVO L ET ¢ Uy /Ml

AFEREEOWE
iRt AR S AR Z R L, 1R (AG204 ] A R — -« FUL FHR) |2k -
THE L, WIE LA a2 R Af RS (AR EE B ERE) 25
L7,
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2.1.5 fROFH
(1) &%= FRA v FORMH

FARBRA SR O IR PEIN L, RIS L OV A 2 1R 1 B 470 ORI EEINE & R H
L. FRBXOVEHER L OEERAEZ RO, 2RI, SRBREROZEING I
FVmHEN L, £, &k, BEE, IHEEGER. AmEER Fahern ==
REER JO MM (FLER/NEE 26 T 2 HiE) (2o T A A ZBINT A ERIX D
Bt & OB HE R 7= 2 SR 6D 72,

¥, P e T e Y = RENERE FRIE (1.0ng/mg) % Flalo 727 —Z 220 T,
EE FERO¥AE (0.5 ng/mg) % AWV COFEHER L OEHERZEZ2 R 1=,

(2) HEFHALER

AR CITB AR IRIX 2 5% E L7 7=, OECD TG229 Oftit FMAIZHEV Y, XX & BhAlxf
MRIX DB THEZERIE 21T 2 1o, BATIZIETREHRNT Y 7 & T= 7 vAdEt) (sl —v
24t) AW, FEHHOBE (Ftest) (280 FHBIENRD b THE 13 Student D t B E
AT, S BAEDFR O B IR o oA 1 Welch O t IREE 1T - 72,

SHRX & Bh AR RIX O] TOFEEREDOR K, R TOHBIZBWTHERENRED B
enole, 0D, A TOHEBIZ DV TIEL, OECD Series on Testing and Assessment Number
54: Current Approaches in the Statistical Analysis of Ecotoxicity Data: A Guidance to Application ¥(Z
eV, XX & Bh AR X OFE R 2 A5 L7t HEE S IR E X CORBEEMEZIT -T2,

LOEC 3 & U8 NOEC B H D72 ) Dzt Fi41T OECD TG229 @ Annex 8 D7 1 —F % — [T
HEOE, BT FRA MR LE 1 IR TERER E MG FELZ BN Uc, fri2id Us
EPA 73 A & B Pk — 855k (MEOGRT : Medaka Extended One Generation Test) 35 X O
S W AR 2 « iRk (LAGDA : Larval Amphibian Growth and Development Assay) (2
BHAE L 7= HeaHfigdT 7 N 7 = 7 StatCharrms v. 0.90.95 (2020 4% 4 H 30 Al R cran %A b &
DATF) BELURA4.05 (win64bit) ZH\7o, BUEEFERTAEE T L, RS L O
T BMERE TAERLE 1%, T OMITAEKAE % E L7,
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Fz1 B2 NFRA U SO L HETFE
T RARA B B IR Wt FIE

TRPEIRHEL - SOREINEL | ST ARZE M BEEEME DR E
B2 RESR 7—r Aot | — (HFPEDH V) Jonckheere-Terpstra f &
T HR 7T — 7 %A | Cochran-Armitage 12 &
2R - BER 2L BAFRME DF E
TR a2 - L — (HFAMESH V) Jonckheere-Terpstra & E
ARSI TR S — (HFMEZR L) — ol @ oo i - IEHAE -
JFligh e 7 vy == FEBIEDRRE

PN
VR MR — (EHUE - WD V) Dunnett B2
TR SR — (EBIE - F55HtE72 L) Dunn fR7E
2.1.6 HBRA ML UE

LR D&M G ABR oA 02l L 7=,
W< B P, MRXICBIT A TEN 10% L2 BN &
WXL BRI T, BAERRE SRR D 0% EThb 2 &

W< BHARI A, JKIE DY 2542°C AN,

AR T DR B I FE S I E IR BE D20%LINICHERF ST D Z &

(X< FERAAAATO & TORBRAEER LN < B T OXRIKIC BV THEINNTERE TH

HZ &
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22 fER
22.1 HRBRRP OWBRY LR E
X< BT, RAZRORBIK P OB EIRE 2 1 B (X< @&BARR L ONE < #& i
THEETe) AR 4 EIHE LR 4 BEROTHE) 2K 2181, BERE 0.020, 0.10
BE0.50 mg/L (2%t L COEHRIEREITZ 240 0.0196,0.0945 33 L 10 0.452mg/L TH Y |
AT IT % LT 98, 99 B LN 90% Th o7z, (X< IR HICHIE Lo SR E XK OWEBRmE
IR B VLA T E IR BE D+20% A NICHERF S THR Y . BRO G 2R EZ 72 L7z,
Ak, AT E R R DS R TE IR L D+20%LAINTE S 127280 LI ORE BT~ CRRE IR E TR
#H L7,

2 AEBRIE T ORI E R

FABRIE T ORI E IR L mg/L

AR E IR o SR E I
CRPELIEIREE %)
X< &E X< & X< & X< &
mg/L [ E R %)
i B A0 7 H#% 14 A% ST >
xR X N.D. N.D. N.D. N.D. -
Bh#
N N.D. N.D. N.D. N.D. -
X RE X
0.0196 0.0200 0.0199 0.0188 0.0196
0.020
(100) (102) (102) (96) [98]
0.0955 0.0948 0.0971 0.906 0.0945
0.10
(101) (100) (103) (96) [99]
0.470 0.449 0.457 0.426 0.452
0.50
(104) (99) (101) (94) [90]

N.D. : & FR (0.0100mg/L) KifiThsb I &rrT,
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222 HRBREREE

IR, EAFEAFRIREL pH, REEER L O L0 U E O SR DR/ IME & e KIE A 2 3,
HIERE R OFEM A AT R 2 12577

< BRI OKIRIZ, 2 TORBRXIZEWNT 24.8~254°C TH VY | 25+2°C OHFFHANTH
Siz, Fo, RBRABRHEOKIBOZLEENTE1.5°C K ThH Y, HBROAMEIRELE - LT,
AR R IR L 1T 2 T ORMBRKIZ I W TRIRIBR SRR E D 60%LL ETH Y | BROFRMEREL
Wiz Uiz,

23 X< BEIM T OKIR, WHEBFRERE, pH, HEBXOT Vv H U E

AR R
B E IR K. (mg/L) H i TV EE
(mg/L) (°C) 2y Jisdhebo) P (mg CaCOs/L) (mg CaCOs/L)
THEE %)
B 7.9-8.4
*FRR X 249-253 72-78 52 -54 40 - 50
[ 97-104 ]
BhAl 8.0-8.2
o 25.0-254 7.5-7.8 48 - 57 45
*FRE X [ 99-102 ]
8.0- 8.2
0.020 25.0-254 75-78 — —
[ 98-106 ]
79-8.5
0.010 24.8-253 74-17.7 — —
[ 97-105 ]
8.0-84
0.50 25.0-253 7.5-7.7 56 - 63 45 -50
[ 99-104 ]

— WERGSITH D Z & a2,

18



223 FECEAREER LUET R

(< B OSE AR LU CEE R 41577,

SREX CIIAETIEIRITRR D HALR Do 7205, BRI R IX Tl 2 &, 0.020 mg/L X TliE 1 2,
0.10 mg/L XCiX 6 &, 0.50 mg/L X CTiX 16 RO EENFED HivT,

Z A1 0.10mg/L LA EOYREEXIZ I Txf RRE & Hiie U THEZRBMMBFE O Hivlz, A A&
0.50 mg/L [XIZ W Txb IR & bl LRIV A BN iR o b v,

E< BRI, RTRIX B X OBAIRRIKICE T BT RIT 10%KMTh 0 . RBROANE
FEMEAGT- LT,

24 1E< BT O CEAKES O

Z A A A

e Y o3
b

mgl)  prawr e AR Bl ETR EE e

X PR X 12 0 0% 12 0 0% 0%

B

- 12 0 0% 12 2 17% 8%

X[ HEL

0.020 12 0 0% 12 1 4% 2%

0.10 12 3 25% * 12 3 25% 25%

0.50 12 11 92% Hk 12 5 42% % 67%

*or ¥* : XFHRBEL A EZAEAY  (p<0.05 or p<0.01 : Cochran-Armitage 4 7€)
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224 FRPEIVEL. TRIVECE L OVEHER
KRR T H RIS KOS R4 S BLO™ 1, 22 1 kD 1 H
L7 0 OFHFEIR AT S B LU 2, A X 1 EKO RREEEINEA K 3, JIER RO 4 1
7 3R,

RPEIIEL, STRSINER, EHRERB L OA R LAKD 1 B2Y7-0 OFHREIikid, B L i
8 L 0.50 mg/L K23 CTHE A 13388 bz,

I BYIM 28U T, SRKS X OBIFIRRX OEINIIER TH Y | B0 g ML TES
= L7,

%5 PRI, EERREINL, FHERER L UA R AR 1 A 247 0 OFHREINL

RE y = . = A A 1@k 1 H
§ \/j;)f%\“ N N \/j;),u-" N \/j;),u-" 524 " .
i TORIMGC RRSHINGPREHER )
(mg/L) (eggs/day/female)
it FE X 1212 + 45 1100 + 86 90.6 =+ 4.4 192 + 44
BhAl

+ + . + . . + .
AP X 1161 96 1023 182 87.9 9.6 19.6 3.1
0.020 1269 + 62 1150 + 93 90.5 =+ 3.8 207 + 2.1
0.10 998 + 241 840 + 280 819 + 171 166 = 33
0.50 591 + 100 421 £ 90 ** 621 + 164 * 100 + 1.4 **

B TEHRER A (n=4)

*or ** : XPRREL AEZEA Y (p<0.05 or p<0.01 : Jonckheere-Terpstra &)

COHERE <RI —=— X

1,400 T L 100
1,200 -
E - 80
@ 1,000 -
id 9
" 800 - s - 505
v =
g 600 #1405
S 400 A
- 20
200 ~
0 - 0
Control S. Control 0.020 0.10 0.50

Nominal Concentration (mg/L)

BA1 PR PEIREL, ERIZAEIRE I K OV R R
*or ** : XML L HEZEA Y (p<0.05 or p<0.01 : Jonckheere-Terpstra f& &)

20



30

25
-
1)
o
~—
2 20
[}
E
)
(=4
~—
wn 15
88
)
e
C! —O— Control
o 10
= —@—S. Control
—0O0— 0.020 mg/L
> —8—0.10 mg/L
—o—0.50mg/L
0

123 4567 8 9101112131415161718192021
Exposureday

X2 XL BEHRFOA R VEED 1 BHY72 0 ONFEIFEIIEL

500
—O— Control
450
——5. Control
o 400 —O0—0.020 mg/L
1]
J'E.’ 350 —8—0.10mg/L
~ —0—0.50mg/L
@ 300
85
L]
% 250
o
£ 200
@
2
& 150
E
5 100
O
50
0
12 3456 7 8 9101112131415161718192021
Exposureday
M3 X< BEHEFORAZ AR BRFEREINEL
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225 FKERTROSRBIORER

FL<KHERTROERBIOCREZOHIER R LK 6. X4 (a)Fs L), HIERROFEMA
AR T, 2B, 050mg/L KOIES K THOF AL 1 B TH o272, FEHLEEN ST
BrAM L7,

ERIZOWTIE, A A3 0.10 mg/L KIZIWU Tl IREE & bl U CHEZ2RBD 338D bz,
AT TR CORERICEB W CHRIEE & I L CHRBRETGED bRno T,
BEEICOWV T, 4 AIE 0.10 mg/L KIZHB W TR IREE & i L CHEERBO BNRD b
Too A AL 0.50 mg/L AT I TxRHE & bl U CTHE RN FE O b,

#6 F<KHEKTRORERLIORER

BE 2K (mm) mEE (g)
IREE
(mg/L) A A AR A A A A
xR 308 + 1.7 304 £ 1.6 0.338 £+ 0.068 0.357 £+ 0.041
DAl 302 £+ 1.8 300 £ 1.9 0.310 £+ 0.035 0.339 £+ 0.050
0.020 304 + 14 307 £ 1.3 0.324 + 0.055 0.361 =+ 0.046
0.10 283 £+ 14 ** 309 £ 1.8 0273 £+ 0.034 * 0383 =+ 0.086
0.50 30.2 302 £ 1.1 0413 0417 £+ 0.049 ok

EIEHEAERZE (7272 L. 0.50 mg/L DA AT n=1 0 7= O He(F 75 H A7)

*or ** : XPRREL AEZAEA Y  (p<0.05 or p<0.01 : Jonckheere-Terpstra # & or Dunnets 7€)
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OMale m@Female

30
25 1
20 A
15 1
10 1

Total length (mm)

Control Solvent 0.020 0.10 0.50
Control (n=1)

Nominal concentration (mg/L)

4(a) F<BERTROER

* o XPRREEE HEZEAY  (p<0.01 : Jonckheere-Terpstra f& /& or Dunnets 12 &)

OMale m@mFemale

0.6 -
0.5 1 sk
C
— 04 -
L
[=]
® 0.3 1
2
o J
2 0.2
0.1 1
0
Control Solvent 0.020 0.10 0.50
Control (n=1)

Nominal concentration (mg/L)

X 4 (b) X< EKTREOIDERE

*or **  RTHREE L AEAAY  (p<0.05 or p<0.01 : Jonckheere-Terpstra 4 i)
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22,6 < BT RO NFIRIATE SIS K OVETEMR A FE L

1< BAE T RFOIFIRIATE S (HSD 38 X OVAERIRMATE S (GSD OMIERRZFK 7. K5 (a)
BELO(b), WEHBROFFEM AR 41T, ok, 1IT<KEKTRFD 0.50mg/L XKOF AL 1R
ThoTolodh, TN HITERS LT,

TR FEELIZ DV Cid, A A1E 0.10 mg/L KIZEB W THREFREE & bhik U CTHE 2R EINNTE O
bivlz, A AT TR TOREXICBWTRBREE S i L THERZETR O bNRroTz,
AEFERRAFE AT DOV, A &1L 0.10 mg/L KIZIS\WNTREFREE & bhilie U Ca B2 i 0358
DT, AATT N TOREXIZIEWD TR L i L THERZETED b7,

K7 XS B TRRONTIEATEE (HSD & K OVEBAEE (GSD

L

X JE HrlgiRFa S (%) AFEAATE S (%)

mi

(mg/L) A AR A A A
XPHEIX 257 £ 054 533 + 0.99 0.681 + 0.139 932 + 094
BhAl

. 221 + 0.56 488 + 1.21 0.634 + 0.186 9.51 £+ 1.15
KRR X

0.020 243 += 041 558 £ 0.84 0.559 = 0.231 9.02 + 1.36
0.10 299 + 0.88 * 498 + 1.02 0.500 + 0.221 * 9.09 + 236
0.50 2.54 5.14 £+ 1.16 0.242 13.8 £+ 2.83

FHMEHERER S (7272 L. 0.50 mg/L DA A% n=1 D72 O AER 75 H AR 7))

* o PREREE A EAZA Y (p<0.05 : Jonckheere-Terpstra /& &)
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OMale @Female

10 -
8 4
<6 -
X
241
2
0
Control Solvent 0.020 B 0.50
Control (n—l)

Nominal concentration (mg/L)

B4 5(a) (X< T TREONTNEIASEE (HSD

D XTHRBE S A EZEAY  (p<0.05 : Jonckheere-Terpstra #1E)

OMale @Female

20 -
15 4
£10 4
7}
(&)
) J
0
Control  Solvent 0.020 0.10 0.50
Control (n—l)

Nominal concentration (mg/L)

B4 5(b) X< BT REOAFEMRMATES (GSD

D RTRRRE L A EZEA Y (p<0.05 : Jonckheere-Terpstra f 7E)

25



227 IELBHRTHIOBH ET oY== BE
1T B TIED ELISA IEIC LA E T e U =V BEOHIEREEA#£ 8 B LU0 6.

HIERE ROFEM 213 4 1TRT, 23, (T<KETRO 050 mg/L KOA R T 1 R ThHo7o7-

W, FEHLERD SRS LT,
FAARAE HIZWTIOREXIZEBWTHRIREE L i L CHERZITRO bR o T,

#8 EKBERTHOMBETET 0 Y == BE

T e g e v Y= = JRE (ng/mg liver)
(mg/L) s A A

KRR 0.50 £ 0.00 1181 =+ 421

B} X 0.58 =+ 027 1258  + 465
0.020 050 + 0.00 1333+ 565
0.10 062 + 036 1439  + 604
0.50 0.50 993  + 445

SEAEHERERSE (7272 L. 0.50 mg/L DA A3 n=1 O 7= (R EE HAT)

OMale @Female |

2500 1
2000 A

1500

1000 A

VTG (ng/mg liver)

500 A

Control Solvent 0.020 0.10 0.50
Control (n=1)

Nominal concentration (mg/L)

6 E<HBETROMITET Y ==
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228 X< BT IRFO ZIRMEERAE

CRMEBEEREE L LTI B TSR T SRR R R A T A HidcE (1 iR &= 0)
DOFHHFERZ R 9 B LUK 7, PIEREROFEM AR 4 1237, ol XK TR 0.50mg/L
KOA AL 1R THoTlzd, MEHLEE 5 ITBRIN LT,

FAFHREEL L L, TR TOREX THERETRD LN 2T, AR TWT D
REXIZBWTS, IR/ EEEZ AT D EEIIMER SN0 o7z,

# 9 T ETRE T IO ZIRMEHHE R

R FLIRR /NS 2 T D HifcEL (Plates/fish)
(mg/L) 7 = A A
xR X 76 + 14 0 = 0
Bl 7t X 78 + 16 0 + 0
0.020 78+ 13 0 + 0
0.10 68 + 13 0 + 0
0.50 84 0 + 0

PEEHERER . (7272 L, 0.50 mg/L DA A1 n=1 0 7= b FE (R 75 H 7T)

OMale @Female

120
100

60

No.of joint plate with
papillary processes/fish

0 0 0 0 0
Control Solvent  0.020 0.10 0.50
Control (n=1)
Nominal concentration (mg/L)

7 AF < BT RO FLIR/ N 2 A9 D itk
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23 MROFLOHBIUVEL

OECD TG229 (2L L T, A 7 = F ABRIC DWW TH— B A Wik B © & 2 fE W ik
Bra FEh L 7c, =2 RARA Y MZOWT, #ROMELZLNICE & O, KRroOLT
RARA > b @ LOEC 3 XL O'NOEC %% 10 12”7,

REMEE 0.020, 0.10 38 KTV 0.50 mg/L DI TWIRE TR AT o712 & 2 A, TRENDF
PJAERREE S 0.0196, 0.0945 B 000.452mg/L TH Y | % ERE I LT 98, 99 B L 90%
ThoT,

FECRIZOWTIE, FA1F0.10mg/L UL EDORREEX, A Z1E 0.50 mg/L XIAZ I8 Txf R &
LeBE USERHIC A BRI O Hii- 2 & 026, A A D LOEC 1% 0.10 mg/L, NOEC % 0.020
mg/L, A A® LOEC /% 0.50 mg/L, NOEC /% 0.10 mg/L &} L7=,

I~ DB T D Ch D MEINEL, R, ZRRBIOA R 1D 1 HY
720 O FEEIRE L, RHIRRE L HEEE L 0.50 mg/L KICE W THBE R DR bz &
5. LOEC (% 0.50 mg/L, NOEC (X 0.10mg/L THh D L¥IWr L7z, L2rL722»R 5, 0.50 mg/L X
TIIECRITH A BEREMNDFRD B, FRCA AT T EIREZFRWTT X TRE LI &b,
BIA~DOEEIIA 7 = F ABOFEHICERT 2O THDL B2 bz,

BEAZOWTIE, A A1E0.10 mg/L KIZBWTHRREE L Ll L CTHE R 2380 b,
A AT T R TCORFEXIZBO TR I L CHEREITRD Dol 2 Einb | A
A ® LOEC 1% 0.10mg/L, NOEC (% 0.020mg/L, A A LOEC 3 X U*NOEC 4 0.50 mg/L LA |
&I L7,

BEEICOWV T, 4 A% 0.10 mg/L KIZHBWTHIREE & i L CHEERBO BB B
7oo A AL 0.50 mg/L KAZIWTHRIFREE Lt L CHEZRIINRB D bN/-Z &b, FAD
LOEC (% 0.10 mg/L, NOEC IZ 0.020 mg/L, # A LOEC I% 0.50 mg/L, NOEC /% 0.10 mg/L,
& L7,

TR FEELIZ DWW Cid, A A1E 0.10 mg/L KIZEBUWTHRFREE & bhik U CTHE 22BN FE O
bivlz, A RITTRTOREXIZBWTHIEEL LI L THEREITRD DR o722 &
6, A AD LOEC 1% 0.10 mg/L, NOEC /% 0.020 mg/L, A A® LOEC £ U* NOEC i 0.50
mg/L AL & 7 L 7=,

AFEIRATEEIC DWW TIE, A AT 0.10 mg/L KU TR FRRE & ik U CA B 22080 0338
DO, ARTT N TOREXICIBW TR L I L THERETRD bR o722
LB, A A LOEC 1Z 0.10mg/L, NOEC % 0.020mg/L, # A LOEC 35 X T NOEC 1% 0.50
mg/L LA - & B L7,

N < ELAERNCBE T 2R TH DT © 7 v o = = VR E R LU RMSEER (L
FEIR/NSZE 2 AT B IR 1I2OWTIE, AR AZNTIR G AT OREXIZIU Tt IREE L
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bl U CHEAREMNIFR® 549, LOEC 35 XUV NOEC 1% 0.50 mg/L LA E L Wi L=, L7-
Mo T, RRBROBBRBEFHFICBONTUL, A7 ABICLZ= A Ma B, iz A
ca AR, Ty Ra bl AR S o7z,

K10 AT =T LROBMERGERE & D

T RARA v b LOEC (mg/L) NOEC (mg/L)
Z+Zx |1 0.10 0.020
FELCHR
AA |1 0.50 0.10
K PEYRE* ! 0.50 0.10
= FEINEC ! 0.50 0.10
S FEER* i 0.50 0.10
F2 || 0.10 0.020
2R
A A >0.50 >0.50
‘ 7+ A 0.10 0.020
i B
AA |1 0.50 0.10
TSI FA | 0.10 0.020
g Fia %
A A >0.50 >0.50
B F2& || 0.10 0.020
AETE R RS
AR >0.50 >0.50
) R ] 7 A >0.50 >0.50
g ern Y- = i
A A >0.50 >0.50
TURMEMRE R (LR e | A >0.50 >0.50
AT D EIER) AR >0.50 >0.50

FEIHA DB (KPEINE, SIS L OVSERHR) 13 0.50 mg/L KIZB W TEWRE LR EZR LT
ZEMD, AT 2 F ABOFEICGERTALOTHL EE LN,
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3. ZEk
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3)
4)

OECD (2012), OECD Guideline for the Testing of Chemicals No.229, Fish Short Term
Reproduction Assay

OECD (2019), OECD Series on Testing and Assessment No. 23 (Second Edition), Guidance
Document on Aquatic Toxicity Testing of Difficult Substances and Mixtures

EU (1995), IUCLID (International Uniform Chemical Information Data Base) Data Sheet

OECD (2000), OECD Series on Testing and Assessment No.54: Current Approaches in the
Statistical Analysis of Ecotoxicity Data: A Guidance to Application
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131 FER K O KB T E R

2 IE< TP OKIE, BEAMRFRE, pH, B, 740 U &

143 X< TP OEINE, 2RI R

&4 F<BEETREOER, WHEE, PATER. ApATE, sLER/ IR,
FHg ©F 12 = =

f+1



1 B AK O KB RIE R R
Results of Analysis, Device No.1
Sample: Dechlorinated tap water generated with device No. 1 in building B12 of

Mitsubishi chemical research corporation [for rearing animals]
MC Evolve Technologies Corporation

1-25-14, Kannondai, Tsukuba, Ibaraki 305-0856, Japan

Date for sample collection: August 19, 2025

Measurement agency:

These data were obtained from report No. 25H-003021-0001.

Item [unit] Result Item [unit] Result

Suspended Substance (SS) N.D. Selenium N.D.

[mg/L] (<1.0) [mg/L]] (<0.001)
Total Organic Carbon (TOC) N.D. Total Residue

[mg/L] (<03) [mg/L] 97
Biochemical Oxygen Demand (BOD) Conductivity

[mg/L] 0.9 [mS/m] 12
Chemical Oxygen Demand (COD) Hardness

[mg/L] 0.7 [mg CaCO4/L] 49
Total Phosphorus N.D. Alkalinity (pH4.8)

[mg/L] (<0.02) [mg CaCO;/L] 36
pH 7.5 Sodium

[-/(CC)] (26) [mg/L] 6.2
Coliform Group Potassium

[MPN/100mL] 8 [mg/L] 0.9

Total Mercury N.D. Calcium

[mg/L]| (<0.00005) [mg/L] 15
Copper N.D. Magnesium

[mg/L]] (<0.005) [mg/L] 3.1
Cadmium N.D. Oil (n -Hexane Extracts) N.D.

[mg/L]| (<0.0003) [mg/L] (<0.5)
Zinc N.D. Oil (Oily Film / Observation) Not

[mg/L] (<0.01) [-]] Recognized
Lead N.D. Phenols N.D.

[mg/L]] (<0.001) [mg/L]] (<0.005)
Aluminum Polychlorinated Biphenyl (PCB) N.D.

[mg/L] 0.03 [mg/L]| (<0.0005)
Nickel N.D. Thiram N.D.

[mg/L] (<0.01) [mg/L]| (<0.0006)
Hexavalent Chromium N.D. Simazine N.D.

[mg/L]] (<0.005) [mg/L]] (<0.0003)
Manganese N.D. Thiobencarb N.D.

[mg/L] (<0.01) [mg/L]] (<0.002)
Tin N.D. Isoxathion N.D.

[mg/L] (<0.03) [mg/L]] (<0.001)
Silver N.D. Diazinon N.D.

[mg/L] (<0.01) [mg/L]] (<0.001)
Cobalt N.D. Fenitrothion (MEP) N.D.

[mg/L] (<0.01) [mg/L]] (<0.001)
Iron N.D. Isoprothiolane N.D.

[mg/L] (<0.04) [mg/L]| (<0.001)
Total Cyanide N.D. Oxine-Copper N.D.

[mg/L]| (<0.001) [mg/L]| (<0.001)
Residual Chlorine N.D. Chlorothalonil (TPN) N.D.

[mg/L] (<0.1) [mg/L]] (<0.001)
Bromic Ion N.D. Propyzamide N.D.

[mg/L] (<0.5) [mg/L]| (<0.001)
Fluorine N.D. EPN N.D.

[mg/L] (<0.1) [mg/L]| (<0.001)
Hydrogen Sulfide N.D. Dichlorvos (DDVP) N.D.

[mg/L]] (<0.002) [mg/L]] (<0.001)
Ammonium Nitrogen N.D. Fenobucarb (BPMC) N.D.

[mg/L] (<0.2) [mg/L]] (<0.001)
Nitrite Nitrogen N.D. Iprobenfos (IBP) N.D.

[mg/L] (<0.1) [mg/L]| (<0.001)
Arsenic N.D. Chlornitrofen (CNP) N.D.

[mg/L]] (<0.001) [mg/L]] (<0.001)
Surface-Active Agents (Anionic) N.D.

[mg/L] (<0.02)

£+2




Sy Sy Sy Sy Y 9% vy S ] 050
S S St St 8% 8% s LS I X B[R
St St o 0S 9% 42 Ly S I B
Iy PHYL  HHL bl | WL FHYI AHL 5197k oN (1/8w)
2 2¥ 2¥% #2¥ B7¥E gk 2¥ 23 iy prvye
(1/°00%D BW) (i (0 L (1/°00®D 3w) (3} S T
9L 9L 8L L'L €8 v'8 '8 v'8 TSt €St 0°SC €St v
SL 9L 8L L'L €8 €8 08 v'8 TSt €6t 0S¢ TSt 3 )
9L 9L 8L L'L €8 €8 08 v'8 €6t €6t 0T €5t z 050
9L L'L 8L L'L €8 v'8 08 v'8 TSt €6t Ry TSt I
SL 9L S’L L'L T8 €8 08 S8 1'SC €ST 8HC TSt v
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1R 4 F<KEKTROSE, WEE, BB, AmiaRas, e/ hsei, i
HETr Y= R

REWRE | KE |V PRI LR MEE | AFRR | AR | FLEEk | AP VIG
(mg/L) | No. No. (mm) (8) FRE (%) [(BFEE(%)| /N2 | IR E(ng/mg)
1 AR 31.00 0.3454 5.27 8.14 0 1557
2 AR 29.44 0.3447 6.73 8.96 0 696
| 3 AR 30.01 0.3681 5.68 9.64 0 1583
4 T A 30.40 0.3214 221 0.78 68 <L0.Q
5 A 30.25 0.2831 2.37 0.67 80 <L0.Q
6 7= 31.55 0.3788 4.07 0.69 57 <L0O.Q
7 AR 33.46 0.4268 5.88 8.01 0 1590
8 AR 27.55 0.2978 4.80 10.11 0 1201
5 9 AR 32.28 0.3937 6.45 10.03 0 1719
10 I A 31.41 0.3302 2.48 0.79 77 <L0O.Q
11 FA 32.56 0.4208 2.42 1.00 90 <LO.Q
P 12 T A 29.92 0.3181 2.55 0.66 60 <L.0.Q
13 AR 30.28 0.3913 5.88 871 0 1122
14 AR 31.50 0.3985 5.50 10.61 0 1183
3 15 AR 30.84 0.3326 331 8.24 0 1527
16 7= 29.50 0.2871 3.17 0.63 57 <L0.Q
17 FA 28.32 0.2641 2.57 0.64 81 <L0.Q
18 T A 27.81 0.2266 2.25 0.53 64 <L0.Q
19 AR 29.32 0.3331 5.58 9.37 0 791
20 AR 30.24 0.3642 5.11 10.71 0 615
A 21 AR 28.92 0.2934 3.78 9.27 0 583
22 I A 33.08 0.4403 2.29 0.75 99 <L0.Q
23 FA 32.60 0.4187 2.25 0.45 90 <LO.Q
24 I A 31.76 0.3709 2.26 0.59 84 <L0.Q
25 AR 31.79 0.3923 4.49 9.10 0 873
26 AR 28.40 0.2797 5.29 9.08 0 787
. 27 AR 30.48 0.3500 4.09 9.26 0 1289
28 I A 30.92 0.3233 1.55 1.05 111 <LO.Q
29 FA 3191 0.3441 2.64 0.61 72 <L0O.Q
30 I A 28.93 0.3224 251 0.56 74 <L0.Q
31 AR 28.92 0.2923 3.32 9.92 0 740
32 A 32.83 0.4169 439 8.13 0 1184
5 33 AR 28.14 0.3274 6.96 8.92 0 1108
34 T A 31.16 0.3296 2.12 0.55 98 <LO.Q
35 FA 32.05 0.3322 2.20 0.66 64 <L0O.Q
BhF 36 s 32.32 0.3577 226 0.84 76 1.5
*f HRX 37 AR 28.12 0.2748 3.35 8.19 0 1241
38 AR 31.08 0.3456 579 10.85 0 2303
3 39 AR - - - - - -
40 I A 26.65 0.2324 1.51 0.60 58 <LO.Q
41 FA 30.96 0.3139 2.23 0.54 87 <L0O.Q
42 A 29.30 0.3121 3.30 0.38 67 <L0.Q
43 AR 31.88 0.3945 4.87 11.84 0 1673
44 AR 28.00 0.3133 6.29 9.86 0 1383
A 45 AR - - - - - -
46 I A 29.63 0.3032 2.61 0.53 86 <LO.Q
47 FA 27.69 0.2612 2.37 0.46 60 <LO.Q
48 I A 30.41 0.2914 1.27 0.82 86 <LO0.Q

<L.O.Q.: E# FFR (1.0 ng/mg liver) Aiifi, FHIME, FEMERZAEDR I L OWFHLBEIZITE R FRO
Y{E (0.5 ng/mg liver) % A7z,
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Hd EERTROSRE, BER. FFRERT, ERAIRE, LIRSS, AT
fUTn e = R (RE)

EWRE | KA | YT o 2k i FE Jihe AR | FLEEIR | AT VIG
(mg/L) No. No. (mm) (€3] ik | RFEER | 2R | IR (ng/mg)

49 % | 2928 | 03334 6.93 7.83 0 1154
50 22 | 3153 04123 5.9 10.91 0 1123

1 51| #= - - - - - -
52 A 29.83 0.3271 2.32 0.55 79 <LO.Q
53 I A 31.85 0.3783 3.09 0.69 73 <LO.Q
54 A A 29.45 0.3233 2.23 0.31 62 <LO.Q
55 AA 31.70 0.3789 5.36 8.66 0 549
56 A 29.27 0.3513 6.75 10.87 0 2366

) 57 AA 30.74 0.3433 6.26 7.17 0 611
58 A 32.21 0.3858 2.83 0.47 75 <LO.Q
59 I A 28.46 0.2596 2.23 0.77 66 <L.O0.Q

0,020 60 A A 29.83 0.3211 2.90 0.40 93 <LO.Q

61 AA 31.54 0.3615 5.56 10.68 0 1316
62 A 31.05 0.4181 5.45 7.99 0 1059

3 63 AA 31.62 0.3713 4.15 7.35 0 2288
64 A 29.55 0.2510 1.83 0.40 71 <LO.Q
65 T A 28.83 0.2770 2.64 0.29 75 <L.O0.Q
66 A 30.56 0.2705 2.59 0.85 91 <LO.Q
67 AA 29.52 0.3344 5.86 8.28 0 1011
68 RAA 32.54 0.3940 5.05 9.44 0 1251

4 69 AA 28.80 0.2595 478 8.21 0 1212
70 A 32.79 0.4266 2.27 0.49 94 <LO.Q
71 I A 30.21 0.3175 2.46 1.04 59 <L.0.Q
72 A 31.60 0.3556 1.72 0.45 95 <LO.Q
73 AA 31.63 0.4166 523 8.40 0 1410
74 AR 30.98 0.4232 5.43 943 0 1783

1 75 A2 - - - - - -
76 A 29.28 0.2789 2.83 0.72 70 <LO.Q
77 T A 28.40 0.2663 2.59 0.34 71 1.6
78 A 28.58 0.2651 4.34 0.64 69 <LO.Q
79 AA 30.40 0.3241 6.14 10.52 0 1801
80 A 33.06 0.5086 4.76 13.41 0 2127

) 81 AA 28.65 0.3121 3.94 9.07 0 1336
82 A A 29.95 0.2908 3.58 0.14 47 <LO.Q
83 T A 28.65 0.3167 3.82 0.32 57 <LO.Q

0.10 ind AX . ~ ~ . . _

85 AA 3091 0.3752 6.74 9.99 0 2062
86 A 33.29 0.4522 3.80 6.19 0 679

3 87 AR - - - - - -
88 A 26.66 0.2200 2.86 0.45 70 <LO.Q
89 I A 25.40 0.2284 337 0.74 61 <LO.Q
90 A - - - - - -
91 AA 31.63 0.4125 4.80 9.45 0 1420
92 RAA 27.85 0.2211 3.98 5.38 0 336

) 93 A ; - - - - -
94 A 29.06 0.3189 1.69 0.41 96 <LO.Q
95 T A 28.39 0.2681 1.83 0.75 70 <LO.Q
96 A - - - - - -

<L.O.Q.: E# FFR (1.0 ng/mg liver) Aiifi, FHIME, FEMERZAEDR I L OWFHLBEIZITE R FRO
Y{E (0.5 ng/mg liver) % A7z,
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1% 4 ILBERTROER, WER, IFEETEL. AR,

FeETFn Y= BE (i)

FLERAR /N IR L

BREEE | AKIE | T o 2R TACER = JiF ik AgpR | FLEEIR | ITBEPVTG
(mg/L) | No. No. (mm) (8) K¥E% | KHB% | D2 | IR (ng/mg)
97 AR 31.45 0.4624 4.17 15.70 0 1411
98 AR - - - - - -
. 99 AR - - - - - -
100 A - - - - - -
101 F 2 - - - - - -
102 F 2 - - - - - -
103 AR 29.58 0.3810 5.30 12.34 0 767
104 AR 29.20 0.3391 3.36 14.77 0 553
5 105 AR - - - - - -
106 F= | 3021 0.4131 2.54 0.24 84 <L0.Q
107 A - - - - - -
0.50 108 A% - - - - . -
109 AR 30.93 0.4592 6.90 14.57 0 448
110 AR 31.34 0.4463 4.75 16.69 0 935
3 111 AR - - - - - -
112 AR - - - - - -
113 AR - - - - - -
114 A - - - - - -
115 AR 30.02 0.4498 578 14.12 0 1650
116 AR 28.76 0.3778 572 8.13 0 1188
. 117 AR - - - - - -
118 FA - - - - - -
119 A - - - - - -
120 A - - - - - -

<L.O.Q.: & FR (1.0 ng/mg liver)
Y{E (0.5 ng/mg liver) % AW 7z,

Ik

A, M, EEERAEO R L OWEEHLEIZ 1308 & TR
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