Fish Acute Toxicity Test
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test

Table 1 Temperatures of Test Solutions
Test group Temperature (°C)
0 hr 24 hr 48 hr 72 hr 96 hr
New Old New Old
Control 23.4 23.7 23.6 23.5 23.7 23.7
Conc.1 23.4 23.7 23.6 23.5 23.7 23.8
Minimum: 234
Maximum: 23.8
New: New test solution freshly prepared
Old: Old test solution immediately prior to renewal or at the end of exposure
Table 2 Dissolved Oxygen Concentrations in Test Solutions
Test group Dissolved oxygen concentration (mg/L)
0 hr 24 hr 48 hr 72 hr 96 hr
New Old New Old
Control 8.3 7.2 6.5 8.8 7.2 7.2
Conc.1 8.2 7.0 6.7 8.4 7.1 6.8
Minimum: 6.5
Maximum: 8.8

New: New test solution freshly prepared

Old: Old test solution immediately prior to renewal or at the end of exposure
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Fish Acute Toxicity Test

Table 3 pH Values of Test Solutions
Test group pH
0 hr 24 hr 48 hr 72 hr 96 hr
New Old New Old
Control 7.1 7.2 7.2 7.6 7.2 7.2
Conc.1 7.2 7.3 7.3 7.6 7.3 7.2
Minimum: 7.1
Maximum: 7.6
New: New test solution freshly prepared
Old: Old test solution immediately prior to renewal or at the end of exposure
Table 4 Appearances of Test Solutions
Test group Appearance
0 hr 24 hr 48 hr 72 hr 96 hr
New Old New Old
Control c-,S-, F-, p-| C-, S-,F-, P-| C-,S-,F-, P- | C-,S-,F-,P- | C-, S-, F-, P- | C-, S-, F-, P-
Conc.1 c-, S-, F-, P-| C-, S-, F-,P-| C-,S-,F-,P-| C-,S-,F-,P- | C-, S-, F-, P- | C-, S-, F-, P-

New: New test solution freshly prepared

Old: Old test solution immediately prior to renewal or at the end of exposure

Color
C-:

S-:
Floating solids
F-:
Precipitation
P-:

Colorless
Suspended solids
Not observed (transparent)

Not observed

Not observed
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Fish Acute Toxicity Test

Table 5 Measured Concentrations of the Test Substance in Test Solutions

Test | Nominal Measured concentration (mg/L)
Group conc. (Percent of Nominal, %)
0 hr 48 hr 96 hr Mean
(mg/L) New Old New Old
Control <0.02 <0.02 <0.02 <0.02
Conc.1 100 101 96.7 96.7 94.9 97.3
(101) (97) (97) (95) (97)

Lower limit of quantification: 0.02 mg/L

New: New test solution freshly prepared

Old:

Old test solution immediately prior to renewal or at the end of exposure

Mean: Time-weighted mean
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Fish Acute Toxicity Test

Table 6 Observation of Fish

Control
S ) 24 hr 48 hr 72 hr 96 hr
ymPpIoms oy Detail N Detail N Detail N Detail
Death
(cumulative) 0 0 0 0
Critical 0-- 0|-- 0l-- 0--
Abnormal 0l- 0l-- 0l- 0--
Normal 10 10 10 10
Total 10 10 10 10
Conc.1 Nominal concentration: 100 mg/L
Mean measured concentration:  97.3 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
YMPLoms 1o Detail [N Detail [N Detail | N Detail
Death
(cumulative) 0 0 0 0
Critical 0-- 0-- 0- 0-
Abnormal 0|-- 0-- 0- 0-
Normal 10 10 10 10
Total 10 10 10 10

N: Number of fish showing corresponding symptoms
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Fish Acute Toxicity Test

Table 7 Median Lethal Concentrations (LC50)

Exposure LC50 93-Percent Statistical
period (mg/L) confidence limits method
(hr) ¢ (mg/L)
24 >97.3" - -
48 >97.3"° - -
72 >97.3" -- --
96 >97.3" - -
--: Not calculated

*: The LC50 value was given as an estimated concentration range because this test was a limit

test.
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Fish Acute Toxicity Test

Figure A-1-1 Infrared Absorption Spectrum of the Test Substance before the Study
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Figure A-1-2 Infrared Absorption Spectrum of the Test Substance after the End of Exposure
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Fish Acute Toxicity Test
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Sample:
Measurement agency:

Fish Acute Toxicity Test

Results of Analysis, Device No.1
Dechlorinated tap water generated with device No. 1 in building B12 of LSI Medience [for rearing animals]
MC Evolve Technologies Corporation
8-3-1 Chuo, Ami-machi, Inashiki-gun, Ibaraki 300-0332, Japan

Date for sample collection: August 6,2019

These data were obtained from report 19H-004219-0001.

Ttem [unit] Result Ttem [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] (<0.3) [mg/L] 76
Biochemical Oxygen Demand (BOD) Conductivity

[mg/L] 0.9 [mS/m] 14
Chemical Oxygen Demand (COD) Hardness

[mg/L] 1.1 [mg CaCO,/L] 50
Total Phosphorus N.D. Alkalinity (pH4.8)

[mg/L] (<0.02) [mg CaCO4/L] 40
pH 7.7 Sodium

[-/(C)] (25) [mg/L] 7.4
Coliform Group Potassium

[MPN/100mL] 0 [mg/L] 1.0

Total Mercury N.D. Calcium

[mg/L]| (<0.00005) [mg/L] 14
Copper N.D. Magnesium

[mg/L]| (<0.005) [mg/L] 3.5
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) [-]1l 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. Dichlorovos (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)
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Fish Acute Toxicity Test

BRI O FR R
1. #  {i
BRI R O 7
PR BB —> 520 mg
W —> Ji 4 55 B K
A B —> 5200 mL
K # —> 5 LAY 2— LR
PR E IR L —> 100 mg/L
RA K —> AL —Z—fHEE 550 M
A A —> ZRFEPARRTE L UM KA

2. B O
SR IR Z K E K DI E T 5,

A B —> 5.0 L
s e —> 5 L T Ak
e A E TR JR
FUERD (mg/L ) (ol )
SRR X — —> —
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Fish Acute Toxicity Test
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Fish Acute Toxicity Test

1. BRIk v~ b7 7 78E&58 (LC/MS) &t HIE SR

JEfE
IR v~ § 7T 7 E&55HTEE SL-HT » A7 A No.2, Agilent technologies H
I—J AT —33 ChemStation
A7 v~ s 727 (HPLC) : Agilent 1200 %!
Ty G1379B %
KRR T GI1312B ! (ANAF VR T)
F—hrH77 G1329B %!
N e A G1316B 7!
HE@EfUr gy (MSD) G6140A 7!
[HPLC £A1]
BT A Shodex %, Asahipak NH2P-50 4D, Kiff5 pum, 4.6 mm i.d.x150 mm
NI BA—T 1 50°C
TAHETR - AV : SmMEWRT =7 LKIEHR/ ZFE=1000/1 (v/v)

B2k : HPLCH7 & b= U v
AR 50%, B  50%
ANy T HEA L 3min

AEHEA & - 1 uL

P 0.8 mL/min

[MSD &A1

Ionization : API-ES

Fragmentor : 100 V

Nebulizer : N> (30 psig)

Drying gas : N2 (10 L/min,300°C)
Mode : Positive

SIM (Selected Ion Monitoring) /4 :
Quantion myz  158.10 [M+H]"
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Fish Acute Toxicity Test

2. MREMOIERL & E & TRORE

1) FEAEAIR O

BRI 20 mg ZFFE L, BHAKT CHEMEL 200 mL ICERE L, 100 mg/L ORI FHH L
7o Z DR 2 BHK CIER AR L, 0.0500, 0.100, 0.200, 0.500 mg/L DIEYERK Z il L7-,
£7o, HMKE 0 mg/L OEERIKE LT,

*1 : JISKO0557 A4 7' L— KK

2) FEYEVRIR D5y HT
FEAEYAWR 2 SR B L, LC/MS HIECHE L7z,

3) MEMOIERK

RERRIC IR (mg/L) %, fit#hlc & — 7 mfE (count) % &V, MEMZER L7- (Figure A-4-
1) o BREMOIERIZ, 0 mg/L DIEEERIROFERILE DM 0Tz, RN R IEIC LY BEREDRA
Y=a+bX ZR&7z, FHEILREUE 1.000 &720, EMMEOEEE (0995 BLE) iz Lz, £z,
Y a D 9S%UEFERMBEREETLZ &0 D, REBITFSAZ@ERT HEMRE B d T,

4) E&E R

1) THHL L 72 0.0500 mg/L DIEMERRIR - 2) ITHE> T n=3 TH#T L7z, FHEMENS SN E=10
DY T FNEGZHDEFWERELZTNENREE L, TOFYELZBELHMPOERFRE L,
FRBHI T O E & FRRIZ 0.02 mg/L Th-o7-,

3. RBRIE D5 HT
BRI A LLF O L 51208 LTz, RFEWZ22RERE L% Figure A-4-2 1TR-7,
B (MK CEEAR? 2w EEa
|
LC/MS &

¥ RERREHAEZEZ D E PRI L DIV THR L,

4. PERWEIRE O E &
PRI P OBV E IR O E R, SoTRHICHE 3 DR O B — 7 g & O TIT o
776
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Figure A-4-1 Calibration Curve

Fish Acute Toxicity Test

No. Concentration Peak Area
X (mg/L) Y (count)
1 0.0500 67819
2 0.100 131615
3 0.200 242311
4 0.500 612915
Y=a+bxX
a= 6.735E+03 -1.149E+04  <a<  2.496E+04
b= 1.209E+06 ( 95-Percent Confidence Limits)
r= 1.000
800000
700000
600000
£ 500000
E
s 400000
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<
= 300000
[0
2
200000
100000
0
0.2 0.4 0.6
Concentration (mg/L)
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Figure A-4-2  Representative Measurement Results

(1) Standard 0.200 mg/L, 0 hour

Injection Date :02/10/2020

Study No. :( )A191222( )A191223 ( \/JA191224
:D:\DATA\A191222\2020-02-10_2496\A191222-224.M

Acqg. Method

Fish Acute Toxicity Test

Seq. Line : 6
Tranexamic¢ acid

88

Sample Name :STD 0.2mg/L Location : Vial 4
Acg. Operator : LC~ Inj. No : 1
, Inj. vol. : ipl
MSD1 TIC, MS File (D:\DATA\A191222\2020-02-10_2496\20200210000025.0) ES-AP}, Pos, SIM, Frag: 10
140000 —
120000 H !
100000 o
<
7 -
80000 -
60000 —
40000 —
20000
0 T 7 T T T T "
0.5 1 1.5 2 25 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 1.402 MM 0.087 264931 50921 100.0
Total: 264931 50921



Fish Acute Toxicity Test

Figure A-4-2 Representative Measurement Results (Continued)

(2) Control, 0 hour (new)

Injection Date :02/10/2020
Study No. (0 )AL91222(
Acg. Method
Sample Name
Acqg. Operator

:FOhCn

K

YA191223 (1)A191224

Seq. Line : 7
Tranexamic acid

:D:\DATA\A191222\2020-02-10_2496\A191222-224 .M

Location :Vial 21
inj. No : 1
, Inj. Vol. 1ul

140000

120000

100000

80000

MSD1 TIC, MS File (DADATAW19122212020-02-10_2496\20200210000026.D) ES-API, Pos, SIM, Frag: 10

20000 +
0 - — e — —
0.5 15 2 25 min,
Area Percent Report
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Figure A-4-2

(3) Conc.1, 0 hour (new)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date :02/10/2020 Seqg. Line : 8

Study No. :( )A191222( )A191223 ( VIA191224  Tranexamic acid

Ac¢g. Method :D:\DATA\A191222\2020-02-10_2496\A191222-224.M

Sample Name :FOhC1ln Location :Vial 22

Acg. Operator Inj. No : 1
[)4 Inj. Vol. : 1pl
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MSD1 TiC, MS File (D:ADATA\A191222\2020-02-10_2496\20200210000027.D) ES-API, Pos, SIM, Frag: 10(

90



Figure A-4-2

(4) Standard 0.200 mg/L, 48 hours (old)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date
Study No.
Acg. Method

:02/12/2020
:{( )Al91222( )Al91223 (‘/)A191224 !
:D:\DATA\A191222\2020-02-12_2499\A191222-224.M

Seq. Line : 2
Tranexamic acid

Sample Name :8TD 0.2mg/L Location : Vial 2
Aca Onerator ™TnA No . 1
Acg. Operator Inj. No : 1
k; Inj. Vol. 1pl
MSD1 TIC, MS File (D:\DATAA191222\2020-02-12_2499\20200212000009.0) ES-API, Pos, SIM, Frag: 10(
140000 - !
120000 -
o
[
<
100000 - '
80000
60000 -
40000
20000
0 T T T T 7 T
0.5 1 1.5 2 25 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 1.432 MM 0.087 318297 61267 100.0
Total 3182987 61267

91



Figure A-4-2
(5) Control, 48 hours (old)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date :02/12/2020
Study No. :( JAl191222(
Acqg. Method
Sample Name
Acg. Operator

:F48hCo

K.

JA191223 ( V)Al91224

Seqg. Line : 3
Tranexamic acid

:D:\DATA\A191222\2020-02-12_2499\A191222-224.M

Location :vial 21
Inj. No : 1
Inj. Vol. 1upl
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Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
Total
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Fish Acute Toxicity Test

Figure A-4-2  Representative Measurement Results (Continued)

(6) Conc.1, 48 hours (old)

Injection Date :02/12/2020 Seq. Line : 4
Study No. :{ )YAl91222( )A191223 {\/ JA191224 Tranexamic acid
Acg. Method :D:\DATA\A191222\2020-02-12_2499\R191222-224 .M
Sample Name :F48hClo Location :Vial 22
Acg. Operator : ! Inj. No : 1
\L Inj. Vol. : 141
MSD1 TIC, MS File (D:\DATAWW191222\2020-02-12_2499\20200212000011.D) ES-API, Pos, SIM, Frag: 10
140000 -
120000
o
! <
| 100000 -
80000 ()
60000 -
40000 ! '
20000 —
0 . : ; T A ;
0.5 1 1.5 2 25 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 1.432 MM 0.087 307704 58853 100.0
Total: 307704 58893
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