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 24.5 239 23.8 23.7 23.7 23.9
Conc.1 24.1 23.6 23.7 23.7 23.7 23.9
Conc.2 24.1 23.6 23.7 23.8 23.7 23.9
Conc.3 24.1 23.6 23.7 23.7 23.7 23.8
Conc.4 24.2 23.6 23.5 - - --
Conc.5 24.3 23.6 23.5 -- -- --

Minimum: 235
Maximum: 245
New: New test solution freshly prepared
Old: Old test solution immediately prior to renewal or at the end of exposure

--: Not measured because all fish were dead.

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 7.9 7.7 6.9 8.4 7.2 7.0
Conc.1 8.2 7.7 7.0 8.5 7.2 7.2
Conc.2 8.3 7.6 6.8 8.4 7.0 7.0
Conc.3 8.3 7.7 7.0 8.5 7.2 6.8
Conc.4 8.4 8.4 6.3 - - -
Conc.5 8.1 8.7 8.3 -- -- --
Minimum: 6.3
Maximum: 8.7

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

--: Not measured because all fish were dead.
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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 7.2 7.0 7.2 7.7 7.3 6.9
Conc.1 7.3 7.1 7.3 7.7 7.3 7.1
Conc.2 7.4 7.1 7.3 7.8 7.3 7.1
Conc.3 7.4 7.2 7.4 7.8 7.4 7.2
Conc.4 7.3 7.3 7.4 -- -- --
Conc.5 7.1 7.4 7.7 -- -- --
Minimum: 6.9
Maximum: 7.8
New: New test solution freshly prepared
Old: Old test solution immediately prior to renewal or at the end of exposure
--: Not measured because all fish were dead.
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-
Conc.2 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.3 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.4 C-,S-,F-,P- | C-, S-,F-, P- | C-, S-, F-, P- — - -
Conc.5 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

--: Not observed because all fish were dead.

Color
C-:

S-:
F-:

Precipitation
P-:

Colorless
Suspended solids

Not observed (transparent)
Floating solids

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, %)
(mg/L) | 0hr New 48 hr Old | 48 hr New 96 hr Old Mean

Control <0.005 <0.005 <0.005 <0.005

Conc.1 2.0 2.32 - 1.89 1.40 - 1.59 1.80
(116) (95) (70) (80) (90)

Conc.2 4.5 5.02 - 4.36 3.62 - 3.82 4.20
(112) (97) (80) (85) (93)

Conc.3 10 10.5 - 8.81 8.87 - 8.00 9.03
(105) (88) (89) (80) (90)

Conc.4 22 23.0 - 21.2 -- - -- 22.1
(105) (96) -- -- (100)

Conc.5 50 44 .4 — 54.7 -- — -- 49.4
(89) (109) -- -- (99)

Lower limit of quantification: 0.005 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

- Not measured because all fish were dead.
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Fish Acute Toxicity Test

Table 6 Observation of Fish

Control
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
(cumulative) 0 0 0 0
Critical 0-- 0|-- 0l-- 0--
Abnormal 0l- 0-- 0 -- 0 --
Normal 10 10 10 10
Total 10 10 10 10
Conc.1 Nominal concentration: 2.0 mg/L
Mean measured concentration:  1.80 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
(cumulative) 0 0 0 0
Critical 0l- 0-- 0-- 0--
Abnormal 0l- 0-- 0 -- 0 --
Normal 10 10 10 10
Total 10 10 10 10
Conc.2 Nominal concentration: 4.5 mg/L
Mean measured concentration:  4.20 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
(cumulative) 0 0 0 0
Critical 0-- 0-- 0-- 0--
Abnormal 0l- 0-- 0-- 0--
Normal 10 10 10 10
Total 10 10 10 10

N: Number of fish showing corresponding symptoms
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Table 6 Observation of Fish (Continued)

Conc.3 Nominal concentration: 10 mg/L
Mean measured concentration:  9.03 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
(cumulative) 0 1 2 2
Critical 1/IS 1 0-- 0 -- 0 --
Abnormal 0-- 1/AS(1A) 1 0|- 0--
Normal 9 8 8 8
Total 10 10 10 10
Conc .4 Nominal concentration: 22 mg/L
Mean measured concentration:  22.1 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
10 10 10 10
(cumulative)
Critical 0l- 0-- 0 -- 0 --
Abnormal 0-- 0-- 0-- 0--
Normal 0 0 0 0
Total 10 10 10 10
Conc.5 Nominal concentration: 50 mg/L
Mean measured concentration:  49.4 mg/L
S ) 24 hr 48 hr 72 hr 96 hr
ymptoms N Detail N Detail N Detail N Detail
Death
10 10 10 10
(cumulative)
Critical 0-- 0-- 0 -- 0 --
Abnormal 0l- 0-- 0 -- 0 --
Normal 0 0 0 0
Total 10 10 10 10

N: Number of fish showing corresponding symptoms
IS: Impossible to swim
AS: Abnormal swimming

IA: Inactive
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Table 7 Median Lethal Concentrations (LC50)

Fish Acute Toxicity Test

Exposure LC50 93-Percent Statistical
period (mg/L) confidence limits method
(hr) 8 (mg/L)
24 14.1° 9.03 - 22.1 Binomial
48 129° 9.03 - 221 Binomial
72 12.0° 420 - 22.1 Binomial
96 12.0° 420 - 22.1 Binomial

*: Using the data of Conc.1 -5
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Fish Acute Toxicity Test

Figure 1 Concentration-Mortality Curve
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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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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
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Fish Acute Toxicity Test
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1. % i
e BR) & IR D IR B (F72LU L LT 520 mg)
PR E B —> 642 mg
e L8 —> i 35 /K JE 7K
RS —> 5200  mL
K —> 5 LAY 2— L
PR E IR L —> 100 mg/L (F7 LY & L70)
RA K —> A X — T — P24
PR —> SRR RT24FR R . HUKAT248E R
2. ¥

AL — T —TARHFEHT 5 (RiRK24C)

3. ABRHE O
JFR % TRLOFEOE Y FREL L, MR AKE K CTHRNT 5,
IR LTk iz, Rk E 35,
SR IIMIE B AKIEKDIHR LT D,

b e —> R KB K

RO R & —> 5.0 L

X i —> 5 LA T ALK

RE I —> T AETHEE

B —> 2.24
o A JEUK
PR (mg/L ) (nl )
KRR IX — —> 0
EEX1 2.0 ——> 100
EREX2 4.5 ———> 225
EEX3 10 —> 500
XA 22 ——> 1100
P FEX 5 50 —> 2500

¥ T2V FT L) L DOFT LY WA
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Fish Acute Toxicity Test

TREr—5

FERIE D AT

59



Fish Acute Toxicity Test

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

«H:Eg

I [EL

EHER 7 v~ N7 Z 7 E&55HTEF SL-HT A7 A No.l, Agilent Technologies 4
J—J ATFT—3 ChemStation

Rk v~ k2777 (HPLC) :  Agilent 1200 %!

TH Y G1379B

ERAR T GI312B % (XA FUKRT)

F—=r P77 G1367C %

NI LI —T G1316B 7!

HEERmHEE (MSD) G6140A 7

[HPLC £:14]

VIR AN Agilent #l Poroshell 120 EC-C18, 2.7 pum, 2.1 mm i.d.x50 mm
HT LA —T 0 50°C

VR AV - SmMERT > & =7 LKEEIR/ Z FE=1000/1 (v/v)

B2#% : HPLCH7 & k=R U /L

0.00min  Al{Z 95%, B2i& 5%

500 min  Al{E 5%, B2i#& 95%
A~y FHEA L 6.50min

RARNEZA L 3.00 min

AEHEA & - 2uL

O 0.400 mL/min

[MSD 4]

Ionization : API-ES

Fragmentor : 200 V

Nebulizer : N, (30 psig)

Drying gas : N, (11 L/min,350°C)
Mode : Positive

SIM (Selected Ion Monitoring) /4 :
Quant ion Mz 494.40
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Fish Acute Toxicity Test

2. MREMOIERL & E & TRORE

1) FEAEAIR O

PR 123.9 mg ZFF&E L, HPLC 7 F & Fr 77 CHMAFEL 100 mL IZEZA E L, 1000
mg/L (7 LU CHEE) OWRERE L, ZOWik%E HPLC 7 h 7 & Ru 7 7 > ClER A
L, 0.00500, 0.0100, 0.0250, 0.0500 mg/L DIEHERKZRHM L 7=, £7-, HPLC 7 FZ & K
077 % 0mg/L OEEHERIRE Lz,

2) IEHEESHR D o
TEAEYRIE 2 AR D X 9124 L=,
FEHEYRIR 0.75 mL £:HL
| —#BfliK* 0.75 mL #AN

RE
|
LC/MS HIE
*1 : JIS K0557 A4 7' L— KDK

3) MEHROVER

RERHIZIRE (mg/L) %, HEfhlc v — 7 mfd (count) & &V, fMEMEIER L7z (Figure A-5-
1) o BREMHROERIC 0 mg/L OEEMEFIKOERIIE DR o0z, /D ZRIEIC LD EAREFR
Y=a+bX &R 7, MEMRE r 13 1.000 & 720, EFEPEOREAE (0995 LI E) &z Lz, £,
Gl a D 9S%EHXMNRAEZEZLZ LD, MERITFRZ @i 5 e & AT,

4) E& TR
BB W DAEMEATR O RKIRE CTH 5 0.005 mg/L % E & FIRIEE & L=,

3. ARERIR DM
ARBRE 2 LLE D X 912t Uiz, RERAER R % Figure A-5-2 1ZR-7
B (EMIZK CBEE AR 0.75 mL £
| “HPLC 17 hZ & Fr 7 Z > 0.75 mL ¥/
RE
|
LC/MS HIE
*2 REMREHAZE X 5 & THRIND B DIZONTHR
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Fish Acute Toxicity Test

4. PERWEIRE DT &
PRI P ORERYE IR ORI, SoNTRHCHE 3 HAEMEAR O B — 7 g & O T1T -
776
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Figure A-5-1 Calibration Curve

Fish Acute Toxicity Test

No. Concentration Peak Area
X (mg/L) Y (count)
1 0.00500 14534
2 0.0100 31274
3 0.0250 81284
4 0.0500 159938
Y=a+bxX
a= -9.080E+02 -5.215E+03 <a<  3.399E+03
b= 3.230E+06 ( 95-Percent Confidence Limits)
r= 1.000
200000
180000
160000 -
140000
5120000 -
S
=100000 |
=
<
> 80000 |
& 60000 |
40000
20000
0
0 0.02 0.04 0.06 0.08
Concentration (mg/L)
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Figure A-5-2

(1) Standard 0.0500 mg/L, 0 hour

Representative Measurement Results

Fish Acute Toxicity Test

Injection Date
Study No.

Test -Substance
Sample Name
Acg Method
Acqg Operator

:Mon, 17. Feb. 2020 Seg Line : 14
$Al91112 Location: P1-A-05
:Tiamulin Inj. No.: 1
:STD 0.05 mg/L Inj. Vol.: 2 pl

:D:\DATA\TIAMULIN\2020-02-17_3010\TIAMULIN G.M

gty

MSD1 TIC, MS File (D:\DATA\TIAMULIN\2020-02-17_3010\20200217000017.0) ES-API, Pos, SIM, Frag:
25000
S
=]
20000 -
15000 +
10000
5000
o \
. r T T . T T : T
2 4 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.901 MM 0.13 154747 19343 100
Total 154747
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Fish

Figure A-5-2 Representative Measurement Results (Continued)

(2) Control, 0 hour (new)

Acute Toxicity Test

Injection Date :Mon, 17. Feb. 2020 Seq Line : 8
Study No. :Al191112 Location: P1-B-01
Test Substance :Tiamulin Inj. No.: 1
Sample Name :FOhCn Inj. Vol.: 2 pl
Acg Method :D:\DATA\TIAMULIN\2020-02-17 3010\TIAMULIN G.M
Acq Operator : E]jlﬁ?
MSD1 TIC, MS File (D:ADATAVTIAMULINA2020-02-17_3010\20200217000011.D) ES-API, Pos, SIM, Frag:
3000
25001
2000
1500
1000 +
500
0.—
1 T T T T T T T T T T T | T
2 4 6  min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
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Fish Acute Toxicity Test

Figure A-5-2  Representative Measurement Results (Continued)

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

Injection Date :Mon, 17. Feb. 2020 Seq Line : 9
Study No. :A191112 Location: P1-B-02
Test Substance :Tiamulin Inj. No.: 1
Sample Name :FOhClin Inj. Vol.: 2 pl
Acg Method :D:\DATA\TIAMULIN\2020—02-17_3010\TIAMULIN_G.M

Acqg Operator : Bﬂﬁdﬁ\]

MSD1 TIC, MS File (DADATAVTIAMULIN\2020-02-17_3010\20200217000012.D0) ES-API, Pos, SIM, Frag:
25000
[{e]
p o
R
20000 ~
15000
10000 —
5000 |
OH
T f T I T I ¥ T T T
2 4 8 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.906 MM 0.12 143371 19246 100

Total : 143371
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Figure A-5-2

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

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date
Study No.

Test Substance
Sample Name
Acg Method
Acg Operator

:Mon, 1
:Al9111
:Tiamul
:FOhC3n

7. Feb. 2020 Seg Line : 11
2 Location: P1-B-04
in Inj. No.: 1

Inj. Vol.: 2 nl

:D:\DATA\TIAMULIN\2020-02-17_3010\TIAMULIN_G.M

A 8

MSD1 TIC, MS File (DADATAVTIAMULIN2020-02-17_3010\20200217000014.D) ES-API, Pos, SIM, Frag:
25000
) [l
P o
]
i ~
20000
15000
10000
5000
0 —
T T T . T T T - . T T T
2 4 6 min
Area Percent Report
# Meas. Ret. Peak T width Area Height Area %
1 4.903 MM 0.13 162838 20435 100
Total 162838
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Figure A-5-2

(5) Conc.5, 0 hour (new)

Injection Date
Study No.

Test Substance
Sample Name
Acqg Method

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

:Mon, 17. Feb. 2020 Seqg Line 13
:Al91112 Location: P1-B-06
:Tiamulin Inj. No.: 1
:FOhC5n Inj. Vol.: 2 pl

:D: \DATA\TIAMULIN\2020-02-17_3010\TIAMULIN_G.M

Acg Operator : &
88| &)
MSD1 TIC, MS File (DADATATIAMULINA2020-02-17_3010\20200217000016.D) ES-API, Pos, SIM, Frag:
25000 —
20000
«©Q
[=)
=]
~
15000 —
10000 —
5000
0 -
; T T T " T - - . ) T
2 4 6 min
Area Percent Report
# Meas. Ret. Peak T Wwidth Area Height Area %
1 4,908 MM 0.13 137405 17001 100
Total 137405
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Figure A-5-2

(6) Standard 0.0500 mg/L, 48 hours (old)

Injection Date
Study No.

Test Substance
Sample Name
Acg Method
Acg Operator

Representative Measurement Results (Continued)

Fish Acute Toxicity Test

:Wed, 19. Feb. 2020 Seq Line : 13
:Al91112 Location: P1-A-02
:Tiamulin Inj. No.: 1
:8TD 0.05 mg/L Inj. Vol.: 2 pl

:D: \DATA\TIAMULIN\2020-02-19_3013\TIAMULIN G.M

EHJI%J{I

MSD1 TIC, MS File (D:\DATAVTIAMULIN\2020-02-19_3013120200219000023.0) ES-API, Pos, SIM, Frag:
25000
20000 .
j=]
-}
<
15000
10000 -
5000
1
| -
0 -
T T T T T T T T i
2 4 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.905 MM 0.13 140272 17651 1lo0
Total 140272
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Figure A-5-2

(7) Control, 48 hours (old)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date :Wed, 19. Feb. 2020 Seq Line 3
Study No. tAl91112 Location P1-B-01
Test Substance :Tiamulin Inj. No.: 1
Sample Name :F48hCo Inj. Vol.: 2 pl
Acg Method :D:\DATA\TIAMULIN\2020-02-19_3013\TIAMULIN G.M

Acqg Operator

ks

MSD1 TIC, MS File (D:ADATAYTIAMULIN\2020-02-19_301320200218000013.D) ES-API, Pos, SIM, Frag:

3000 |
2500 -
2000
1500
1000
500
0 .

: ) T r r T T : ) T

2 4 <] miry

Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
Total

70



Figure A-5-2
(8) Conc.1, 48 hours (old)

Injection Date :Wed, 19. Feb. 2020
Study No. :Al191112

Test Substance :Tiamulin

Sample Name :F48hClo

:D: \DATA\TIAMULIN\2

: Eﬂﬁ$$

Acg Method
Acg Operator

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Seg Line 4
Location: P1-B-02
Inj. No.: 1
Inj. Vol.: 2 pl

020-02-19_3013\TIAMULIN G.M

MSD1 TIC, MS File (D:\DATATIAMULIN\2020-02-19_3013\20200219000014.D) ES-API, Pos, SIM, Frag:
25000
20000
- el
f=2
15000 - i
10000
5000
o .
. T T T T . T :
2 4 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.897 MM 0.13 105845 13933 100
Total : 105845
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Figure A-5-2
(9) Conc.3, 48 hours (old)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date :Wed, 19. Feb. 2020 Seq Line : [
Study No. :Al91112 Location: P1-B-04
Test Substance :Tiamulin Inj. No.: 1
Sample Name :F48hC30 Inj. Vol.: 2 pl

Acg Method
Acg Operator

:D: \DATA\TIAMULIN\2020-02-19_3013\TIAMULIN G.M

: Rty

MSD1 TIC, MS File (DADATA\TIAMULIN\2020-02-19_3013120200218000016.D)  ES-API, Pos, SIM, Frag:
25000 -
20000 +
3
1 @
~
15000
10000
5000 +
0 o
T T T T i T T T T T
2 4 8 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.904 MM 0.12 123617 16492 100
Total 123617
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Figure A-5-2

(10) Conc.5, 48 hours (old)

Fish Acute Toxicity Test

Representative Measurement Results (Continued)

Injection Date :Wed, 19. Feb. 2020 Seq Line : 8
Study No. :Al191112 Location: P1-B-06
Test Substance :Tiamulin Inj. No.: 1
Sample Name :F48hCSo Inj. Vol.: 2 pl
Acqg Method :D: \DATA\TIAMULIN\2020-02-19 3013\TIAMULIN G.M

Acqg Operator : Elﬁ#ﬂ

MSD1 TIC, MS File (D:\DATAVTIAMULINY2020-02-19_3013\20200219000018.D) ES-API, Pos, SIM, Frag:
25000
©o
(=23
1 @
~
20000
15000
10000 +
5000
o L
2 6 min
Area Percent Report
# Meas. Ret. Peak T Wwidth Area Height Area %
1 4.896 MM 0.13 153471 19810 100
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Fish Acute Toxicity Test

TREER—6

MR OB
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Fish Acute Toxicity Test

Table A-6  Calculation of the 96hr LC50

TOXDAT MULTI-METHOD PROGRAM
(BINOMIAL, MOVING AVERAGE AND PROBIT METHODS)

faAME MR
Time: 96hr
Conc. No. CONC. NUMBER NUMBER PERCENT BINOMIAL
mg/L EXPOSED DEAD DEAD PROB. (%)
Conec. 1 1. 80 10 0 0 0. 09765625
Conc. 2 4. 20 10 0 0 0. 09765625
Conc. 3 9.03 10 2 20 5. 46875
Conc. 4 22.1 10 10 100 0. 09765625
Conc. 5 49.4 10 10 100 0. 09765625

THE BINOMIAL TEST SHOWS THAT 4.2 AND 22.1 CAN BE

USED AS STATISCALLY SOUND CONSERVATIVE 95 PERCENT

CONFIDENCE LIMITS SINCE THE ACTUAL CONFIDENCE LEVEL
ASSOCIATED WITH THESE LIMITS IS 99.8046875 PERCENT.

AN APPROXIMATE LC50 FOR THIS SET OF DATA IS 11.9682920596275

WHEN THERE ARE LESS THAN TWO CONCENTRATIONS AT WHICH THE PERCENT
DEAD IS BETWEEN O AND 100, NEITHER THE MOVING AVERAGE NOR THE
PROBIT METHOD CAN GIVE ANY STATISTICALLY SOUND RESULTS.
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