Algal Growth Inhibition Test
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3 ERBIUERE
3.1 RBRGEOEHEMIC AL KT Lz & B 2 BREEK
PRRAL = Y/ Ny

32 REERBEENBERE, R L ORBREEERO pH, ERIKOIME

RGP oORERBEENERE QRE, WRUDLRE, [Ed%) % Table 1 (&, RFEHLEIEO
BRI B K ORERIAT: 72 R ORBRESEIK O pH % Table 2 12, FHHRIIFDFERIE DBl % Table
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TR ORI O LN &% Table 512, A RHh#% Figure 1 17777, XX O 4 K dhifR 23
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13



Algal Growth Inhibition Test

ErC50 (0-72h) :  0.00460 mg/L (95%{SHE X [H] : 0.00423~0.00500 mg/L  ELAR[EF 5347)
NOECr (0-72h) :  0.000439 mg/L (Williams 0> 2% 5 MLl R E)
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SN N (A ANV WA SR
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ZAb UG, MR, M) SMIIRBEE IR bnT, £z, <HRIX EOMEDL 2o T,

3.6 AREROALINE

XTHRX DAY % Table 512, ARIEE % Table 8 1277,
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BT HZBHIM A8 U T 35%%, FRIXOMY K L OAREREDOEEBREIT 7% 4% FhEniEx
HZ LT o,
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Table 1 Temperatures, Light Intensities and Revolutions in the Incubation Chamber

Exposure Period Temperature Light Intensity Revolution
(Hours) (°C) (uE/m?/s) (rpm)
0 222 65-71 100
24 22.0 66-71 100
48 21.9 65-72 100
72 22.0 69-73 100

Table 2 pH Values of Test Solutions and Test Cultures

Test pH
Group 0 Hour 72 Hours (Vessel No.)
Control 7.7 7.7 (1)
Conc.1 7.7 7.7 (1)
Conc.2 7.7 7.7 (1)
Conc.3 7.7 7.7 (1)
Conc.4 7.7 7.7 (1)
Conc.5 7.7 7.7 (1)

Table 3  Appearances of Prepared Test Solutions before Inoculation

Test Susp e.nded Floa.ting Precipitation ~ Color

Group solids solids

Control S- F- P- C-
Conc.1 S- F- P- C-
Conc.2 S- F- P- C-
Conc.3 S- F- P- C-
Conc.4 S- F- P- C-
Conc.5 S- F- P- C-

S-:  Not observed (Transparent)
F-: Not observed

P-: Not observed

C-: Colorless
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Table 4 Measured Concentration of the Test Substance in Test Solutions and Test Cultures

Mean?
Nominal Measured Concentratign (mg/L) Measure('i
Test Concentration (Percent of Nominal) Concentration
Group (mg/L)
(mg/L)
0 Hour 24 Hours 48 Hours 72 Hours (Percept of
Nominal)
Control -- <0.00009  <0.00009  <0.00009  <0.00009 -—--
0.000177  0.000152  0.000142  0.000129 0.000149
Conc.1 0.00020 (89) (76) (71) (65) (75)
0.000483  0.000439  0.000439  0.000394 0.000439
Conc.2 0.00053 1) (83) (83) (74) (83)
0.00128 0.00104 0.00100 0.00101 0.00106
Conc.3 0.0014 O1) (74) (71) (72) (76)
0.00330 0.00325 0.00311 0.00307 0.00318
Conc.4 0.0038 (87) (86) (82) 81 (84)
0.00943 0.00921 0.00872 0.00844 0.00895
Conc.5 0.010 (94) 92) (87) (84) (90)

a : Time weighted mean
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Table 5 Biomass of Pseudokirchneriella subcapitata during the 72-Hour Exposure

Nominal Concentration Biomass (cells/mL)
Test Mean® Measured Vessel
Group [ Concentration ] No.
(mg/L) 0 Hour® 24 Hours 48 Hours 72 Hours
1 5000 24200 193000 1450000
2 5000 24100 195000 1420000
3 5000 25400 176000 1210000
Control -- 4 5000 27100 188000 1290000
5 5000 25900 170000 1110000
6 5000 23200 175000 1270000
Average 5000 25000 183000 1290000
SD 0 1420 10500 128000
1 5000 25000 182000 1230000
0.00020 2 5000 24700 168000 1140000
Conc.1 [ 0.000149 ] 3 5000 25700 182000 1330000
Average 5000 25100 177000 1230000
SD 0 513 8080 95000
1 5000 25200 170000 1160000
0.00053 2 5000 24000 171000 1170000
Conc.2 [ 0.000439 ] 3 5000 27100 171000 1120000
Average 5000 25400 171000 1150000
SD 0 1560 577 26500
1 5000 23900 151000 962000
0.0014 2 5000 23500 153000 922000
Conc.3 [ 0.00106 ] 3 5000 24700 150000 911000
Average 5000 24000 151000 932000
SD 0 611 1530 26800
1 5000 17700 84600 288000
0.0038 2 5000 16100 76400 210000
Conc .4 [ 0.00318 ] 3 5000 16800 75500 228000
Average 5000 16900 78800 242000
SD 0 802 5010 40800
1 5000 6380 8040 9600
0.010 2 5000 6440 7330 14900
Conc.5 [ 0.00895 ] 3 5000 6570 7390 9730
Average 5000 6460 7590 11400
SD 0 97 394 3020

a: Time weighted mean
SD: Standard deviation
*. Nominal initial biomass
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Table 6 Growth Inhibitions (%) of Pseudokirchneriella subcapitata

Nommal‘ Growth Rate
Test Concentration
Group Mean® Measured Vessel No. Rate™! Inhibition(%) *2
Concentration
(mg/L) w (0-3d) 1,(0-3d)
1 1.89
2 1.88
3 1.83
Control -- 4 1.85
5 1.80
6 1.85
Average 1.85 -
SD 0.033
1 1.84 0.8
0.00020 2 1.81 22
Conc.1 [ 0.000149 ] 3 1.86 -0.6
Average 1.84 0.8
SD 0.026
1 1.82 1.9
0.00053 2 1.82 1.7
Conc.2 [ 0.000439 ] 3 1.80 2.5
Average 1.81 2.0
SD 0.008
1 1.75 5.2
0.0014 2 1.74 6.0
Conc.3 [ 0.00106 ] 3 1.74 6.2
Average 1.74 ™ 5.8
SD 0.010
1 1.35 27.0
0.0038 2 1.25 32.7
Conc.4 [ 0.00318 ] 3 1.27 31.2
Average 1.29* 30.3
SD 0.055
1 0.217 88.2
0.010 2 0.364 80.3
Conc.5 [ 0.00895 ] 3 0.222 88.0
Average 0.268 ™ 85.5
SD 0.083

a: Time-weighted mean

*1: Average and SD are calculated from original raw data, not from the rounded values (3
significant figures) presented in this table.

*2: Values are the growth inhibition (%) relative to the control. Inhibitions are calculated
from original raw data of x(0-3d), not from the rounded values (3 significant figures)
presented in this table.

SD: Standard deviation

*:  Indicates a significant difference (a=0.01) from the control.
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Table 7 EC50 and NOEC
Based on [, (0-3d) values (Growth rates)

95-Percent
ErC50 (0-72h) Confidence Limits NOECr (0-72h)
(mg/L) (mg/L) (mg/L)
0.00460 * 0.00423—0.00500 0.000439

*: Using the data of Conc.4 and Conc.5

The ErC50 value and associated 95% confidence limits were determined by least squares
linear regression analysis of the logarithm of test concentration against the growth inhibition
(%) relative to the control.

The NOECr value was determined by an analysis of variance (ANOVA), Williams test,
subsequent to Bartlett test for homogeneity of variances. Statistical analyses were performed
using Yukms Statlight #4 software (Yukms Corp., Tokyo) and the significance level for all
tests was set at a=0.05, except Bartlett test, which was set at a=0.01.

Table 8 Growth Rates of Control

Growth Rate
Vessel Average
No. w(0-3d) | w(0-1d)  w(1-2d) = w(2-3d) 24(0-1 g,f1-2 d, SD  CV(%)
2-3d)
1 1.89 1.58 2.08 2.02 1.89 0.273 14.4
2 1.88 1.57 2.09 1.99 1.88 0274 . 14.6
3 1.83 1.63 1.94 1.93 1.83 0.177 9.7
4 1.85 1.69 1.94 1.93 1.85 0.139 7.5
5 1.80 1.64 1.88 1.88 1.80 0.135 7.5
6 1.85 1.53 2.02 1.98 1.85 0.270 . 14.6
Average 1.85 1.61 1.99 1.95 11.4
SD 0.033 0.057 0.085 0.051
CV(%) 1.8 3.5 4.3 2.6

SD : Standard deviation
CV : Coefficient of variation

Average and SD are calculated from original raw data, not from the rounded values

(3 significant figures) presented in this table.
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Figure 1 Growth Curve of Pseudokirchneriella subcapitata
(Mean biomass vs time during the 72-hour exposure)
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Values in legend are given in the nominal concentration.
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Figure 2 Concentration-Inhibition Curve Based on 1, Values Calculated from the Growth
Rates
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Algal Growth Inhibition Test
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Algal Growth Inhibition 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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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

Table A-2 OECD Medium

Nutrient salts Concentration (mg/L)
NHa4Cl 15
MgClz+ 6H20 12
CaCl2*2H20 18
MgS04-7H20 15
KH2PO4 1.6
FeCl3-6H20 0.064
Na2EDTA-2H20 0.1
H3BOs3 0.185
MnCl2+4H20 0.415
ZnClz 0.003
CoClz2* 6H20 0.0015
CuCl2*2H20 0.00001
Na:MoOs4+2H20 0.007
NaHCOs3 50

The test guideline shows that the pH of the medium which is obtained at
equilibrium between the carbonate system of the medium and the partial pressure
of COz in atmospheric air is 8.1.
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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

1. s
LRI B ARS8/ 7 U o X~ A 2 v — K OV ik 2 58 L7z,
Wi FEAGE AR (R MR )
Elendt M4 medium (3 ¥ = MElEPKELERER )
OECD #5#ft (wefr/E R P ERER )

2. Fik
1) g7 U o F~A v —KF 20 mg & A2 200 mL =47 T A 2| ERELL, SRBRAKE
200 mL Mz 72, (fEAZREE : 100 mg/L, 1H# : 3)
2) WiHEsE7KIE/KIE 24°C, Elendt M4 medium 3 & O OECD H5#iliE 21°C TR ¥ —F —"12{2 LV 24
IRpfER R L7,
1Y~ MR <7 % — MGI120
2 Y~ MR < 7% — MG600
3) WMEHOREZ 7 VX =" TABL, BONTARDIERR Y Vo X~ A v —KWRE
iRk v~ 77 7 E &8 (LCMS) FHT XV RIE Lz,
#¥3: I VARTH <1127 A HA 045 pm

3. FERB s

HE i 5
i 55 7K 1B 7K Elendt M4 medium OECDEZ
No. | HIERE SEYE HIERE SEIE HIE R E SEYE
(mg/L) (mg/L) (mg/L) (mg/L) (mg/L) (mg/L)
1 103 99.5 98.5
2 101 100 110 100 101 100
3 96.1 105 102

PLEDORER M D, Eles U o Z~A 2 — KM ORER AKX T DR E, B SRKEK
(24°C) , Elendt M4 medium ¥ X O OECD #5#f (21°C) OWTHOREH/K TS 100 mg/L TH
% & L7,

27



Algal Growth Inhibition Test
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Algal Growth Inhibition Test

BRI O IR
1. % {ig
BeBR Y B G 1 O H
R I & — 226 mg HERH . 0.886
AR K ———>  OECD#zHh (22°C)
A& ————> 1000 mL
P s —> 1LAY =2 — AR
- —=> 20 mg/L
eI > AX=F—THIFR (30 o), EiE
AR e SRR 10 oD 3
JRR 1 B —> 500 uL
R K ————>  OECD#z#t (22°C)
SRR —> 1000 mL
= 25 —> AT A
wE —> 0.0100 me/L
—>  AF—Z =T (150) , B

e 77

AR TAIR L TRBRIE & 2, MIRXKITEBRAKOAR LT D,

RERE —> 100 mL

x4 ——>  300mLH T AR=fHT T A3, TR

BE T —>  FTIRE IR

- ——> R aR/XHIX, 3FERAREIX, 1T H A e mAbR X
o PR X No. JFIRIL

mg/L (RE#R) mL

f HE X Cont. —> 0

0.00020 Conc.1 —> 2.0

0.00053 Conc.2 ———> 5.3

0.0014 Conc.3 ————> 14

0.0038 Conc.4 —> 38

0.010 Conc.5 ———> 100

¥ MEER Y D v H~ A KD ) XA v WA

29



Algal Growth Inhibition Test
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Algal Growth Inhibition Test

1. @ik r v~ b7 7 7E&SH (LC/MS) & HIESRM

HEiE

IR v~ N7 7 EE5HTEE SL-HT > A7 A No.2, Agilent technologies #
V—J A7 —3 ChemStation

A7 v~ N 727 (HPLC) : Agilent 1200 %!

T G1379B %!

HERR 7 GI312B B! (A F UK T)

el AN G1329B 7!

BT BF—T G1316B !

EaEEfUmts: (MSD) G6140A 7!

[HPLC 4]

AV Thermo®  Accucore C18 2.6um 2.1 mm i.d.x50 mm
BT LA —T 0 50°C

AR AV : SmMEWRT =7 LKIEHR/ ZFE=1000/1 (v/v)

Bl : HPLCH7 & h =K UL

0.00 min Al #& 90%, Bl # 10%

3.00 min  Al# 2%, Bl1i{Z 98%

6.50 min Al {#& 2%, Bl 98%
ARy FHZA L 6.50min

AEHEA R 25 uL

LI 0.400 mL/min

[MSD Zf#]

Ionization : API-ES

Fragmentor : 200 V

Nebulizer : N> (30 psig)

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

SIM (Selected Ion Monitoring) Z&f4: :

m/z 425.20
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Algal Growth Inhibition Test

2. WREFROIERL & & & N IRORE
1) AR DR R

BRI 112.9 mg Z#FFE L, HPLC A ¥ / — )L CIEfR L 100 mL [ZERE L, 100 mg/L (7
Vo~ A v o BEE) OWKEFRMR L, ZO%KE HPLC A % /7 — L TIERAR L,
0.000100, 0.000200, 0.000500, 0.00100 mg/L DIEAEEK ZFHI L=, £72, HPLC A% / —/L
Z 0 mg/L DIRHERRHR & L7z,

2) FEHEVRIR DM 1k
YA 2 LT O X 9 12ohr Lz,
FEHEVAIR 0.75 mL EREL
| —iBfliAK" 0.75 mL ¥
B
|
LC/MSHIE
*: JISK0557 A4 7' L— KDk

3) MERROER

FEE R T (mg/L) %, bl — 27 mfE (count) & &V, MEMAZ(EM L7 (Figure A-5-
1) . BEBOERIZ, 0 mg/L OEMERKORRITE DR o1, Foh ZFRIEIC LY EREYR
Y=a+bX #Z:RO>7z, HHBIREIL 0.998 &72 0, EMMEOHENE (0995 LLE) Wil L7z, £z,
Y a D 9S%EEXMAFAEZ G Z L5, RERITFUSZ @RS 5 EME Ao E T,

4) EE TR

1) CHATL L 7= 0.000100 mg/L OFEHERRHK % 2) 126> T n=3 THHT Liz, FUEMH D SN =
10 DY 7T N5 2 HWBRWEIREZ TN ENEE L, ZOVHEEZEHHTOEE RS L
7o, ZBWM T OE & TR 0.00009 mg/L ThH o7z,
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Algal Growth Inhibition Test

3. RBRIE D5 HT
BRI A LLF O L 51208 LTz, RFEOZ2NERE R % Figure A-5-2 1737,

Z& 10 B AR
B - AR IS, ETOMBRESGOTE LY 1.0 mL S8R L TRA

|

BA LR (GBHK CHEERAIRY) %Mt
| «HPLCH A % / —/10.75 mL #shN

LC/MS HE

FRBRBHAAT424, 483 K OVT20E ]
BRI - AR EIC, 2TORBRESOFE LD 1.0 mLT S8R L TRE

w0 EE (3000 rpm, 1043H], #&E - H 2 RS CR21GITRY)

AR (BMK CEEARY) Z2EEERi
| «HPLC/] A % /7 —/L0.75 mL &
LC/MS HE

* L REREHAZEZ D EFTRENTELDOIZOWTHER L,
4. BRI OWERYE IR E O FE &
BRI TP DWW E IR O E BRI, FONRFICHNE 3 A AEERIR O B — 7 [HfE & DT T o

776
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Algal Growth Inhibition Test

Figure A-5-1 Calibration curve
No. Concentration Peak Area
X (mg/L) Y (count)
1 0.000100 4134
2 0.000200 13757
3 0.000500 28569
4 0.00100 61435
Y=a+bxX
a= -8.818E+02 -8.275E+03  <a<  6.511E+03
b= 6.190E+07 ( 95-Percent Confidence Limits)
r= 0.998
80000
70000
60000
E 50000
=]
S
< 40000
e
<
§ 30000
(=W
20000
10000
0
0.0005 0.001 0.0015
Concentration (mg/L)
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Figure A-5-2
(1) Standard 0.00100 mg/L ; 0 Hour

Representative Measurement Results

Algal Growth Inhibition Test

Injection Date :02/25/2020 y Seqg. Line 24
Study No. :{V)A191113 ( )YA191114 ( )A191115 Clindamycin
Acg. Method :D: \DATA\ CLINDAMYCIN\2020-02 -25_252 O\CLINDAMYCIN_A. M
Sample Name :STD 0.001 mg/L Location : Vial 2
Acq. Operator : Eﬁ‘é.)\ Inj. No 1
Inj. Vol. 2511
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-25_2520\20200225000054.D) ES-API, Pos, SIM, Fr:
30000 —
25000
20000 —
15000 | ©
1 <
4 <
10000
5000
0_
T ] T T T T T i
1 2 3 4 5 6 min|
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.415 MM 0.109 60010 2153 100.0
Total 60010 9153
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Algal Growth Inhibition Test

Figure A-5-2

(2) Control ; 0 Hour

Representative Measurement Results (Continued)

Injection Date :02/25/2020 Seq. Line 6
Study No. :(V)A191113 ( )A191114 ( )A191115 Clindamycin
Acq. Method :D:\DATA\CLINDAMYCIN\2020—02—25_2520\CLINDAMYCIN_A.M
Sample Name :AO0RhC Location :Vial 21
Acg. Operator Hﬂtﬁﬁ Inj. No : 1
Inj. Vol. 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-25_2520\20200225000036.D) ES-API, Pos, SIM, Fr:
30000 +
25000+
20000 +
15000
10000
5000
| N
O_
_""|""1""|""|""|""|"
1 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
Total
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Figure A-5-2
(3) Conc.1 ; 0 Hour

Algal Growth Inhibition Test

Representative Measurement Results (Continued)

Injection Date :02/25/2020 Seq. Line 9
Study No. :(\/)A191113 ( )A191114 ( )A191115 Clindamycin
Acg. Method :D:\DATA\CLINDAMYCIN\2020-02—25_2520\CLINDAMYCIN_A.M
Sample Name :A0hC1 Location :Vial 22
Acqg. Operator lgaj]_'an Inj. No : 1
Inj. Vol. : 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-25_2520\20200225000039.D) ES-API, Pos, SIM, Fr:
30000
25000
20000
15000 —
10000 —
j <
o
4 <
<
5000 ~
1~ N
0..
| T T | T T T T ] T T T T T T T T T T T T T T T T T ¥ I ¥ "
1 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.424 MM 0.100 10607 1764 100.0
Total 10607 1764
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Algal Growth Inhibition Test

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

(4) Conc.3 ; 0 Hour

Injection Date :02/25/2020 Seq. Line : 15
Study No. :(v)A191113 ( )A191114 ( }A19111S Clindamycin
Acq. Method :D: \DATA\CLINDAMYCIN\2020-02-25_2520\CLINDAMYCIN A.M
Sample Name :AOhC?_u ! Location :Vial 24
Acq. Operator : Eaj]_‘@—, Inj. No : 1
Inj. Vol. : 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-25_2520\20200225000045.D) ES-API, Pos, SIM, Fri
30000
25000 —
20000
15000 4
1 2
10000 - b
5000
e N
0_
| T T 1 T 1 T T T T T 4
1 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.418 MM 0.111 38282 5723 100.0
Total 38282 5723
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Algal Growth Inhibition Test

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

(5) Conc.5 ; 0 Hour

Injection Date :02/25/2020 Seq. Line : 21
Study No. :(v)A191113 ( )A191114 ( )A191115 Clindamycin
Acg. Method :D: \DATA\CLINDAMYCIN\2020-02-25_2520\CLINDAMYCIN A.M
Sample Name :AOhC_SM Location :Vial 26
Acq. Operator : (E;h:ﬁv Inj. No : 1
Inj. Vol. : 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-25_2520\20200225000051.D) ES-API, Pos, SIM, Fr.
30000 ~
25000
20000
15000 —
7 ~
3
~
10000 —
5000
0 —
i T T T T T 1
1 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T wWidth Area Height Area %
1 4.417 MM 0.114 56585 8289 100.0
Total 56585 8289
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Algal Growth Inhibition Test

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

(6) Standard 0.00100 mg/L ; 72 Hours

Injection Date :02/28/2020 Seq. Line : 33
Study No. : (V)Aa191113 ( )Al1l91114 ( )Al91115 Clindamycin
Acg. Method :D; \DATA\CLINDAMYCIN\2020-02-2 8_2 524\CLINDAMYCIN_A .M
Sample Name :STD 0.001 mg/L Location : Vial-2
Acqg. Operator : & Inj. No : 1
by Inj. vol. : 25u1
MSD1 TIC, MS File (DADATACLINDAMYCIN2020-02-28_2524\20200228000033.D) ES-API, Pos, SIM, Fr:
Bl I
30000
25000 ,
20000 —
15000 + -
- g
~t
10000 —
5000
L/
0 -
| T T v T T ¥ T T T
1 2 3 4 5 6 ___min
Area Percent Report
# Meas. Ret. Peak T width Area Height Area %
1 4.411 MM 0.111 63858 9593 100.0
Total 63858 2593
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Figure A-5-2

Algal Growth Inhibition Test

Representative Measurement Results (Continued)

(7) Control ; 72 Hours

Injection Date :02/28/2020 Seqg. Line 15
Study No. : (Vv )A191113 ( )A191114 ( )A19111S Clindamycin
Acqg. Method :D:\DATA\CLINDAMYCIN\Z020—02—28_2524\CLINDAMYCIN_A.M
Sample Name :A72hC ! Location :Vial 11
Acg. Operator : mﬁ"f’m Inj. No 1
Inj. Vol. 25ul
MSD1 TIC, MS File (DADATA\CLINDAMYCIN\2020-02-28_2524\20200228000015.D) ES-API, Pos, SIM, Fr.
30000+
25000 ~
20000
15000
10000
5000 -
0__.
i
: : ; ——
i 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Brea %
Total
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Figure A-5-2

(8) Conc.1 ; 72 Hours

Injection Date
Study No.

Acqg. Method
Sample Name
Acqg. Operator

:02/28/2020

: (v )A191113 ( )A191114 (

:A72hC1

: At

JA191115
:D:\DATA\CLINDAMYCIN\2020-02-28_2524\CLINDAMYCIN A.M

Algal Growth Inhibition Test

Representative Measurement Results (Continued)

Seq. Line : 18
Clindamycin

Location :Vial 12
Inj. No : 1
Inj. Vol. : 25ul

MSD1 TIC, MS File (D:\DATAVCLINDAMYCIN\2020-02-28_2524120200228000018.D} ES-API, Pos, SIM, Fr:

30000 +
25000
20000 -
15000 ~
10000 -
o™
] 3
5000 — -
0_
| T T | T T
1 2 3 4 5 6 min
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.413 MM 0.098 8241 1400 100.0
Total 8241 1400
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Algal Growth Inhibition Test

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

(9) Conc.3 ; 72 Hours

Injection Date :02/28/2020 Seq. Line : 24
Study No. :(Vv)A191113 ( )A191114 ( )A19111S Clindamycin
Acqg. Method :D: \DATA\CLINDAMYCIN\2020-02 —28_2524\CLINDAMYCIN_A. M
Sample Name :A72hC3 Location :Vial 14
Acq. Operator Bﬂﬁ% Inj. No : 1
: Inj. Vol. : 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN2020-02-28_2524\20200228000024.D) ES-API, Pos, SIM, Fr.
30000 4
25000 -
20000 —
15000
1 o
10000 p
< ~t
5000 ~ /
0_
1 T T T T 1 T T T T T T T T Al T T T T T T T T T T T i T T
1 2 3 4 <] 6  minf
Area Percent Report
# Meas. Ret. Peak T Width Area Height Area %
1 4.412 MM g.1c8 32352 4953 100.0
Total: 32352 4953
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Algal Growth Inhibition Test

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

(10) Conc.5 ; 72 Hours

Injection Date :02/28/2020 Seq. Line : 30
Study No. : (v)A191113 ( )A191114 ( )A191115 Clindamycin
Acg. Method :D:\DATA\CLINDAMYCIN\ZOZO—02—28_2524\CLIN’DAMYCIN_A.M
Sample Name :A72hC5 Location :Vial 16
4 .
Acg. Operator : [ TZ, € Inj. No : 1
m l Inj. Vol. : 25ul
MSD1 TIC, MS File (D:\DATA\CLINDAMYCIN\2020-02-28_2524\20200228000030.0) ES-API, Pos, SIM, Fr.
30000
]
25000 —
20000
15000
J g
<
10000 ~
5000
0_
N T T ] T T T F T T ] ]
1 2 3 4 5 6  min
Area Percent Report
# Meas. Ret. Peak T Wwidth Area Height Area %
1 4.411 MM 0.113 53910 7937 100.0
Total 53910 7937
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Algal Growth Inhibition Test
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Algal Growth Inhibition Test

Table A-5-1 Calculation of the ErC50

ELBRIER AT (ECS0MED R H)
B (

IR EE (mg/L) BT (%)
X log(x) y
0.00318 -5.75 27.0
0.00318 -5.75 32.7
0.00318 -5.75 31.2
0.00895 -4.72 88.2
0.00895 -4.72 80.3
0.00895 -4.72 88.0
ECs, 95% 15 X [H HAL
0.00460 0.00423 ~ 0.00500 (mg/L)
53 BT
Factor SS DF \Y F-ratio £(0.05,f1,f2)
Between 4570.56 1 4570.56 314.99 7.71
Within 58.04 4 14.51
Total 4628.60 5
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Algal Growth Inhibition Test

Table A-5-2 Calculation of the NOECr

Results of Statistical Multicomparison Test

Growth rates (0-3d)

Input Data Table
control Conc.1 Conc.2 Conc.3 Conc.4 Conc.5
Groupl Group2 Group3 Group4 Group5 Group6
1.89 1.84 1.82 1.75 1.35 0.217
1.88 1.81 1.82 1.74 1.25 0.364
1.83 1.86 1.80 1.74 1.27 0.222
Group Samples Mean S.E. S.D. Variance
1 6 1.8500 0.0136 0.0333 0.0011
2 3 1.8354 0.0148 0.0257 0.0007
3 3 1.8126 0.0045 0.0077 0.0001
4 3 1.7424 0.0055 0.0095 0.0001
5 3 1.2901 0.0315 0.0546 0.0030
6 3 0.2678 0.0481 0.0833 0.0069
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
Bartlett test 0 11.5038 11.0705  <15.0863 20.5150 0.0423
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
1-way ANOVA 0  690.8984 >2.9013 4.5556 7.5674 1.3057E-10
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
Dunnett 1vs2 2 0.4896 2.8161 3.6392  999.9900 0.9878
Dunnett 1vs3 2 1.2468 2.8161 3.6392  999.9900 0.6606
Dunnett 1vs4 2 3.5869 >2.8161 3.6392  999.9900 0.0121 *
Dunnett l1vs5s 2 18.6613 >2.8161 >3.6392  999.9900 1.3718E-06 **
Dunnett 1vs6 2 52.7344 >2.8161 >3.6392  999.9900 1.3717E-06 **
Method Vs Side Stat. 0.05 0.01 0.001 Prob.
Williams(1971,1972,1977) 1 vs2 2 0.4896 2.1310 2.9470  999.9900  999.9900
Williams(1971,1972,1977) 1vs3 2 1.2468 2.2050 3.0030  999.9900  999.9900
Williams(1971,1972,1977) 1vs4 2 3.5869 >2.2290 >3.0190  999.9900  999.9900 **
Williams(1971,1972,1977) 1vs 5 2 18.6613 >2.2410 >3.0270  999.9900  999.9900 **
Williams(1971,1972,1977) 1vs 6 2 52.7344 >2.2470 >3.0310  999.9900  999.9900 **
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