> —— Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

e ISR Source: Aquatic Indicators, Inc.
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Test date
® 48-hour LC_, = median lethal concentration. An estimation of the potassium chloride concentration

which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).

Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic LC,, 2 coefficent of variations converted to anti-logarithmic values)

USEPA Warning Limits (mean logarithmic LC,, £ S, ,, converted to anti-logarithmic values,

ALD

S,.10 = 107 percentile of CVs reported nationally by USEPA)
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Acute LCs; Whole Effluent Toxicity Test, Species: Americamysis bahia

EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

1\

Test concentrations (mg/L KClI} 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
ized water, This 50,000 mg/L KCl stock solution was used to
mL Stock solution 3.0 6.0 9.0 12 15 prepare the conc i luated for toxicity.
mL Dilution water 997 994 991 988 985
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 1-5%\
Chemical Analyses: Hours
0 24 48
Cancaniratl L *Analyst identified for each day, performed pH and di d oxyg ts only.
oncentration fanalyst s LI{J‘? x = ¥ Temp and salinity performed at the time of test initiation or termination by the analyst
pH (s.U) .q ‘51 3 q.‘q (o ':I, ‘5"’1 performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
T v bench sheet and transcribed to this bench sheet.
ssolved oxygen (m €4 € 1.4
COI‘I"OI, *Salinity (ppt)
G 250 | & | 18-S S
* Alkalinity (mg/L CacO,) ﬁg,_m"i‘;';“ Chemical analyses:
*Temperature (°C) ? q ; ) ..\_.,‘_'5 ‘\J\- N Parameter Reporting limit  |Method number Meter Serial number
‘PH (s.u) .45 340 .54 pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
|pissolved oxygen (me/1) &9 %.0 3.9 Eissorweu oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 084100271
150 mg/L -
*Salinity (ppt) 25, 2 S | 5., Ihllnin 1.0 ppt SM 2520 B-2021 ¥S1 PRO30 180104324
*Temperature (°C) 1 q . ] W1 \\l.‘\ Alkalinity 5.0 mgCaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
[pH s.U) .45 4 40 7.%49 Temperature 0% SM 25508-2010 Digital Thermometer | | J566Y 70!
Dissolved oxygen (mg/L) 8.5 %.0 =1
300 mg/L
g/ *Salinity (ppt) i Ve.O 7LD
*Temperature (°C) 4.1 B T ~ .\‘
s 3.95 3.90 | IsU
Dissolved oxygen (mg/L) 2.5 %0 ¥
450 L
"8/ saiimity e 265 | w.o | e
*Temperature (°C) 2y, e T -\’\{-‘o
P 39 |13.40 | 350
FDlssolved oxygen (mg/L) 4.6 % 0
: . +-%
600 mg/L
g/ *Salinity (ppt) 285 - { LW |
*Temperature (°C) 24 Wb | b
H {5.U.
RN 3449 e [\
Dissolved oxygen (mg/L) 8.5 %.D \ s
TS0 me/t ity (oot ¢
ty (ppt) 2C VA W)
*Temperature (°C) '2 Y.o i 1 WY
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Page 2 of 2

Acute LC;y Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # 1\

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltsSw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
miwten | V0815 o9 oﬂ IR%o Qf’ | C Yelo~ | 0797 A
24 s (U2s %
48
Termination ﬂ"\'.‘_s I'l L§ 30 W

*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.
Batch (Al Batch Ab): o-0Vv\S
Age (1 to 5 days old): VL DANS

0" 1e VW0
01-0 2

|Date organisms were born:

n-0vs W

Average transfer volume: <0.25mL

Transfer bowl information: |pH (s..): ?’ 0 9

Temperature (°C)

25.1'¢c

Survival Data (number of living organisms):

Control 150 mg/L 300 mg/L 450 mg/L 600 mg/L 750 mg/L

Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
_ (e |2 128 (od
28 |9 1o 1o w0 [9w |[lo]le [ 9 o ]| ]e
|22 1t 2
s |w |w|lofr g |12 [ |0 |o
Termination
Mean Survival y02 7 1997. %6. 957 %2 . o 7.
Comment codes: d =dead, u = unhealthy, s = stressed
Statistics:
Method s ln < Comments:
|Lower 95% confidence limit
(mg KCl/L) § 2 f) 2
Upper 95% confidence limit
(mg KCI/L) 6 Ll 3 )
48-hour LC, (mg KCI/L) 6 % 2. 93

Test
Reviewed by:

CAP ATAY.Revician A-Fvhihit ATA7 1
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3 Environmental Testing Sokutions, nc.

Statistical Analyses

Acute Mysld Test-24 Hr Survival

Start Date:  7/8/2025 Test ID: AbKCIAC Sample 1D: REF-Ref Toxicant
End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
150 1.0000 1.0000
300 0.9000 1.0000
450 1.0000 1.0000
600 0.9000 1.0000
750 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat__ Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.2077 0 20
300 0.9500 09500 1.3305 1.2490 1.4120 8.661 2 1.118 2,850 0.2077 1 20
450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2850 0.2077 o 20
600 0.9500 0.9500 1.3305 1.2490 1.4120 8.661 2 1.118 2850 0.2077 1 20
750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu __ MSDp  MSB MSE _ F-Prob df
Dunnett's Test 600 750 670.82 0.10341 0.10606 0.00398 0.00531 0.59833 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECS50 95% CL
0.0% 647.64 61499 682.03
5.0% 666.89 658.91 674.98
10.0% 666.89 65891 67498 1.0
20.0% 666,89 65891 674.98 09:
Aulo-0.0% 647.64 61499 682.03 '.
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ETS

) Environmental Testing Sakutions, Inc.

Statistical Analyses

Acute Mysid Test-48 Hr Survival

Start Date: 7/8/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2
D-Control 1.0000 1.0000
150 1.0000 1.0000
300 0.9000 0.8000
450 1.0000 0.9000
600 0.6000 1.0000
750 0.0000 0.0000

Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp Number
D-Control  1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.5125 0 20
300 0.8500 0.8500 1.1781 1.1071 1.2490 8.517 2 1.301 2,850 0.5125 3 20
450 09500 0.9500 1.3305 1.2480 1.4120 8.661 2 0.453 2.850 0.5125 1 20
600 0.8000 0.8000 1.1490 0.8861 1.4120 32.366 2 1.463 2.850 0.5125 4 20
750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC __ LOEC ChV TU MSDu  MSDp MSB MSE___ F-Prob df
Dunnett's Test 600 750 670.82 0.36182 0.3711 0.0318 0.03233 0.49219 4.5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 58279 528.18 643.05
5.0% 613.99 55558 678.54
10.0% 641.86 603.49 68267 1.0
20.0% 652.37 632.34 673.03 DQ:
Auto-0.0% 582,79 528.18 643.05 g
0.8 4
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0.6 4
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R v Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

R T Source: Aquatic Indicators, Inc.
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Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).

wm - CeNtral Tendency (mean logarithmic LC,, converted to anti-logarithmic values)

~ = - Control Limits (mean logarithmic LC,, * 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic LC_, £ 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic LC,, £ S, ,, converted to anti-logarithmic values,
Sai0= 10" percentile of CVs reported nationally by USEPA)

ntered and
Reviewed by
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Acute LCs, Whole Effluent Toxicity Test, Species: Americamysis bahia

EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

Page 1 ol

Test concentrations {mg/L KCl) 150 300 450 6500 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
deionized water. This 50,000 mg/L KCl stock solution was used to
mlL Stock solution 3.0 6.0 9.0 12 15 prepare the concentrations evaluated for toxicity.
mL Dilution water 997 994 991 988 985
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 1"3‘\"\
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Concentiation Analyst W x L pys Temp e and salinity performed at the time of test initiation or termination by the analyst
pH (s.0.) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
! e 6‘02 —‘h ‘10 3 "d? bench sheet and transcribed to this bench sheet.
Disso oxygen (mg/L) g q %\ T )
Control, *Salinity (ppt) * L
saltsw 252 |%S. { 5.5
*Alkalinity (mg/L CaCO,) %) Chemical analyses:
*Temperature (°C) ] LLS 5. 7 1S 1% .\\ Parameter ing limit  |Method b Meter Serial number
Ipl{ {5.u) 6 Du 3 4 0 “h %S pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
e |pissolved oxygen (mg/t) 6“_{ % 3.4 IDissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |¥SI Model 52CE 084100271
150 mg/L
*Salinity (ppt) 25 q 2 5 S ’)\g , 5 Salinity 1.0 ppt 5M 2520 B-2021 Y51 PRO30 180104324
*Temperature [°C) 1 u. 3 . "\ 1s. Alkalinity 5.0 mg CaCO,/L  [SM 2320 B-2021 Accumet AR20 93312452
IpH (s.U.) 6 OS 1.4 EX Temperature 0.1°% 5M 25508-2010 Digital Thermometer ]30 o8l
Dissolved oxygen (mg/L) 63"’ 3 3.4
300 L
mg/ *Salinity (ppt) 25 \ = g iy 2 { : 9
*Temperature (°C} y) ‘_J 9 6.\ 15-$
[ ) B |+ |25S
il |pissolved oxygen (mg/L) 6‘1“' 4D 3.¢
m *Salinity (ppt) qa7 2 g 6 A 6 o
*Temperature (°C) 2. Y cl NEg.-0 1S-§
b alv |7.42 | F¥5
— Dissolved oxygen {mg/L) % .3 %<0 3.0
P
Salinity (ppt} zg. 3 '25 -7 A 6 . l
*Temperature (°C) 3 L]l q 18-3 18-%
s g3 |29 [\ \
— Dissolved oxygen (mg/L) '93 1.4 & N
m
*Salinity (ppt) Z23.L 25 %
*Temperature (°C) as, Q 15.0 \

SOP AT42-Revision 4-Exhibit AT4;



Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahig Potassium Chloride Acute Reference Toxicant Test

Page 2 of 2

AbKCIAC # V-
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst | Incubator/shelf |  Template
0 . -
o | 00838 | 1205 P | Dd7| 3@ [\ WAie | 0731254
2 |og-ovns Nub %
Telr:naal'um o ‘- m. Ls [ 3 a’ 1 %
*Test organisms were fed In holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: Aquatic Indicators, Inc.
|Batch (Al Batch Ab): 68 0N 1S
Age (1to 5 days old): -1 DadsS
04018 1100
Date organisms were born: e
of-o\-\% WHO
Average transfer volume: <0.25 mL
Transfer bowl information: pH(S.U: 14L
Temperature (°C)
24.5°C
Survival Data (number of living organisms):
Control 150 mg/L 300 mg/L | 450 mg/L 600 mg/L 750 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B Cc D E F G H I J K L
0 10 10 10 10 | 10 10 10 10 10 10 10 10
Initiation
ie | ue o | 0d
24 bl ]l el l[lD]a |0 4% | 8| ™| 5
Y e Y Y
48 ol BVEoR IR KV YO IO T P 1% |$ |72 |o
Termination q
A
Mean Survival voal. \oov, L9092 7. 45-/. 6?"7—44.4_4/.,307__‘07:
Comment codes: d = dead, u = unhealthy, s = stressed B ' “)
Statistics:
[Method fh b Comments:
Lower 95% confidence limit
(mg KCI/L) g 6 2 ‘ ?‘
Upper 95% confidence limit
(mg KCI/L) 643.3
48-hour LCs, (mg KCI/L) 6 0 b\ 0

SOP AT42-Rewvision 4-Exhibit AT42.1



Statistical Analyses

Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr survival

Start Date; 8/5/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:

Conc-mg/L 1 2

D-Control  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 0.9000 1.0000
800 0.9000 0.6000
750 0.0000 0.0000

Transform: Arcsin Square Root

1-Tailed Number Total

Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat __ Critical MSD Resp Number
D-Contrel 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20

150 1.0000 1.0000 1.4120 1.4120 14120 0.000 2 0.000 2.850 0.3588 0 20

300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.3588 0 20

450 0.9500 09500 1.3305 1.2490 1.4120 8.661 2 0.648 2.850 0.3586 1 20

600 0.7500 0.7500 1.0676 0.8861 1.2490 24.041 2 2.738 2.850 0.3586 5 20

750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20

Auxiliary Tests Statistic Critical Skew Kurt

Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed

Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu __ MSDp

MSB MSE  F-Prob df

Dunnett's Test 600 750 670.82 0.21962 0.22525
Treatments vs D-Control

0.0445 0.01583 0.14352 4,5

Trimmed Spearman-Karber
Trim Level EC50 95% CL

0.0% 618.51 582.56 656.69
5.0% 63015 598522 667.12
10.0% 636.04 59644 678.27 1.0

200% 64480 57995 716.90 305]
Auto-0.0% 618.51 58256 656.69 S
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Dose-Response Plot
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Statistical Analyses

Enviranmental Testing Solutions, Inc.

Acute Mysid Test-a8 Hr Survival

Start Date: 8/5/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 Lab ID: ETS-Envir, Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 0.9000 1.0000
600 0.8000 0.5000
750 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat__ Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.3251 0 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.3251 4] 20
450 09500 0.9500 1.3305 1.2490 1.4120 8.661 2 0.714 2.850 0.3251 1 20
*600 0.6500 0.6500 0.9463 0.7854 1.1071 24.043 2 4.084 2.850 0.3251 T 20
750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC _LOEC __ ChV TU MSDu __MSDp __MSB MSE___F-Prob df
Dunnett's Test 450 600 519.615 0.19139 0.1963 0.08183 0.01301 0.03452 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 17.0394 3.72878 9.73103 24.3478 o] 4.23386 7.81472 0.23729 278107 0.05869 S
Intercept -42.388 10.4041 -62.78 -21.99
TSCR 1.0 -
Point Probits _mg/L 95% Fiducial Limits 0.6 ]
ECO1 2.674 441.107 339.103 4936 ’
ECO05 3.355 483.659 396.779 528.665 0.8 4
EC10 3.718 507.996 430.869 549.086 07 1
EC15 3.964 525.105 455.098 563.815 4
EC20 4,158 539.112 474,958 576.246 § 981
EC25 4.326 551.426 492.319 587.565 g_o.s- |
EC40 4.747 583.718 536436 619954 2 04:
EC50 5.000 604.048 562.203 643317 a7 ] y
EC80 5.253 625.086 586.49 670.652 0.3 4
EC75 5.674 661.691 622,935 725.923 02:
EC80 5.842 676.806 636.276 751.151 -]
EC85 6.036 694.86 651.296 782.736 0.1 4 {
EC90 6.282 718.261 669.676 825.631 0.0 1——rrrrer - J .
EC95 6.645 754.403 696.432 895421 5 io 00 4000, 46000
EC99 7.326 827.178 746.813 1046.45 Dose mg/L
Dose-Response Plot
1 < <
0.9 3
o LTy R e 1-tail, 0.05 level
of significance
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Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart
Source: Aquatic Indicators, Inc.
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Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).

Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic LC,, * S, ,, converted to anti-logarithmic values,

s, . =10" percentile of CVs reported nationally by USEPA)
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EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

-

Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia

Page 1 of

Test concentrations (mg/L KCI) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
ized water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 3.0 6.0 9.0 12 15 prepare the ¢ ations evaluated for toxicity.
mL Dilution water 997 994 991 988 985
Total volume {mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 1-"\ Vi
Chemical Analyses: Hours
0 24 48
i *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
S| Analyst YL y‘ L Al Temperature and salinity performed at the time of test initiation or termination by the analyst
|pH (s.U.} %0 ?:, ..} qs + [15 performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
" £ bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) ‘3‘- 2 3 q . % |
Control, [+salinity (ppt)
sithibie 248|240 |35
*Alkalinity (mg/L caco,) “ 0 Chemical analyses:
*Temperature (°C) S . l "_L\, '\ 6.0 Parameter |Reporting limit  |Method number Meter Serial number
pH (5.U.) 8.0\ o q v '}r"t\ pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
|Dissolved oxygen (me/L) %.3 .0 18 Dissolved oxygen 1.0 mg/L SM4500-0 G-2021 | YSI Model 52CE 084100271
150 mg/L
*Salinity (ppt) Z&a.0 24.3 AS 2 Salinity 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
*Temperature (°C) 5.0 ‘\."\.-\o S Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
IpH (5.u.) %.0\ 391 140 Temperature 0.1°%C 5M 25508-2010 Digital Thermometer 1'50&‘1“5!
|pissolved oxygen (mg/1)
g% | 6.0 |%¥
300 mg/L *Salinity (ppt) a.l‘? 24, },’ 14 9
*Temperature (°C) $-0 -9 U &
H (5.U.
pres g.01 |47 |3.99
— |pissolved oxygen (meg/L) 8.2 %D +5
m
*Salinity (ppt) 2y q % (.5 269
*Temperature (°C) A4 0 1
i g.0) | HhaF | 4%9
o |Dissolved oxygen (mg/L) 8. 2 ﬁ ,D -;b((
my
*salinity (ppt) M9 AS.7 Ab.o
*Temperature (°C) 1s.0 ¢ w9
R 800|345 |49
— Dissolved oxygen (mg/L) € % ,‘ .D 5
*Salinity (ppt) 2%9 2;_ -7 %6 A
*Temperature (°C) ..\ ],‘L-S w.q

SOP AT42-Revision 4-Exhibit AT4,



Page 2 of 2

Acute LCs, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # vy

Feeding Test Inltiation or Termination Location Randomizing
Saltsw Batch

Hours Date - -
Time Analyst Time Analyst Incubator/Shelf Template

o | 080835 | w4s | 29 31| 2 \ D |wine | ovovisg
0A-10-15 ( 32&( p

N 3o | 2

*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test arganisms were not fed during the test.

24

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.
Batch (Al Batch Ab): oa-al 1S
Age (1 to 5 days old): VL badS
04015 1O
|Date organisms were born: ™
0A-D¢-wvs  WBHD
Average transfer volume: <0.25 mL
Transfer bowl information: pHsU): 1.87
Temperature (°C)
20.2°c

Survival Data (number of living organisms):

Control 150 mg/L | 300 mg/L | 450 mg/L | 600 mg/L | 750 mg/L

Hours Replicate Replicate Replicate Replicate Replicate Replicate

A B C D E F G H I J K L

0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation

|2 - )

24 2 RCH NEN NCH NEE FOR R NP I Ve Rl LS

_ 2| g2 2| e

48 wl el [P |w]w|i|é6 4" 1o |o
Termination

§0~/- o 7.

Mean Survival | 09°) oo vy W00 1. \9249.

Comment codes: d = dead, u = unhealthy, s = stressed

Statistics:

Method (b K Comments:

Lower 95% confidence limit

(mg KCI/L) 65 7 é
Upper 95% confidence limit

(mg KCI/L) 6 2\(7 |
a8-hour LCq, (mg KCI/L) $90. L|

Test
Reviewed by:

SOP AT42-Revision 4-Exhibit AT42.1
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Statistical Analyses

+ Environmental Testing Solutions, Inc.

Acute Mysla Test-24 Hr survival

Start Date: 9/9/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 9/11/2025 LabID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:

Conc-mg/L 1 2

D-Control  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 1.0000 1.0000
600 0.9000 0.6000
750 0.2000 0.1000

T form: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2.830 0.3184 0 20
300 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2830 0.3184 0 20
450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2830 0.3184 0 20
*600 0.7500 0.7500 1.0676 08861 1.24%0 24.041 2 3.062 2.830 0.3184 5 20
*750 0.1500 0.1500 0.3927 03218 04636 25.550 2 9.060 2.830 0.3184 7 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC _ ChV TU MSDu __MSDp __ MSB MSE __ F-Prob df
Dunnett's Test 450 600 519.615 0.18592 0.19069 0.33907 0.01266 4.9E-04 5,6
Treatments vs D-Control
Maximum Likelihood-Probit
Par t Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 18.0422 4.32841 9.55853 26.5259 0 0.03905 7.81472 0.99797 2.81675 0.05543 3
Intercept -4582 12,1998 -69.732 -21.909
TSCR 1.0
Point Probits _mg/L__85% Fiducial Limits e /
ECO1 2674 487317 369.308 542.359 - 4
ECO05 3.355 531.599 433.412 577.781 0.8 4 F
EC10 3.718 556827 471.344 598.455 071
EC15 3.964 574.521 498.278 613.454 4
EC20 4.158 588.984 520.298 626.22 @ 067
EC25 4326 601.682 539.463 637.974 g_ 0.5 4
EC40 4,747 634905 587.369 672.651 2 1
EC50 5.000 655769 614.363 698.765 @ 047
ECB0 5.253 B677.318 638.891 730.105 0.3 4
EC75 5.674 714718 674.449 793,96 02 ] k
EC80 5.842 730.127 687.314 82296 oA
ECB85 6.036 748.507 701.793 859.112 0.1 1
EC90 6.282 772.292 719.537 908.009 0.0 1 . ol
EC95 6.645 808.943 74543 987.282 4 10 100 1000 10000
EC99 7.326  BB2.45 794.258 1158.44 Dose mg/L

Dose-Response Plot

091
1-tail, 0.05 level

0.8 3 Al
of significance

0.7 ]
0.6 3
05 ]

24 Hr Survival

0.4 1
03]
0.2 3

0.1 :

D-Control
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Statistical Analyses

,. Environmental Testing Salutions Inc.

Acute ny_m'a Test-48 Hr survival

Start Date: 9/9/2025 TestID: AbKCIAC Sample 1D: REF-Ref Toxicant
End Date; 9/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Monitoring Report
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:

Conc-mg/L 1 2

D-Control  1.0000  1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 1.0000 1.0000
600 0.6000 0.4000
750 0.0000 0.0000

Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L __Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp Number
D-Contrel 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2850 0.1815 0 20
300 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2.850 0.1815 0 20
450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.1815 0 20
*600 0.5000 0.5000 0.7854 06847 0.8861 18.129 2 9.841 2.850 0.1815 10 20
750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statisti Critical Skew Kurt

Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed

Hypothesis Test (1-tail, 0.05) NOEC__LOEC __ChV TU __ _WMSDu___MSDp ___MSB___MSE___F-Prob__ df

Dunnett's Test 450 600 519.615 0.08637 0.08859 0.15706 0.00405 5.9E-04 4,5
Treatments vs D-Control

Trimmed Spearman-Karber
Trim Level EC50 96% CL

0.0% 59040 557.62 625.10
5.0% 591.35 554.95 630.14
10.0% 59231 551.30 636.37 1.0 &
20.0% 594,22 53923 654.82 ]
Auto-0.0% 590.40 557.62 625.10 o

0.0 vty TGO
1 10 100 1000
Dose mg/L

Dose-Response Plot

1-tail, 0.05 level
of significance
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" —— Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

ERA SRR A EARS Source: Aquatic Indicators, Inc.

0SS 7177717 T T T T T T T T T 1 T T ]
! Control Limits (+ 2 Standard Deviations) ]
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Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,; converted to anti-logarithmic values)
e wm = Control Limits (mean logarithmic IC,; + 2 standard deviations converted to anti-logarithmic values)

... Laboratory Warning Limits (mean logarithmic IC,; * 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic IC,; £ S, .. converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)

teved and
Reviewed by
Jim Sumner
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Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.

o Environmental Testing Selutions, Ine.
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Environmental Testing Solutions. Inc.

Page 1 of 6

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia

AbKCICR Test Number: 265
Dilution preparation information: Comments:
KCl Stock INSS number: INSS WA,
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume {ml) 10 15 20 30 40
Diluent volume (mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: GLey
Date and times organisms 07-01-25 1200 to Incubator number and shelf | -
were born between: 07-02-25 1130 location: -S '03
Organism source: Al Batch Ab: 07-02-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bowl information: pH = 8.6 S.U. Date / Time in oven: M-15-15 VW0
Temperature= =.4.0 a9C *nitial oven temperature: 0 "¢
Average transfer volume: <0.25mL Date / Time out of oven: rehe-AS U100
*Final oven temperature: Lo ‘C
Total drying time: o uasS
Daily feeding and renewal information: *60°C Oven, Thermometer SN: 14-98585
Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SW
termination batch used
Time Analyst Time Analyst Time Analyst
9 07-08-25 R ™MD 8 S V\ N-N-\S A
s 07-09-25 oS00 \iS 14D P4 0¥ B
2 07-10-25 ost0 | U Vs 090 t 04§
3 “ ~
07-11-25 oS00 \[d" WO h 0E1D W g0 SA
4 07-12-25 Qb 6O U V100 \1,4 oMD K [ g LA Gk AN
2 07-13-25 0LoO \Lo0 04 1p [ 1-2SA
6 : L LA | I
DEARSS 0s06 || oo K 0450 A -6
7 07-15-25 T \
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer \s_gﬂrda\ttis
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: O1. <20% 7-day LCso (mg/L KCl) $of.3
Average weight per initial shrimp: 4.0 NOEC (mg/L KCI) 318
Average weight per surviving shrimp: 0.210 2 0.20 mg/shrimp LOEC (mg/L KCl) SoD
ChV (mg/L KCl) 433,0
ICas (mg/L KCl) Yad.Z

SOP AT44-

Revision 4—Exhibit AT44.1



Environmental Testing Solutions, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 265

Day CONTROL 250 mg KCI/L
A B C D E F G H I J K L M N 0 P
9 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
S| S S| S| S| S| SIS S S S S| SIS| S5
2
SIS | S| S| S| S SIS S SIS|Dis]|%|S
3 — g P - s— — —
S | SI5[5]S|I3[|S|S]|s|3 |5 (>[5 3]s|>
4 o T e — — —
S| s|I3|S|S|S|S|S|S|s|S|s|S|S|s|s
’ s|s|s|s| s|s|s|S]|s|s|s|s|s|s |s]s
6 — er b o . =1 =1- =1 =
’ S| S S| S| S| S| 3] s| s S | §|S[-5]S
e | B —
# fem:::: :m:::;lopin: e '_________——-——'———"_'—__
#immature females [ | _ﬁ'_
# males ] _'___'—!;’t
*A = Pan weight [mg)
Tray color code:
? A H W v v ] ~ X
s o o7 |0 o ol [oX k@ |7 | |&? | |6 |« [
‘ A o R FR N N oo NS N R R NS S S N Rl NS N
*B = Pan + Shrimp weight
mj;.“:gn ) {128 [t | 44.43 [ 18,89 1522 1480 12,0413, 0% 1L (162 09169513, 49 WL TH 15 32 13,8
C = Shrimp weight {mg)
=B-A
Wt (ot [ Lo | LV | ok [ 1.00 | 1,03 | 1.02 108 [1.10 |(.0S | 113 [1.0S [1.06 .o} .04
Hand calculated
Analyst:, &
Welght per Initial number
of shrimp [mg)
:';:1! Initial number of k ‘x N " g
mp
Hand calculated ’\s\ _1'01 :\' ; '\?'N '\}:V ’\w "/$ “P ,‘S" '5'6) '\:\0 ’\‘} b f\’\ o ’\) :\’0 :"
mlm:_L 4} 0 0 o 0 0 vy 0 o o' Q 0’ o 0’ Q (5]
| Average weight per initial | Average weight per initial Percent reduction from control
number of shrimp (mg) “§ number of shrimp (mg} (%)
RS S 0.2\0 ©. 1\ «2:6%

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4—Exhibit AT44.1
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Survival and Growth Data

Page 3 of 6

ADbKCICR Test Number: 265

Day 375 mg KCI/L 500 mg KCI/L
Q R S T U \") w X Y Z AA BB cC DD EE FF
8 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 L
i |
Sl Sl & € B S|SIS] S| S|SIS[ SIS S]58
2 .8 lﬁl vol] L LY 1.{ 1.* |k
SIS (S [ S| S| S| | s[4 4797 377 |
3 ~ _ 1 4
S|1S|Is|s| s[4 dels |94 |4 |41 | |U|2°|3 M
4 | g
S|S|5] S| S| Y| ¢35ty |4 |d|M 23|V
5
sl sls|s|slalals]alalafala] 2>
6 - e
sls|s4e|b|d | y|S|d | 4] L] 4|22 |V
\k oA LA x
4 < ls s ol slw] Qs | S 3 4] 2| v |
A | s —
= soa 1 |
# immature females __-_________.-—-—""-' ‘.,6.
# males i L — -
;l\: Plln wnl:ht (meg) ‘\p
VR, K - Y v 9 °
ﬁ# . -:Jéb -'1;9 \04) f\;]) 337 ,\fb \0 i'? <,:'3 r\,\ 0\ Q) o \X 0 0\0 -'v}(’)
ome 262225 | X | X7 (- [ X0 [T o [0 [ | [0 I |0
*B = Pan + Shrimp weight
Ei‘:’m 0 [ sl 15,11 18,41 | 4g, %0 1. 80 | g2 [n.0Y ©0-M 13,52 (A k|t [0 18 (LN |nlod k{088
€ = Shrimp welght (mg)
=B-A
e (0 [0t o8 | R 1T | ko (ol | 1ok o5 0.8t [0.82 |6.34 018 |0.33| 0.01€| 0.8
Analyst:
Welght per initial number
of shrimp {mg)
:';:1 ,:'::Illal number of ‘\ . * A R » \L g
2N Y A "L"’b AN 48t 2| A b | oV S | e | e bl do
and calculate » o O . - v * . © \ v ) \ b) A\
ol \ S LA L o |or o [T et BT o (g o0 for | o-& 0
| Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
number of shrimp (mg) (%) number of shrimp (mg) (%)
3 0.2\6 - 241 010\ g0l

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutions, Inc,

Survival and Growth Data

Page 4 of 6

AbKCICR Test Number: 265

Day 750 mg KCI/L 1000 mg KCI/L
GG HH I J) KK LL MM | NN (o]0 PP QQ RR SS T uu vV
B 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
Sd § s S 3
1 O‘-‘»"\Ow\ ah{osﬁ\os{ko 0*0.‘ 0”\0‘*05&0%0%09‘0“0*
2
L /7
3 /
,/
4 /
//
5 £
L = /
6 /
/
7 |~
//
# femnales with in
) ab::od sa:ns /
e ]
# immature females
H males / —T _& .TS
*A = Pan weight [mg)
Tray color code: — et /
Analyst: //
Date:
/
*B = Pan + Shrimp weight L —
[mg) ; —-/
Analyst: ..—4“"'"#
Date: "“',—-"/
C= Shrimp weight (mg) 1 —
=Ea ] P ﬂ-‘-s
Hand calculated //
Analyst: — 1
Welght per initial number
of shrimp (mg)
=C/ Initial number of
shrimp O O o 0 O O 0 O O O O 7 O 0 0 0 O
Hand calculated
Analyst:
;' Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
X number of shrimp (mg) (%) number of shrimp (mg, (%)
0 186 /- 0 1001

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
Ilg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



B 4 Americamysis bahia Chronic Reference Toxicant Test
EPA-821-R-02-014, Method 1007.0

A = e Quality Control
e M R R Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 26¢
Test dates: July 08-15, 202!
Concentration (mg/LKCI)|  Replicate Initial number of Final numbar of | A = Pan weight (mg) B =Pan + Larvae Larvae weight {mg)] | Weight / Initial rumber | Mean survival Mean weight [mg) |Coefficient of variation| Percent reduction from
larvae larvas weight [mg) =B-A of larvae (mg) %) %) contral (%}
A 5 5 12.34 13.41 1.07 0.214
B 5 5 14.24 15.28 1.04 0.208
C 5 5 13.59 14.66 1.07 0.214
D 5 5 13.82 14.93 111 0.222
Control = = s 1278 15.84 108 0212 100.0 0.210 33 Not applicable
F 5 [ 14.22 15.22 1.00 0.200
G 5 5 13.47 14.50 1.03 0.206
H 5 5 11.02 12.04 1.02 0,204
1 5 5 12.01 13.09 1.08 0.216
J 5 5 13.01 14.11 1.10 0.220
K 5 5 14.04 15.09 1.05 0.210
L 5 5 14.30 15.43 1.13 0.226
24 M 5 5 12.90 13.95 1.05 0.210 0.0 014 34 20
N 5 5 13.65 1471 1.06 0.212
[*] 5 5 14.31 15.32 1.01 0.202
[ 5 5 12.71 13.80 1.09 0.218
Q 5 5 14.48 15.55 1.07 0.214
R 5 5 14.35 15.46 111 0.222
5 5 5 14.63 15.71 1.08 0.216
T 5 4 12.23 13.41 1.18 0.236
m u 5 5 14.43 15.50 1.07 0.214 25 0213 . 28
v 5 4 10.28 11.30 1.02 0.204
w 5 4 10.20 11.21 1.01 0.202
X 5 5 10.55 11.61 1.06 0.212
Y 5 3 10.21 10.74 0.53 0.106
Z 5 3 13.01 13.52 0.51 0.102
AA 5 4 13.86 14.38 0.52 0.104
BB 5 2 13.80 14.14 0.34 0.068
s cc 5 4 15.40 16.18 0.78 0.156 Lo b 2 52
DD 5 2 14.00 14.33 0.33 0.066
EE 5 32 13.90 14.38 0.48 0.096
FF 5 3 10.35 10.88 0.53 0.106
GG 5 0 0.00 0.00 0.00 0.000
HH 5 "] 0.00 0.00 0.00 0.000
Il 5 ] 0.00 0.00 0.00 0.000
1 5 o 0.00 0.00 0.00 0.000
750 T 5 o 500 000 500 0.000 0.0 0.000 0.0 100.0
LL 5 "] 0.00 0.00 0.00 0.000
MM 5 o 0.00 0.00 0.00 0.000
NN 5 o 0.00 0.00 0.00 0.000
00 5 o 0.00 0.00 0.00 0.000
PP 5 o 0.00 0.00 0.00 0.000
aQ 5 0 0.00 0.00 0.00 0.000
RR 5 ] 0.00 0.00 0.00 0.000
4400 55 5 ) 0.00 0.00 0.00 0.000 &0 a0e0 00 100.0
pns 5 "] 0.00 0.00 0.00 0.000
uu 5 o 0.00 0.00 0.00 0.000
w S 0 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0119 MSD = Minimum Significant Difference
PMSD: 5.7 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSD is the minimum percent difference between the control and treatment that can be
declared statistically significant in a whole effluent toxicity test.

Lower PMSD bound determined by USEPA (10th percentile) = 11%.
Upper PM5D bound determined by USEPA (90th percentile) = 37%.
Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PMS5D data from EPA's WET
Interlabaratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the
ivity of the test hod and is not a minimum acceptance criteria.

USEPA, 2001a, 2001b. Final Report: Interlaboratory Variability Study of EPA Short-term Chronic and Acute Whole Effluent Toxicity Test Methods, Volumes 1 and 2-Appendix. EPA-821-B-01-004 and EPA-821-B-01-005.
US Environmental Protection Agency, Ci i, OH.
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Statistical Analyses ——
) én;emmnlal Testing Seillm.
Mysid Survival and Growth Test-7 Day Survival
Start Date: 7/8/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 715/2025 LabID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
250 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
375 1.0000 1.0000 1.0000 0.8000 1.0000 08000 08000 10000
500 0.6000 0.6000 0.8000 04000 08000 04000 06000 0.6000
750 0.0000 0.0000 00000 0.0000 00000 0.0000 0.0000 0.0000
1000 0.0000 00000 0.0000 0.0000 0.0000 00000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 10000 1.0000 1.3453 1.3453 1.3453 0.000 8 0 40
250 10000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 09250 09250 12560 1.1071 1.3453 9.813 8 56.00 48.00 3 40
*500 06000 06000 08910 06847 11071 17929 8 36.00 48,00 16 40
750 00000 00000 0.2255 02255 0.2255 0.000 8 40 40
1000 0.0000 0.0000 02255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.82218 0.904 -0.1441 1.21635
Equality of variance cannot be confirmed
 Hypothesis Test {1-tail, 0.05) NOEC  LOEC Chv TU
Steel's Many-One Rank Test a7s 500 433013
Treatments vs D-Confrol
Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 12.6342 192451 B.B6215 16.4062 0 199438 7.81472 057357 270616 0.07915 5
Intercept -29.19 5.17953 -39.342 -19.038
TSCR - 10 P
Point Probits  mg/L  95%Fiducial Limits ] f
ECO1 2.674 332683 278.341 368.638 :
ECOS 3.355 376679 330459 407.849 0.8 4
EC10 3.718 402464 361422 431.261 0.7
EC15 3.964 420.851 383416 448419 o
EC20 4158 436.061 401387 463.072 e 0-5:
EC25 4326 449548 417028 476.533 § 05 4
EC40 4.747 485411 45649 51525 @ 1
ECS0 5000 508.349 47968 54266 € 047
EC60 5253 532371 502273 573.546 031
EC75 5674 574841 538993 632.581 1
EC80 5842 59262 553507 658.602 027
EC85 6.036 614.039 570.521 690.768 0.1 1
EC90 6282 642092 592204 734.059 0.0 1 J
EC95 6.645 686.045 625.164 804.169 A i o A
EC99 7.326 T776.771 6890548 956.281
Dose mgllL
Dose-Response Plot
1 -
09 3
038 3
0.7 7
%’ 06
@ 057
- 3
& 043
o E
0.3 4
0.2 4
0.1 ]
01 - - - &
£ g g 8 8 g
Q
o




[nbeved and
Statistical Analyses potpinisd
N — — v
. Environmental Testing Solutions, Inc.
Mysid Survival and Growth Test-Growth-Weight
Start Date: 71812025 Test|D: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 7/15/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mgiL 1 2 3 4 ] (] T 8
D-Control  0.2140 0.2080 0.2140 0.2220 0.2120 0.2000 0.2060 0.2040
250 02160 02200 02100 0.2260 02100 0.2120 0.2020 0.2180
375 02140 02220 02160 0.2360 02140 0.2040 0.2020 0.2120
500 0.1060 0.1020 0.1040 008680 01560 0.0660 0.0960 0.1060
750 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 00000
1000 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 00000
ar Transform: Untransformed 1-Tailed Isotonic
Conc-mg/lL.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 0.2100 1.0000 02100 0.2000 0.2220 3.299 B 0.2131 1.0000
250 02143 1.0202 0.2143 0.2020 0.2260 3.437 B -1.003 2798 0.0119 02131 1.0000
375 02150 1.0238 0.2150 0.2020 0.2360 4.947 8 -1.180 2799 0.0119 02131 1.0000
500 0.1005 04786 0.1005 0.0660 0.1560 27.693 -] 0.1005 047186
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.96343 0.884 0.58022 0.72573
Bartlett's Testindicates equal variances (p = 047) 1.50243 9.21035
is Test (1-tail, 0.01) NOEC _ LOEC __ ChV TU _ MSDu__MSDp __MSB___MSE__ RProb _ df
Dunnetl's Test 375 =375 0.01186 0.05646 SB8E-05 7.2E-05 045818 2 21

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mgl.  SD 96% CL Skew
IC05 38683 174 38155 389.16 -13775
Ic10 39866 248 39336 403.32 0.0961
Ic1s 41049 339 40499 41749 05390
Ic20 42232 437 41583 43165 06768
IC25 43415 538 42614 44624 07258
IC40 46963 B850 456.82 49040 0.7544
IC50 493280 1293 477.28 52969 12151
1500
Dose-Response Plot
0.25
02 ] i L 1-tail, 0.01 level
1 of significance
£ ]
B 0.15 4
[ <
2
§ 0.1
0.05
o] .

D-Control
2501
3751

500
7504

1000
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 265

Daily Chemistry:
Temperatures performed at the time of test initiation, renewal or termination by the analyst identified in the Daily Renewal Information table
located on Page 1. Alkalinity performed by the analyst identified on the bench sheet specific for this analysis and transcribed to this bench

sheet,
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst | X\ !,‘w ) 2 ¥L i'- Loi IR L
pH (S.U.) 3.4% 3.l A6 [FA S [ 3@
DO (mg/L) %4 2 g2 % g
CONTROL, | salinity (ppt) 25.0 25. 2 2s5s.0 '\-5 i .0
Salt SW Alkalinity 100 [y ] X
{mg CaCOs/L) R L 100 e A e §1-
Temperature (°C) e | e O 1%- - WS NS -
pH (S.U.) 391 ERLE T4 355 F49
250 mg DO (mg/L) £.4 4 3.2 3% 41
KCl/L Salinity (ppt) 25, & 26.1 25 .4 S.S A
Temperature (°C) S .\ S, § S - U G- | e
pH (S.U.) 3.41 ELE 2397 244 .44 23S
375 mg DO (mg/L) %.49 3.9 8- 1.9 4.\ 2.0
KCl/L Salinity (ppt) 25 ¥ 26.3 25.8 AT S.d | Zsg
Temperature (°C) .\ S L B | WS G- e
pH (5.U.) 192 FnE 244 .65 2.94 1.60
500mg | DO (mg/L) %4 7.9 % .. En 1\ 32
KCl/L salinity (ppt) 25.5 26.0 2628 S, ¥ WS | 26
Temperature (°C) \s.% 1s.1 B | .S S - WD
pH (S.U.) 349 341 i
750 mg DO (mg/L) 4.4 $.0 I~
KCl/L Salinity (ppt) 25.2 26,2
Temperature (°C) s, € W o
pH (S.U.) 3.4% 040 01-41; P
1000 mg DO (mg/L) % 8.0
KC)/L salinity (ppt) 25.9 | 266
Temperature (°C) s L. D
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 265

Da
(Analyst identified for each day, performed :H, D.0. and salinity measurements only.)
Conc. Parameter 3 a 5 6
Analyst | (A Pse gse 228 BsL L XL s
pH (S.U.) Q0 1.30 .04 ‘L40 §.2¢ 249> 3.4 137
DO (mg/L) é2 3.9 3.2 3.9 34 [39 61\ 5.5
CONTROL, | salinity (ppt) 250 | Z5. 250 | 23> | 244 25.\ 25 | zS2
Salt sSw Alkalinit kL s = :_:..'-_.._{’.-,: : T, = G i Motk
(mg Can)af'L} Bk et : as N ‘3?&;% as A 100
Temperature (°C) s . .2 8. Ve 8.y AS- -
pH (S.U.) ADY |35+ [eealiy 4iv 355 |[35x |*a%
250 mg DO (mg/L) AL 39 3.3 Ke) 3 3-8 g\
KCl/L salinity (ppt) Z5.2. | 7y Zs2 23.4 232 | 253 254\ 264
Temperature (°C) 8.6 W. Y S L .t NS oo e ~sa 5 LT I
PH (S.U.) 3449 |+31_ Fee2Qi) 239 | 505|392 |29 el
375mg | DO (mg/L) 6.\ ER 32 %9 3.3 3% 81 54
KCl/L Salinity (ppt) 2.2, 250 zsM 25.p 232 53 28\ 234
Temperature (°C) \_& S WS 1s.d - L o T Ul 1s.4 WL
pH (S.U.) 3.04] 141 1.a4 +83 | 306 |33 [34% | 30
500 mg | DO (mg/L) 0L | 149 ) 3 5.4 3K 8-\ 54
KCl/L Salinity (ppt) S | 235 Z235M 25 Z35.2 3% | 25X Z3
Temperature (°C) 8.5 Ue. L 1s.4 L. L 15.10 NEHW BTAC] 1%.3 WL
pH (S.U.) —
750 mg | DO (mg/L) I
Kcli/L | salinity (ppt) 3}
Temperature (°C) * ==
pH (S.U.) 1 —
1000 mg | DO (mg/L) _—1
KCl/L salinity (ppt) B o
Temperature (°C) - 3{1
Initial Final Initial Final Initial Final Initial Final

¥ BsL 034229 W o wNo‘\,j pa.ﬁc ;

SOP AT44-Revision 4-Exhibit AT44.1



Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

hoe

> T shtions o ~ Source: Aquatic Indicators, Inc.
0SS 1777177 T 7T T T T T T T T T T 1 ]
i Control Limits ( 2 Standard Deviations) ]
0.50 - 7
[ & ° 5 e ]
045 e e ® P ,_____..__—-_‘.___._____. a4
i ® ® J
[ ° ® b |
n ——-—--——-—_-‘:‘-. . — i — o S e — —— s e -
c40p- T/ - 3
—_ i i
g I |
o5 0.35 N 9
-~ N g
=T1] L i
~— I L I | I l l I | I | 1 | l L l | | | L
N
Sl T S v e, e S U NS S0, SR Fe e s TS e S SN S
> - 4
© - .. Warning Limits __ -
? L. —— e . R T T S ST O o . . s % s . — - =
~N 0.5 _
: 0 e ® ° |
L Q. I — @ Py ._.__'_.__._ J
L [ ] @ ® @ ® [ ] -
0.4
0.3 e T e N —_
- .
op L1 1 1 S s s L | AR A S S R N
' ab eabh ab a2 oW W b ik a5 1 .1." A5 a9 ah a5
oV oV ot . 1t OF Aot oo o % PR A\
M @ 397 o f,.o 0(,.0 01.0‘3 05"’ @Y N 287 g oS 0.,,0“" S &Y % @
Test date
@ 7-day IC,, = 25% inhibition concentration. An estimation of the potassium chloride concentration
which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
== = == Control Limits (mean logarithmic IC, + 2 standard deviations converted to anti-logarithmic values)
— ... Laboratory Warning Limits (mean logarithmic IC,; * 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic IC,; £ S, . converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)
Mﬂill:

Jim Sumnar
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>mm,,,..,u..f: Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria

Organism Source: Aquatic Indicators, Inc.
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Test date

® Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)
PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria.
Central Tendency (mean Control Growth, CV or PMSD)

ntered and
Reviewed by
Hm Sumner

= === - 95% Confidence Interval (mean Control Growth, CV or PMSD t 2 Standard Deviations)
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Environmental Testing Solutions, Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
AbKCICR Test Number: 266

Dilution preparation information: Comments:
KCI Stock INSS number: INSS AN
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 10 15 20 30 40
Diluent volume {mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: eﬁ.e\{
Date and times organisms 07-29-25 1200to Incubator number and shelf <
were born between: 07-30-25 1130 location:
Organism source: Al Batch Ab: 07-30-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bowl information: pH= {17 S.U. Date / Time in oven: o \S (31D
Temperature= 8:0  oc *|nitial oven temperature: o<
Average transfer volume: <0.25mL Date / Time out of oven: 0&TAS 191D
*Final oven temperature; Lb "
Total drying time: - Rouns
Daily feeding and renewal information: *60°C Oven, Thermometer SN: 14-985B5
Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SwW
termination batch used
Time Analyst Time Analyst Time Analyst
0 08-05-25 QNS \( W h‘ WwWho }( - A
1
08-06-25 68 00 1‘{'\ 120 l]J( gaLs %/( J
~ :
08-07-25 2S0u W W Q }}A\ 0A% | M s &
3 5
080825 oeoo | I nee | Y odse | A Y
4
030925 Ma &8 \i‘\ 00 W 1050 K 04-0419
5
08-10-25 bl oo A 0400 \!\ \
6 o
i 0% 60 ( woo LY 041S '\ Y
7 08-12-25 3 ¥ 0930 W
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L SM 4500-0 G-2021 YS! Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 ¥YSI PRO30 18D104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer 1.30&!‘,5 @ gs
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 07 <20% 7-day LCso (mg/LKCl)  [413.©
Average weight per initial shrimp: 0. A\ NOEC (mg/L KCI) 375
Average weight per surviving shrimp: DN > 0.20 mg/shrimp LOEC (mg/L KCl) 00
===
ChV (mg/L KCl) Uil.o
ICas (mg/L KCI) uéd.y

SOP AT44-Revision 4-Exhibit AT44.1
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* Envirenmental Testing Selutions, Inc.

AbKCICR Test Number: 266

Survival and Growth Data
Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N (o] P
g 5 5 3 & 5 5 5 5 5 5 5 5 5 5 5 5
1
SIS|IS|S|S|S|S] SIS S| S S| S|S]|9S]¢
4 s| s| s| s| s s|%|slg|s|s|S|s|s|s]s
? s|s|s|S|s|s|s|s|s|s|s|s|s]|s| s|s
! 5 (S |S|s|s|ls|s|s|s|S|S|S5|S|s|S|sS
® sl sls] of S| s|s|S|s| S| S|S]|S|s]s|s
— - - ~ -~ — < T
6 SIS|5|5]> SISId|S|3s|5|3|8|3|¥
’ sl sl sl gl <l g|a|S]S|IS|IS|s|s] S| S]S
" iema;::ﬂjl;:us In -_.___________,_..--"
# females with developing |t
ova in oviducts i
i immature females —— | .
# males .--_.-"‘""-.-‘- ‘};‘:
;A:Parw:oiiht{m] "
ray,color code;,
mw:.;— K X &% ",;"I" fv\ '\7} .v X 0 0\0 ) \O ,,3( A\ 4,6 o\'\ A c');
bate: Q72122 |’ )26,3' o R NCARN O NVAR N N R N S S NS N N e X
*B = Pan + Shrimp weight
b i( ot [0S [ W1 006 [ M [ [ WD | 504 isaat 18225 LR ER '}-0" M6} 1517
C'-Bshrimn welght {mg) ol Lo% { of
=B-A ) A\ ; 3 ) (74 =
thdulculaledaé! i\3 l ou l-OB ’ a \-9” \,00 :.05 I‘ah ‘ O 107 10‘ }09 f,@é
Analyst:
‘Weight per initial number 6
of shrimp (mg) 2.9
=C [ Initial number of 2 306 2.0% 3.2 12 0. R
e 0326 PR Y i P 1Y 0.229 0% g YN
::::::::I:ullt!d ;153
| Average weight per initial EEEY ¥ = | Average weight per initial Percent reduction from control
number of shrimp (mg) = _, "I number of shrimp (mg) {%) o q‘ /
O. 2 ” l*ii?i-“é"ii‘: TR w"‘i‘." o 0-2! l . =

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4-Exhibit AT44.1
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Environmental Testing Salutions, Inc.

AbKCICR Test Number: 266
Survival and Growth Data

Day 375 mg KCI/L 500 mg KCI/L
Q R S T u Vv w X Y z AA BB cC DD EE FF
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
SIS SIS SIS SIS S| S| S| 8] S| S S|S
- Q| S]] S|S|S|IS|S]S|S|s]| S| S| 9] §)s
: s|s|s|s|s|s|<s|s]|s|s|s|s]|s|s]|s]|S
? S lye|s |s|sis|s|sld®s|S|S|5 |4¢|S |¥
\ I‘. 101 Mq
I ol s] | s| o s | o] ot e
- - a
¥ sy | 5| s[> s[qe|u| 3|3 MR
EG
7 | af s ala s [a ] ala] o] ot 2 et
H females with eggs in
brood sac e
# immature females __'________..--""
#males _— 20t ‘1.-\5“
*A = Pan weight (mg)
Tray color code:
L) e S
ap Bt Al ol o WX W | o] b @] A2| 0| Pl oo | o] &
st v 9 piall R v 07| A 7
Date: _p7-71~25 ‘:))?J \\X‘o \,.vfh \'\1" \\X." \f\f' _\\)((:) Q)“ \\ {\/" \V(?) \|x= \'.’)‘ \\X.' \47' \fl).
*B = Pan + Shrimp weight
E:E’“ﬁ. . 1,41 |ig.00 | 13.00]13.20[15.50 [in.10 15,66 [ A5 ] 12.8k |, a8 [15.16[ M6 MY 15,23 ¢l 24427
€ =Shrimp welght (mg)
- 119 11,03 | 5 99 vo% -9 L p-66 >.82 07
:::;:lculated a g q (oA 1.0% .99 2.70 063 0.4 4 9,‘[[.{
:el:hl p:;ini;l:l number q5 02]6 zZa ig g
ofshricop (g o. ¥ o al ) 33 090
€/ Initial number of . 1-10 ?,‘d'i . oz
shrim g 0. 1o 0:116 , 048
Hlnﬂ:zlculated Ef? a 0194 a"uo 0-}98 o 'u O‘Iéq a.lHi
Analyst:
- Average weight per initial Percent reduction from control | Average weight per initial Percent reduction from control
] I number of shrimp (mg) 1 (%) & number of shrimp (mg) (%) . o
| Sl e b 9309 119, 133 3497,

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Soluthons, Inc.

Survival and Growth Data

Page 4 of 6

AbKCICR Test Number: 266

Day 750 mg KCI/L

1000 mg KCI/L

GG HH ] 11 KK LL MM | NN | OO PP QQ

RR SS

L1

uu | w

5 5 5 5 5 5 5 ] 5 5 5

5 5

5

1 M ot o' 0% 0% 0™ o™ 0] %% o4 o™

0% 0

054

OS.:

5
0N
e

/

: E

# females with eggs In /

brood sac ped

 females with developing /
ova in oviducts

H immature females /

# males (
==

*A = Pan weight [mg)

Tray color code:

Analyst:
Date:

*B = Pan + Shrimp weight

(me) __,_.,.r-"’"’f
Analyst: //
Date: /

C = Shrimp weight {mg)

Hand calculated /-"'"

Analyst:, £

Weight per Initial number
of shrimp (mg)

:h a {;:Iml number of O O O o O O O O O O 0

Hand calculated
Analyst:,

Average weight per initial Percent reduction from control Average weight per initial
S22 number of shrimp (mg) (%) number of shrimp (mg)
il e 0 100 1. 0

(%)

Percent reduction from control

1001

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,

Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



Americamysis bahia Chronic Reference Toxicant Test
EPA-821-R-02-014, Method 1007.0

Quality Control

& Envi I Testing Solutions, | . :
. Eaimnmentaliaiing Solutions. Inc. Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 26
Test dates: August 05-12, 202'
Concentration (mg/LKCI)| Replicate Initial number of Final number of | A= Panweight [mg) [ B =Pan +Larvae Larvae weight {mg) | Weight / initial number | Mean survival | Maean weight [mg) |Coaffi of Parcent red from
larvae larvae waight {mg) =B-A of larvas {mg) %) %] control (%)
A 5 5 13.94 15.07 1.13 0.226
B 5 5 13.01 14.05 1.04 0.208
c 5 5 10.21 11.24 1.03 0.206
D 5 5 10.25 11.37 112 0.224
Control E - 3 1602 1106 104 T 100.0 0.211 4.3 Not applicable
F 5 5 10.74 11.74 1.00 0.200
G 5 -] 10.59 11.64 1.05 0.210
H 5 5 13.06 14.10 1.04 0.208
I 5 3 14.16 15.19 1.03 0.206
] 5 5 14.10 15.17 1.07 0.214
K 5 5 14.24 15.25 1.01 0.202
L 5 5 14.67 15.68 1.01 0.202
= M s 5 13.38 14.46 1.08 0.216 1008 L 3 o
N 5 5 11.97 13.06 1.09 0.218
[+] [ 5 13.56 14.61 1.05 0.210
P 5 5 14.09 15.17 1.08 0.216
Q 5 5 13.87 14.97 1.10 0.220
R 5 4 14.03 15.06 1.03 0.206
5 5 5 12.81 13.80 0.95 0.198
375 T 5 5 12.24 13.26 1.02 0.204 90.0 0.209 4.3 11
u 5 4 14.42 15.50 1.08 0.216
v 5 4 12.55 13.60 1.05 0.210
W 5 5 14.56 15.66 1.10 0.220
X 5 4 13.76 14.75 0.99 0.198
Y 5 4 1181 12.56 0.75 0.150
Z 5 3 12.25 12.95 Q.70 0.140
AA 5 4 14.50 15.16 0.66 0.132
500 BB 5 3 14.00 14.63 0.63 0.126 65.0 0.138 15.8 34.9
cc 5 3 13.95 1477 0.82 0.164
DD 5 3 14.83 15.29 0.46 0.092
EE 5 3 13.52 14.26 0.74 0.148
FF 5 3 13.48 14.22 0.74 0.148
GG 5 0 0.00 0.00 0.00 0.000
HH 5 1] 0.00 0.00 0.00 0.000
Il 5 0 0.00 0.00 0.00 0.000
750 - 2 £ plo 000 0.00 0.000 0.0 0.000 0.0 100.0
KK 5 0 0.00 0.00 0.00 0.000
LL 5 0 0.00 0.00 0.00 0.000
MM 5 0 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
aa 5 0 .00 0.00 0.00 0.000
1000 RR 5 0 0.00 0.00 0.00 0.000 0.0 0.000 0.0 100.0
55 5 o 0.00 0.00 0.00 0.000
i1 5 0 0.00 0.00 0.00 0.000
uu 5 1] 0.00 0.00 0.00 0.000
A 5 0 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0115 MsD = Minimum Significant Difference
PMSD: 5.4 PMSD = Percent Minimum Significant Difference
PMSD is a measure of test precision. The PMSD is the minimum percent difference between the control and treatment that can be
declared statistically significant in a whole effluent toxicity test.
Lower PM5D bound determined by USEPA [10th percentile) = 11%.
Upper PMSD bound determined by USEPA (90th percentile) = 37%.
Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the
ivity of the test method and is not a minimum acceptance criteria.
USEPA. 2001a, 2001b. Final Report: Interlaboratory Variability Study of EPA Short-term Chronic and Acute Whole Effluent Toxicity Test Method | 1 and 2-Appendix. EPA-821-8-01-004 and EPA-821-B-01-005.
US Environmental Pr jon Agency, Cinci i, OH.
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Statistical Analyses

A

" Environmental Testing Solutiens, Inc.

niered and
Ravigwed by
Ilnamn

Mysid Survival and Growth Test-7 Day Survival

Start Date: 8/5/2025 Test ID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 8/12/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
250 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
375 1.0000 0.8000 1.0000 1.0000 08000 0.8000 1.0000 0.8000
500 0.8000 06000 0.8000 06000 06000 06000 06000 0.6000
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L _ Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 1] 40
250 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 09000 089000 1.2262 1.1071 1.3453 10381 8 52.00 48.00 4 40
*500 0.6500 06500 09413 0.8861 1.1071 10.871 8 36.00 48.00 14 40
750 0.0000 00000 0.2255 02255 0.2255 0.000 8 40 40
1000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.85337 0.904 0.59644 0.11307
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 375 500 433.013
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 11.6925 1.67467 B8.41012 149748 0 416426 7.81472 0.24426 2.70995 0.08553 6
Intercept -26.686 451706 -35539 -17.833
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 0 9: [
ECO01 2.674 32433 270.808 361.173 i
ECO05 3.355 370.913 324.549 403.309 0.8 4 [
EC10 3.718 398.422 356.75 428.562 0.7 1 r
EC15 3.964 418.126 379.761 447.077 )
EC20 4.158 434.479 398,665 462.868 & 061
EC25 4.326 449017 415207 477.347 50‘5 ]
EC40 4747 487.844 457418 518.782 @ Wik “
EC50 5.000 512.801 482.594 547972 e ] y
EC60 5.253 539.034 507.374 580.837 0.3 4
EC75 5.674 585.645 548047 643.819 02:
EC80 5.842 605.241 564.223 671.683 -
EC85 6.036 628.912 583.245 706.216 0.1 1 j
EC90 6.282 660.014 607.569 752.847 0.0 | — =
EC95 6.645 708.965 644711 B28.699 1 10 100 1000
EC99 7.326 810.792 718.935 994.521

Dose mg/L

Dose-Response Plot

D-Control
250 4
375 4
*500 4
750 ¢
1000
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Statistical Analyses v
E | Testing Sol Ine.
Mysid Survival and Growth Test-Growth-Weight
Start Date: 8/5/2025 Test ID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 8/12/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control 0.2260 0.2080 0.2060 0.2240 0.2080 0.2000 0.2100 0.2080
250 0.2060 0.2140 02020 0.2020 0.2160 0.2180 02100 0.2160
375 02200 0.2060 01980 0.2040 02160 0.2100 0.2200 0.1980
500 0.1500 0.1400 0.1320 0.1260 0.1640 0.0920 0.1480 0.1480
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 00000 0.0000 00000 0.0000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean __ N-Mean
D-Control 0.2113 1.0000 0.2113 0.2000 0.2260 4,262 8 0.2113 1.0000
250 02105 0.9964 0.2105 0.2020 0.2180 3.079 8 0.182 2.799 0.0115 0.2105 0.9964
375 0.2090 0.9893 0.2090 0.1980 0.2200 4.310 8 0.545 2799 00115 02090 0.9893
500 0.1375 06509 0.1375 0.0920 0.1640 15834 8 0.1375 0.6509
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.94429 0.884 0.31734 -09714
Bartlett's Test indicates equal variances (p = 0.65) 0.87187 9.21035
Hypothesis Test (1-tail, 0.01) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 375 =375 0.01154 0.05465 1.1E-05 6.8E-05 0.85802 2 21
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL Skew
ICo5 389.53 B.23 37209 39455 -4.1665
IC10 408.00 559 39483 41570 -0.6279
IC15 426 .46 6.39 41388 437.11 -0.1819 1.0 > <
IC20 444 93 764 42966 45892 0.0625 0.6 1
IC25 463 .40 9.16 44505 48048 01750 oA
1C40 519.55 1161 49261 537.88 -0.3826 0.8 1
IC50 55795 10.04 53324 573.24 -0.5887 0.7 1
2061
e ]
g_O.S«
2 4
204 -
0.3 1
0.2 ~
0.1 4
0.0 &——or—— "
0 500 1000 1500
Dose mg/L
Dose-ﬁesponse Plot
0.25‘
$ 1-tail, 0.01 level
024-------F------- AN
of significance
£ ]
3 0.15 4
2
£
L]
0.05 -
0 T
(=]
g g

D-Control



Environmental Testing Solutions, Inc.

Daily Chemistry:
Temperatures performed at the time of test initiation, renewal or termination by the analyst identified in the Daily Renewal Information table
located on Page 1. Alkalinity performed by the analyst identified on the bench sheet specific for this analysis and transcribed to this bench

Page5of6

AbKCICR Test Number: 266

sheet.
Day
{Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst W xL XL Al AL XL
pH (S.U.) B2 [ 2ss 2.99 |32 2EF 2%\
DO (mg/L) eN [*A4 g3  [*T.4 9.2 2%
CONTROL, | salinity (ppt) 2s5.2 | 52 1.0
Salt SW Alkalinity D
(mg CaCOs/L) Al
Temperature (°C) "% S 1S. 0
pH (S.U.) 8o | 230 a0
250 mg DO (mg/L) oM 6.0 g
KCl/L Salinity (ppt) 25.2 5.6 25.2
Temperature (°C) 1S3 S & %\
PH (S.U.) oM | 33, [0
375 mg DO (mg/L) oM %.0 € >
KCl/L salinity (ppt) ls.2. |[257 2.4 | 259 ald.d 253
Temperature (°C) 5.3 15-1 s-) o= S -\ Y0
pH (S.U.) oM Ja8¢ |aa |38 353 9.5
500mg | DO (mg/L) On 4.0 €2 + ¥ %0\ EdY
KCi/L Salinity (ppt) 239 249 26.9 25,9 5.5 )
Temperature (°C) 1$.% 8- s\ W 1%\ Lo- L
pH (S.U.) 8o (3.2 N
750mg | DO (mg/L) éM 4 N
KCl/L salinity (ppt) Z5 M 3.7 N
Temperature (°C) s-3 S-S \
oH (5.U.) aod  1=.%2 T~
1000 mg | DO (mg/L) OM || 3.3 N
KCi/L salinity (ppt) zsY 25.0 Sty N
Temperature (°C) 15-3 15-1 g \\
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—-Exhibit AT44.1
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Environmental Testing Solutlons, Inc.

AbKCICR Test Number: 266

Da
(Analyst identified for each day, performed :H, D.0. and salinity measurements only.)
Conc. Parameter 3 4 5
Analyst | X L& B PsL o [ XL X
pH (S.U.) 543 195 %.0% 9% 3% $4 324
DO (mg/L) %\ 3.9 3.2 13 .1 13 g0
conlnnm, Salinity (ppt) 25.0 SZ 15, Z 2z Z 2S5
Salt sW Alkalini - - Sl
(mg Cact(\;y‘L} & wo o . Yo
Temperature (°C) -\§_-\ e\ 8.\ " ~ NS 1 AL \ R
pH (S.U.) 34> 3.95 Sow Fen $-0F  [FisMd 3%
250mg | DO (mg/L) 8 3.9 5.2 F ¥.1 T &0
KCI/L salinity (ppt) z25% 224 2s.% ZsM 255 ZsM Z25.S
Temperature (°C) 5. Voo A Ne- o ™M . S NS N
pH (S.U.) .42 39 $.0F 3514 B2 2 a3
375mg | DO (mg/L) g 3.9 A 3.3 %\ 3.3 €0
KCI/L Salinity (ppt) 233 285V Z5.2 25 M zsS Zs.\ 26-}
Temperature (°C) BV P | L AS.3 3 SN o\ \S
pH (S.U.) 242 | 399 $.owv 190 | €% [*%5 Suot
500 mg | DO (mg/L) %0 39 g2 13 %1 33 %0 w.y
kei/L | salinity (ppt) Z) 25.) 25+ 255 | 255 || Zsy 256 || 209
Temperature (°C) S -0 %3 -lh.-_“b AR b (L W 0\ L.
pH (S.U.) e
750mg | DO (mg/L) e
KCI/L Salinity (ppt) T -
Temperature (°C)
PH (5.0 o
1000 mg | DO (mg/L) O0f. o0
kai/L | salinity (ppt) i .
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1



> p——— Americamysis (Mysidopsis) bahia
' Chronic Reference Toxicant Control Chart

R SR TR s Source: Aquatic Indicators, Inc.

0.55 i | | 1 I | | | I | | 1 | | | T ]
[ Control Limits (+ 2 Standard Deviations) y
0.50 |- .
I " e
| L -
I L e S . ° R ® 5 ]
[ e s s i g 2 e i e nam e A i A s ]
0.40 - ST gl
—_ i g
;-‘J I ]
:: 035 .
o ! ]

— | | 1 | | 1 | | 1 | | 1 | | | | | | | |

un

J 06— T ]
% ! Warning Limits ]
? | R e e e S T — - . 1l
~ 03 -
I o e © |
R o _
L 8. ..,,_._‘ [ ] .—1«’—-.:—.______'______ N
! L ° o ® o ® J
04 | =
0'3 i A T R R st
02 L T | T [ S S| (S B N (S

) Ak a» A 2 a2 15,10 o2 A5 L0 139 LI

06 0.5,0 0&0‘3 o Qeeb e xa' Ggs @x‘: R Ql.ow O WO (007 O O g O o O
Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
«— == -~ Control Limits (mean logarithmic IC,, + 2 standard deviations converted to anti-logarithmic values)

«ee ... Laboratory Warning Limits (mean logarithmic IC,, + 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic IC,; + S, .. converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)

=
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~ Environmaental Testing Sakatons. Inc,

Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Test date
] Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria. _—

Central Tendency (mean Control Growth, CV or PMSD) R v

Jim Sumner

95% Confidence Interval (mean Control Growth, CV or PMSD = 2 Standard Deviations)
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Environmental Testing Solutions, Inc.

Page 1 of 6

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia

AbKCICR Test Number: 267
Dilution preparation information: Comments:
KCl Stock INSS number: INSS W\
Stock preparation: 50 g KCl/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 10 15 20 30 40
Diluent volume (mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: Gﬂ_ﬂ
Date and times organisms 09-02-25 1200 to Incubator number and shelf R
were born between: 058-03-25 1130 location: S
Organism source: Al Batch Ab: 09-03-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bow! information: pH= "\. g\ S.U. Date / Time in oven: eSS  10SD
Temperature @ T o Ca *Initial oven temperature: (T
Average transfer volume: <0.25mL Date / Time out of oven: oA-vi-S  L0%D
*Final oven temperature: oL
Total drying time: - oue S
Daily feeding and renewal information: *60°C Oven, Thermometer SN: 14-985B5
Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SW
termination batch used
Time Analyst Time Analyst Time Analyst
0 09-09-25 oS U i v "‘-po)-\jg; 8 K 0A-o0 15 &
| L [ =
1 09-10-25 0508 \BS Wi Q10 K L
Y L] ]
2 09-11-25 ©500 U ™Y h 1000 W 04-04-1%
3 4 L]
09-12-25 Y00 \&' W00 ‘i" ofo0 \',{_ 0A-10: 18§
4
e Gla0d ] W0 K 043D | W oa-i-1}
2 09-14-25 Dle 60 Who ! pAL0 Y 241115
J L
? 09-15-25 oson | U 100 1 6400 " 0a-13- 1§
7 09-16-25 ovy | Y
Chemical analyses: j
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.} 1.0 mg/L SM 4500-0 G-2021 YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | ) 3o\doWod S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: oOl. <20% 7-day LCso (mg/L KCI) syo. 2
Average weight per initial shrimp: 6.2\ 0 NOEC (mg/L KCl) 319
Average weight per surviving shrimp: 0. 210 2 0.20 mg/shrimp LOEC (mg/L KCl) S00
ChV (mg/L KCI) 433.0
1C2s (mg/L KC) Hldo- O \
0q-0§- 18 A

SOP AT44-Revision 4—Exhibit AT44.1



' Environmental Testing Salutions, Inc.

Survival and Growth Data

Page 20

f6

AbKCICR Test Number: 267

Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N (o] P
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
! slsls|s|s|s]S|s]s|s|s|s]s|[s]|s]S
2 s|s|sls| SIS sl sl | SIS s{s]|8]5s
? 5 |s |s |S|s|s|s|s|s|s|s| s|s|s|s|s
! SIS s| S| sls|sSIS]S|S] S| S| 9SS
> Sls|s{s|s| S| s{s| | S| S| S| 35S 5(¢
g S| s|s|sS|[S|S|S|s|S|S|S|S|S|S[s8]8
d s s | S| s|s|s|s|s|s]| sls]|s]s|s|s|s
# females with eggs in — I
brood sac [ ——
B e T
# immature females -__-______.--"
H males “.al'"\'
BT X[ R| 9 X O %
Tray color code;
s Vw0 @ O] 0 v | A oK o X ) ) B Al K
il D N A L A S U Sl N S R R o A Sl S N
*B = Pan + Shrimp welght
w1 ' ©.33 [d) [2.40 | A1 W (16,24 o [ 8V [890 (s Bt 827 iS50 80 g0
Date: 44
C = Shrimp weight [mg)
oA ot 1o | Lob (1o [ea |nos [nod [hor |10k [1oS [107 | 107 | 1.0 [1od [1.0b [1Ob
x:ldv :.:'l.‘l.l]lltd!
Weight per initial number
of sheimp (mg)
:hf::r::“m number of " 0 ‘ w7
Hand calculate '\;. :\s\f I\}V f\}\n "\}} n}“ f\?% .’3 {‘} {\} .\‘?‘ '\}b‘ ">° “9 :\} '\‘?/
Analyst: (| o |0 o o o o (v} 0 O © o o o |0 0 Q'
' : | Average weight per initial = ' Average weight per initial Percent reduction from control
| number of shrimp (mg) number of shrimp (mg) (%)
6.72\0 0- 2\ L - 0.1

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutions, lnc.

Survival and Growth Data

Page 3 of 6

AbKCICR Test Number: 267

Day 375 mg KCI/L 500 mg KCI/L
Q R S T U Vv A\ X Y Z AA BB CcC DD EE FF
9 5 5 ) 5 5 5 5 5 5 D 5 5 5 5 5 5
' sls|s|s|s|s|s|s|s]| s3] ]|
2 ,.t 1) T8 TN TN o\ T |
S| S| SIS S| S{Y S| 44 S d (4 |s
; T =17 [ & = =
- . g | Mid
S| S|ISISIS[S Mot 4] M S 5 :
v, .\
) sl slslsls[als] a2 ]efafaialy
’ sl lsis|s|s{a]s]aai]a]pajdidid
° S| s| S| s| S| s YN]| S| 4] 4™ U IR
ol vl
’ sls || o] of%eals A 374 [ 4|34 [4 ¥
e
T ——
# females with developing T =
ova in oviducts — |
# Immature females !/‘______
# males =
Th
;J\ = Pl;'l weight (mg) ,\
ray color cpdpes N v \
e e IR RS R R R LR R I I R R R R
o N e E O o C R R O EG S R RS N ii,\,‘” \i
*B = Pan + Shrimp weight o™
m, L&
I::l:irsl. ﬁ. - I"‘-ll . %0 l\-‘.-'l“ I"!-b\ “"4“"\ . %0 l‘uS\ 1\.‘50 vy e\ E."H ‘5.1_5 Is.u 10 & ‘\.51 |5""|3 I‘.qo
c =as_r|:mp welght {mg)
Hand caleculated I-Ob ‘00‘5 V. 0 & "Db 1. 0‘0 loOJ l'u"l ! 08 ro "1q o‘qq 0'11" O'La O-Sd‘ o‘ss o'sl O.ﬁ\
Malwt:+
Weight per Initial number
of shrimp (mg)
=h(2 / I:RIII number of - )‘ A
shrim W
Hand calculat ,{,‘N ’§a 2| & .-,‘:'J S --~S§s :'“} J,"’% \:'," e‘ .Q;p .\\% }\0 \05‘ :?’
Analyst: o o o o Q o o Qo 9 (9) ° v (vl 0 Q° °
- I Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
number of shri ) % ber of shrimp (mg) (%)
umber o Btapt[]rrlg (%) ! num eroo.s\ p(mg al.071.

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Envionmental Testing Solutions, Inc.

Survival and Growth Data

Page 4 of 6

AbKCICR Test Number: 267

Day

750 mg KCI/L

1000 mg KCl/L

GG | HH Il

1] KK

L | MM

NN

00

PP

QQ

RR S8

T uu

5 5

5 5

5

5

5 5 5

05

o' o

05-\

oA

0% o

nosdg

7

# females with eggs In
brood sac

# females with developing
ova In oviducts

# immature females

*A = Pan weight (mg)
Tray color code:

Analyst;
Date:

*B = Pan + Shrimp welght
(me)

Analyst:

Date:

C = Shrimp weight {mg)
=B-A

Hand calculated
Analyst:

‘Weight per initial number
of shrimp {mg)

= C / Initial number of
shrimp

Hand calculated
Analyst:

ol 0] 0

0|0

0| O

| Average weight per initial
| number of shrimp (mg)

100 %

Percent reduction from control

) (%)

Average weight per initial
number of shrimp (mg)

(%)

Q

Percent reduction from control

1007,

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



Environmental Testing Solutions, Inc.

Americamysis bahia Chronic Reference Toxicant Test

EPA-821-R-02-014, Method 1007.0

Quality Control

Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 267
Test dates: September 09-16, 2025
Concentration [mg/L KCl}| Replicate Initial number of Final number of | A = Pan weight (mg} | B =Pan+Llarae Larvae weight [mg) El_w;‘ln!lhl number | Meansurvival | Mean weight {mg} |Coeffi of i Percent reduction from
larvan larvae waight |me) =8-A of larvas {mg) %) [%]} control (%)
A 5 5 14.29 15.33 1.04 0.208
B 5 S 13.38 14.41 1.03 0.206
[4 5 5 12.84 13.90 1.06 0.212
D 5 5 10.64 11.72 1.08 0.216
Control . - : To0E e 0 rETT 100.0 0.210 23 Not applicable
F 5 5 14.24 15.29 1.05 0.210
G 5 H 10.36 11.40 1.04 0.208
H 5 5 13.79 14.81 1.02 0.204
I 5 ] 13.84 14.90 1.06 0.212
J 5 5 14.06 15.11 1.05 0.210
K 5 5 10.74 11.81 1.07 0.214
L 5 5 14.20 15.27 1.07 0.214
0 ] 5 5 10.44 11.49 1.05 0.210 1060 Weel? A0 e
N 5 5 14.16 15.20 1.04 0.208
[s] 5 s 12.76 13.82 1.06 0.212
P 5 5 11.14 12.20 1.06 0.212
Q ] 5 13.16 14.22 106 0.212
R 5 5 10.27 11.30 1.03 0.206
H 5 5 10.31 11.39 1.08 0.216
T 5 5 13.25 14.31 1.06 0.212
At U 5 5 13.58 14.64 1.06 0.212 T s = =
v 5 5 10.72 11.80 1.08 0.216
w 5 4 15.47 16.51 1.04 0.208
X 5 5 10.22 11.30 1.08 0.216
Y 5 4 12.82 13.61 0.79 0.158
Z 5 3 14.97 15.76 0.79 0.158
AA 5 4 14.54 15.26 0.72 0.144
500 BB 5 4 14.52 15.20 0.68 0.136 750 0.139 195 32,0
cc 5 3 10.23 10.82 0.59 0.118
DD 5 4 11.02 11.57 0.55 0.110
EE 5 4 13.21 13.73 0.52 0.104
FF 5 4 12,99 13,90 0.91 0.182
GG 5 0 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
il 5 0 0.00 0.00 0.00 0.000
] 5 0 0.00 0.00 0.00 0.000
L KK s 0 0.00 0.00 0.00 0.000 o0 DA L 100.0
LL 5 0 0.00 0.00 0.00 0.000
MM 5 o 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
Qa 5 0 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 ss 5 0 0.00 0.00 0.00 0.000 e 0.000 00 1000
had 5 4] 0.00 0.00 0.00 0.000
uu 5 4] 0.00 0.00 0.00 0.000
v 5 4] 0.00 0.00 0.00 0,000
Dunnett's MSD value: 0.0052 MSD = Minimum Significant Difference
PMSD: 2.5 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSD is the minimum percent difference between the control and treatment that can be
declared statistically significant in a whole effluent toxicity test.

Lower PMSD bound determined by USEPA (10th percentile) = 11%.

Upper PMSD bound determined by USEPA (90th percentile) = 37%.

Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the
sensitivity of the test method and is not a minimum acceptance criteria.

USEPA. 2001a, 2001b. Final Report: Interlaboratory Variability Study of EPA Short-term Chronic and Acute Whole Effluent Toxicity Test Methods, Volumes 1 and 2-Appendix. EPA-821-8-01-004 and EPA-821-B-01-005.

US Environmental Protection Agency, Cincinnati, OH.

Sty
e

A



y -
. Environmental Testing Solutians, Inc.

Statistical Analyses

ﬁylld Survival and Growth Test-7 Day Survival

Start Date: 9/9/2025 TestID: AbBKCICR Sample ID: REF-Ref Toxcant
End Date: 9/16/2025 Lab ID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 TestSpecies: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 3 7 8
D-Control 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 10000
250 1.0000 10000 10000 10000 10000 10000 1.0000 1.0000
375 1.0000 1.0000 10000 1.0000 1.0000 1.,0000 0.8000 1.0000
500 0.8000 06000 08000 0.8000 06000 08000 0.8000 0.8000
750 0.0000 00000 0.0000 0.0000 0.0000 00000 0.0000 0.0000
1000 0.0000 00000 0.0000 0.0000 0.0000 00000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max V% N Sum  Critical Resp  Number
D-Control  1.0000 10000 1.3453 1.3453 1.3453 0.000 8 0 40
250 1.0000 1.0000 13453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 089750 09750 13155 1.1071 1.3453 6.400 8 64.00 48.00 1 40
*500 07500 07500 1.0519 0.8861 1.1071 9.729 8 36.00 48.00 10 40
750 0.0000 00000 0.2255 0.2255 0.2255 0.000 8 40 40
1000 0.0000 0.0000 02255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.63765 0.904 -2.3377 5.2967
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC  ChV TU
Steel's Many-One Rank Test 375 500 433.013
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 15.4782 263915 10.3054 206509 0 288953 7.81472 040897 273252 0.06461 6
Intercept -37.294 7.15897 -51.326 -23.263
TSCR 1.0
Point Probits mg/L  95%Fiducial Limits P
ECO1 2.674 382136 324487 417524 =
ECO05 3355 422909 375659 453123 0.8 A
EC10 3.718 446395 405281 47435 07 -
EC15 3.964 462.973 425.927 489976 o
EC20 4158 476.586 442521 503.4 2 0.6 ]
EC25 4326 488584 456.742 515807 § 0.5 4
EC40 4.747 520.174 491666 551.757 @ 1
ECS50 5000 540.152 511626 577.188 & 0.4 1
EC60 5253 560.899 530.794 605.614 031
EC75 5674 597.163 561.55 659.163 1 4
EC80 5842 612197 573591 682.48 8z
EC85 6.036 630,198 587.629 711.093 0.1 4
EC90 6.282 653602 605.396 749.282 b AJ
EC95 6.645 689.899 632.145 810.427 b 10 s 660
EC99 7.326 76351 684342 940.563
Dose mg/L
Dose-Response Plot
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Statistical Analyses ol

> ) Envirenmental Testing Solutions, Inc.

Mysid Survival and Growth Test-Growth-Weight

Start Date: 9/9/2025 Test|D: AbKCICR Sample ID; REF-Ref Toxcant
End Date: 9/16/2025 LabID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:

Conc-mg/L 1 2 3 4 5 6 7 8

D-Control 0.2080 0.2060 0.2120 0.2160 02180 0.2100 0.2080 0.2040
250 02120 0.2100 0.2140 0.2140 02100 0.2080 02120 0.2120

375 02120 0.2060 0.2160 02120 02120 02160 0.2080 0.2160

500 0.1580 0.1580 0.1440 01360 0.1180 0.1100 0.1040 0.1820

750 00000 0.0000 ©0.0000 ©.0000 00000 0.0000 00000 0.0000
1000 0.0000 0.0000 00000 0.0000 0.0000 0.0000 0.0000 0.0000

ays Transform: Untransformed 1-Tailed Isotonic
Conc-mglL.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Contrel 0.2103 1.0000 0.2103 0.2040 02180 2.299 8 0.2113 1.0000
250 02115 1.0059 0.2115 02080 0.2140 0.979 8 -0.669 2799 0.0052 02113 1.0000
375 02123 1.0095 0.2123 0.2060 0.2160 1.776 8 -1.071 2799 00052 0.2113 10000
500 0.1388 06599 0.1388 0.1040 0.1820 19476 8 0.1388 0.6565
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 00000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.97801 0.884 0.14239 -0.2002
Bartlett's Testindicates equal variances (p =0.12) 4.25541 9.21035
Hypothesis Test (1-tail, 0.01) NOEC LOEC __ ChV TU MSDu MSDp MSB _ MSE  F-Prob df
Dunnett's Test 375 =375 0.00523 0.02486 B.2E-06 14E-05 0.56576 2,21

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 956% CL Skew
IC05 393.20 226 3BB.86 39793 0.5877
IC10 411.39 441 40368 42199 07707
Ic15 42959 663 41835 44549 07996 1.0 > Py
IC20 447.79 886 43322 46898 08102 o4
IC25 46599 11.04 44783 49248 0.7845 ~ 4
IC40 521.53 1360 49153 54563 -0.1000 08 7
IC50 559.61 1178 531.05 57969 -02942 0.7 4
0.6 -
@ -
io.s-
o 04
® 0.3 -
0.2 4
0.1 4
0.0 4
-01 - ;
] 500 1000 1500
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Dose-Response Piot
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1-tail, 0.01 level
of significance

}'

0.2

5 0.15

PPN TS SN B Gy

0.05

D-Control
250
ars
500
7504
000




Page5of 6

Environmental Testing Solutions Inc.

AbKCICR Test Number: 267

Daily Chemistry:
Temperatures performed at the time of test initiation, renewal or termination by the analyst identified in the Daily Renewal Information table
located on Page 1. Alkalinity performed by the analyst identified on the bench sheet specific for this analysis and transcribed to this bench

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst | Y& yL XL %L Lo
pH (S.U.) $.0% 3.as 1473 g:00 H¥¥
DO (mg/L) g2 3.4 > B\ 38
CONTROL, | salinity (ppt) 249 A4, pENe) A$-0 2.2
Salt SW Alkalinity b ey i i
(mg CaCos/L) \\O ) L 100 Ve 0 § it
Temperature (°C) B S as.\ Nt [N
pH (S.U.) 73.a% 345 q.94 199 .57
250 mg DO (mg/L) A 4 g\ e} 3.Y
Kci/L Salinity (ppt) Z5.\ A5y AS.3 ASA 255
Temperature (°C) g [P, W bo ~¢.1 -1 1s.4
pH (S.U.) 3.9 244 G o bt 499 3.%¥5
375 mg DO (mg/L) ¥ 3.4 g 81, S
KCl/L Salinity (ppt) 25.0 AS-§ 24.6 A%b 236
Temperature (°C) b Ry 1 1_5-‘4 8-\ as.\ .5
pH (S.U.) 328 744 b 3.99 T 8%
500 mg DO (mg/L) 8> + % %-\ g +%
KCl/L salinity (ppt) 25\ 6.0 2565 47 Zs9
Temperature (°C) e Wy Sy 1S\ s L
pH (S.U.) 29 [742 N
750mg | DO (mg/L) 8.5 3-¥ M
KCl/L salinity (ppt) < E‘Y -
Temperature (°C) R U | e N
pH (S.U.) 3.99 a3 e
1000mg | DO (mg/L) §.2% e ~H
Kcl/L | Salinity (ppt) 25M 263 o
Temperature (°C) We. e
Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



Page 6 of 6

Environmental Testing Solutians, Inc,

ADbKCICR Test Number: 267

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst | %L s esL Pse asc YL * L A
pH (S.U.) »a- [ 137 a4 1.25 803 133 %.00 .60
DO (mg/L) ¥.0 1.9 BA TF B-2 33 -0 .o
CONTROL, | Salinity (ppt) 259 730 4 215 Z5.0 242 233
SaltSW | Alkalinity oEe s e, T e
(mg CaCos/L) a9 fiits LS Eb PR g s S EE no ,1-4:"'“ "- ""':
Temperature (°C) RV I ETC 8.\ . 5.3 WD 8. SR\ |
pH (S.U.) FAC 390 Q.53 el EXY 2.33 B Y
250 mg | DO (mg/L) g 4 b1 13 3.3 A% % @.\
KCl/L Salinity (ppt) 252 252, Z5.% 250 25.A Z3.2. 23,2, Z33
Temperature (°C) s\ el .\ W1 "S- Te-1 8.1 AL
pH (S.U.) Ak I3 $.03 1.45 3.01 EN 241 .8
375mg | DO (mg/L) g0 1.9 %1 39 5.3 “hE g\ .|
KCl/L salinity (ppt) 253 254 25 255 Z50 33 25 23\
Temperature (°C) R Us-0 AT Vo $.1 RN S Uo. =
pH (S.U.) ERa 1.9 %52 390 $.00 2.8% “ha Y b
500mg | DO (mg/L) g\ 14 3.2 T+ 5.2 3.9 g1 .
KCl/L Salinity (ppt) 25.3 3.9 255 2540 3.2 235 2s5M 233
Temperature (°C) s Wo-d 8.0 R U -1 ey 15.. w.s
pH (S.U.) e
750 mg | DO (mg/L)
Kcl/L | salinity (ppt) ]
Temperature (°C) \
pH (S.U.) i
1000 mg | DO (mg/L) ~J
kci/L | salinity (ppt) TH_ g0y
Temperature (°C) [
Initial Final Initial Final Initial Final Initial "~ Final

SOP AT44-Revision 4—-Exhibit AT44.1



1 " V_ Menidia beryllina

Acute Reference Toxicant Control Chart

Environmantal Testing Solutions, Inc, Sou rce: Aq u at ic I n d ica to rs’ I nc.
1.8 — T T & 1T 1 N  — —r— T 1
- Control Limits (+ 2 Standard Deviations) |
16 I — — i W T S — v — N
————— —— e e T T e e e e
@
K ° ® g
) ] ® ®
1.4 + @ ° = — -
@ @
= ~— ——— e
o | -® —a_ —g. - : [ ] 4
¥ il i S, oy o— ap— S p— o— A M S ol p— — —
S 12
8
2 l I 1 | L L 1 L | L L L L L L ! L L I L
S 18 T T T T T T T T T T T T T T T T T T 1
o
> "
o i Warning Limits 1
>
QX 16} -
- ®
ottt 8 — — o """ il # v 0 g a3 L TEw eyl '-:"-'--_:,-.-‘-‘-_:.....- .....................
! @ eI periis J
o . o ® o
1.4 + ® - e e % -
[ T — -— e [ ]
| P LLL e o e TRng. 0 ) LS S 4l 5 i 5 2 e v i
1.2 [ o
I | [ [ B I 1 1 1 I B [ 1 l 1
A 2 F aat A 1} o P o 1,3 1‘5 A% oAl ol 15'-' a2’
0.,_'»0 o & oV e Ay 0* Qn'“"‘ 6.0“ Qg,sl"’ o> .,0‘9 .1,0‘5 1:°°' 0" o$
Test date
™ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).
Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic LC,, £ S, ,, converted to anti-logarithmic values,
Sat0= 10™ percentile of CVs reported nationally by USEPA)

Hotered and
Revigwed by
Jim Sumner
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Acute LC;o Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC #

Dilution Preparation:

\QL

Page 1 of

Test concentrations {mg/L KCi} 1000 1250 1500 1750 2000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
ized water. This 50,000 mg/L KCl stock solution was used to
ml Stock solution 20 25 30 35 40 p the j d for toxicity.
ml Dilution water 980 975 970 965 960
Total volume (m) 1000 1000 1000 1000 1000 Stock solution INSS #: Tﬁﬁ“\
Chemical Analyses: Hours
0 24 48
o *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
neentration |Analyst X;]:@ ) g AL Temperature and salinity performed at the time of test initiation or termination by the analyst
IpH (5.U) Y, performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
R o) q 4 "} ? A ! ? . {561 bench sheet and transcribed to this bench sheet.
ssolved oxygen (mg/L
54 |8\ |34
Control, *Salinity (ppt) z 15 "\ S ,b
Saltsw 5.0 : 2
*Alkalinity (mg/L CaCO,) 190 Chemical analyses:
*Temperature (°C) 2 Ll . ] '\-"\fl.- M- } Parameter Reporting limit  |Method number Meter Serlal number
rpH (s.u) Y94 3.4 '_} A\ pH 0.15.U, 5M 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L) .5 ) 4.\ 349 IDiud‘ud axygen 1.0 mg/L SM 4500-0 G-2021  (Y5I Model 52CE 0BA100271
1000 mg/L — v
*Salinity (ppt) 11s -E-Q'g'“ S A %, ko Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
*Temperature (°C) Z u. 'I d\_».{.‘-\ -\’* b {Atkalinity 5.0mg CacO,/L |5M 2320 B-2021 Accumet ARZO 93312452
IpH (s.u.) 3 G4 'q. _q_o q "}l 0 Temperature 0.1°C SM 25508-2010 Digital Thermometer I i‘é 6” Te
|Dissolved oxygen (mg/L) x
4 S Y \ /
2SOm/L g5 - 8 s
inity (pp
1s.¢|271" | ~s.4 e |
*Temperature (°C) 2 L_l ,® “.\,\ WL\
PH (5.U) 144 [4.40 | 340
o Dissolved oxygen (mg/L) g.5 .l'" %\ “}6‘
15 L ¥
mg/ *Salinity (ppt) s ﬁ_%l U .0 .0
*Temperature (°C) 2 PR "\."{.q L,
pPH (s.U.) ':bqui 341\ ':| -‘6’9[
Dissolved oxygen (mg/L} .a. - 0
9 g. Eac]
0wt *Salinity (ppt)
1.\ . YD | W
*Temperature (°C) 14. ) W S b
H (S.U. .
!‘l‘ ’ a9 | hys 2.5
Dissolved oxygen (mg/L) %5 4 .4
2000 mg/L. o > o +-%
Salinity (ppt) -‘Q:I % U be 16.S
*Temperature (°C) 24. é .S RTL PR Y

SOP AT48-Revision 3-Exhibit AT48



Page 2 of 2
Acute LC;; Whole Effluent Toxicity Test, Species: Menidia beryllina

EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC # 0L

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 ¥ .
Initiation m—n&l“_s l l OO % [ ;LI 3 % I| F Pl )l( 07-07‘2{4
24 o
A 173 2/
48
Termination ﬂ'lﬁ" .‘s 'I 3 2 3
*Test isms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: Aquatic Indicators, Inc.
|Batch (A1 Batch Mb): o k-G
Age (9 to 14 days old): 0 S
0TS V200
Date organisms were born: <o
oLl S  WhO
Average transfer volume: <0.25mL
Transfer bowl information: pHEsu)y 7.6 9
Temperature (°C)
2U,5°C

Survival Data (number of living organisms):

Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B o D E F G H | J K L
0 10 { 10 | 10 { 20 | 10 | 10 | 10 | 10 | 10 | 10 | 120 | 10
P a 2 d
2 1o [ o [ w0 ] %0 A e
(¢ ié e ué 1 1
48 |0 1o | \o o]l ¢ |7 3 o) 0 | 0 b
Termination
Mean Survival 1907/ V07 57, 1§72 5 7. oY.

Comment codes: d = dead, u = unhealthy, s = stressed

Statistics:

Method 0{7!): + Comments:
Lower 95% confidence limit

(mg KCI/L) 124177

Upper 95% confidence limit

(mg KCI/L) (426.)

48-hour LCy, (mg KCI/L) 13 45.9

Test
Reviewed by:

SOP AT48-Revision 3-Exhibit AT48.1
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3 Environmantal Testing Solutl

lons, Inc.

Statistical Analyses

Acute Silverside Test-24 Hr Survival

Start Date: 7/8/2025 Test ID: MbKCIAC Sample ID: "REF-Ref Toxicant
End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 0.8000 1.0000
1500 0.5000 0.4000
1750 0.1000 0.1000
2000 0.0000 0,1000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control  1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
1000 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.830 0.2055 0 20
1250 0.9500 0.9500 1.3305 1.24%0 1.4120 8.661 2 1.122 2.830 0.2055 1 20
*1500 0.4500 04500 0.7351 0.6847 0.7854 9.685 2 9.324 2.830 0.2055 11 20
*1750 0.1000 0.1000 03218 0.3218 0.3218 0.000 2 15.017 2.830 0.2055 18 20
*2000 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 16.139 2.830 0.2055 19 20
Auxiliary Tests S ic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU ﬂSDu MSDp MSB MSE F-Prob df
Dunnett's Test 1250 1500 1369.31 0.10191 0.10452 0.60242 0.00527 7.3E-06 5,6
Treatments vs D-Control
Maximum Likelihood-Probit
Par Value SE  95% Fiducial Limits Control Chi-Sg Critical P-value Mu Sigma iter
Slope 17.0575 2.95442 11.2669 22.8482 0 2.01626 7.81472 0.56904 3.17752 0.05863 3
Intercept -49.201 9.41217 -67.649 -30.753
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 00 ] 'F
ECO01 2.674 1099.35 917.662 1208 o
ECO05 3.355 1205.28 1051.15 1298.36 0.8 1
EC10 3718 1265.87 1128.88 1350.7 0.7 ]
EC15 3.964 1308.45 1183.69 1388.2
EC20 4.158 1343.32 1228.41 14196 ﬁ 0.6 1 4
EC25 4,326 1373.97 1267.38 1447.94 a 0.5 4
EC40 4,747 1454.34 1366.44 1527.14 |¥ ol
EC50 5.000 1504.94 1424.9 1582.19 o
EC60 5253 1557.3 1481.13 1644.46 0.3 1
EC75 5674 1648.4 156B.78 1765.49 0.2 ]
EC80 5.842 1686.01 1601.94 1819.41
EC85 6.036 1730.93 1639.87 1886.19 0.1 9 L
EC90 6.282 1789.16 1686.98 1975.91 0.0 1 rrer—r—rrrrrer
EC85 6.645 1879.1 1756.57 2120.11 1 10 100 1000 10000
EC99 7.326 2060.16 18B9.63 2426.39 Dose mg/L
Dose-Response Plot
1
0.9 ] 1-tail, 0.05 level
of significance
0.8 4
_ 0713
= 3
2 E
g 0.6
o 0.5 4
i 0.4 3
3 .
0.3 4
0.2
0.14
0

O-Control

1000 4

1250 4

*1500 4
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ol Statistical Analyses (:-_;;
Lt g B
Testing I ﬁ{
Acute Silverside Test-48 Hr Survival

Start Date: 7/812025 Test ID: MbKCIAC Sample ID: REF-Ref Toxicant

End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride

Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina

Comments:

Conc-mg/L 1 2

D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 0.8000 0.7000
1500 0.3000 0.0000
1750 0.0000 0.1000
2000 0.0000 0.0000

Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
1000 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.4200 o] 20
1250 0.7500 0.7500 1.0492 0.9912 1.1071 7.818 2 2.463 2.850 0.4200 5 20
*1500 0.1500 0.1500 0.3692 0.1588 0.5796 80.603 2 7.077 2.850 0.4200 1 20
*1750 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 7.952 2.850 0.4200 19 20
2000 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE F-Prob df
Dunnett's Test 1250 1500 1369.31 0.27418 0.28121 0.63175 0.02171 0.00117 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq_Critical P-value Mu Sigma Iter
Slope 18.4772 3.40221 11.8088 25.1455 o] 1.47537 7.81472 0.68797 3.13223 0.05412 4
Intercept -52.875 10.6871 -73.821 -31.928
TSCR _ 1.0
Point Probits _mg/L _95% Fiducial Limits 0.9 ]
ECO1 2.674 1014.67 B843.204 1112.96 T 4
ECOS 3.355 1104.6 959.684 1188.76 0.8 1
EC10 3.718 1155.76 1027.14 1232.56 0.7 1
EC15 3.964 1191.61 1074.55 1263.91 1
EC20 4.158 12209 1113.13 1280.16 0-5:
EC25 4.326 1246.59 1146.69 1313.83 0.5 4
EC40 4.747 1313.76 1231.7 1380.04 'ﬁ 04:
EC50 5.000 1355.9 1281.68 1426.09 T
EC6&0 5253 1399.39 1329.55 1478.26 0.3 4
EC75 5.674 147479 1403.55 1579.94 02: f
EC80 5.842 1505.83 1431.28 1625.34 ’
EC85 6.036 1542.84 1462.81 1681.61 0.1 1
EC90 6.282 1590.69 150172 1757.23 B = - U/ S
EC95 6.645 1664.36 1558.76 1878.67 1 16 100 1000 10000
ECg9 7.326_1811.89 1666.72 21359 Dose mg/L

Dose-Response Plot

1
0.9 4

08 3
67 3 1-tail, 0.05 level
] of significance

0.6 ]

r Survival

@ 0.5
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0.3 ]
0.2
0.1

0:

;

1000 4
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*1500 4
*1750
2000



Menidia beryllina
Acute Reference Toxicant Control Chart
Source: Aquatic Indicators, Inc.
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Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration
which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).
Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
= == = Control Limits (mean logarithmic LC,, £ 2 standard deviations converted to anti-logarithmic values)
e ..« Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)

--------- USEPA Warning Limits (mean logarithmic LC,, * S, ,, converted to anti-logarithmic values,
S,10 = 10" percentile of CVs reported nationally by USEPA)
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Acute LC;o Whole Effluent Toxicity Test, Species: Menidia beryllina

EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC #

Dilution Preparation:

o

Page 1 of

Test concentrations (mg/L KCI) 1000 1250 1500 1750 2000 A stock solution was prepared by diluting 100 g KCl inte 2000 mL
ized water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 20 25 30 35 40 prepare the concentrations evaluated for toxicity.
mi Dilution water 980 975 970 965 960
Total volume (mt) 1000 1000 1000 1000 1000 Stock solution INSS #: AWV
Chemical Analyses: Hours
0 24 48
Co ti i *Analyst identified for each day, performed pH and dissolved oxygen ts only.
neentration Analyst XL X AL Temperature and salinity performed at the time of test initiation or termination by the analyst
‘pH (s.u.) . K performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
‘6 ‘0 3 q - gu‘ 3 % bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) . 2 g A .'}‘ g
Control, *Salinity (ppt) ,
Saltsw 24 |82 |26,
*Alkalinity (mg/L Cac0;) |\ Chemical analyses:
*Temperature (°C) 1% 5.0 1.\-\.°t Parameter Reporting limit Meter Serial number
IPH (s.U) %.00 >-34 3.9 pH 0.15U. SM 4500-H+B-2021  [Accumet AR20 93312452
|pissolved oxygen (mg/L) € ‘3 & > '?_‘q. |pissolved oxygen 1.0 mg/L SM 4500-0 G-2021 |51 Model 52CE 08A100271
1000 mg/L -
*Salinity (ppt) Zg-\-fl a\.s .7 A 6 . (,I Salinity 1.0 ppt SM 2520 B-2021 ¥S| PRO30 180104324
*Temperature {°C) 5. 0 M'—'ﬁ LS. \ Alkalinity 5.0 mg CaCO,fL  |SM 2320 B-2021 Accumet AR20 93312452
pH (s.U) %00 3% '}18’{’1 Temperature 0.1% SM 25508-2010 Digital Thermometer | 134 b§'S
Dissolved oxygen (mg/L) %. 3 %0 +.9
1250 mg/L
B/l eSatimty ot 254 26.0 |2ag. 6
L4
*Temperature (°C) 8.3 AN\-4 1‘4‘;@
H (s.U.
| €01 | 3.¥9 | 8¢
|pissolved oxygen (mg/L)
L) 34 34
1500 mg/L —
*Salinity (ppt) 23*.3, 26 A7.L
*Temperature (°C) “ e ol -L* . ﬂ 1‘{ ~E
H (s.u.
i g.0\ | %> |33%
Dissolved oxygen (mg/L) 8 a +.-9 3.9
1750 L
mg/ *Salinity (ppt) 20.0 | 6. 6 P 6.9
*Temperature (°C) IR %-0 8.}
|pH (s.0.) <4.00 |33% \
Dissolved oxygen (mg/L) 5.2 e NP
2000 g/ *Salinity (ppt) sz 2 A 6 6 0?\
*Temperature (°C) 154 w1 A T P

S0P AT48-Revision 3-Exhibit AT48



Page 20f2
Acute LC;; Whole Effluent Toxicity Test, Species: Menidia beryllina

EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC # 4™
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
Initiation 0%' 0‘\’1—5 l q ‘-\"" “ ( ? q A M \ E P ‘ ”“ M'N‘ﬂ 6
24
0% 1015 | 35U QO
48
Termination | AWV LAY [ .5 3 o W)

*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.

Batch (Al Batch Mb): 083V LS

Age (9 to 14 days old): Q- 1D DA 4
08-3) LS V00

Date organisms were born: T0
04318 Mj

Average transfer volume: <0.25 mL

Transfer bowl information: fpHsu: .

Tempe:at;l\r?t- ;}_ C

Survival Data (number of living organisms):

Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L

Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation

oc 2
YO NF VP VT T P O A ave Y I IR

P PR R
48 o o ot qg° ]2 |6 |HY ) & | O |o
Termination
Mean Survival 27 7. 120, Hq, Ug-, Lg 7. o7,
Comment codes: d = dead, u = unhealthy, s = stressed

Statistics:
IMethod (}YO b 7 ¥ Comments:
|Lower 95% confidence limit

(mg KCI/L) f "5 5q é

Upper 95% confidence limit | .

(mg KCI/L) \ (’ 40 . 6

48-hour LCgy (Mg KCI/L) | Ll 7 [ é

Test

Reviewed by:

SOP AT48-Revision 3-Exhibit AT48.1
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.| Environmental Testing Solutions, Inc.

Statistical Analyses

Acute Silverside Test-24 Hr Survival

Start Date:  9/9/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 9/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 1.0000
1500 0.6000 0.4000
1750 0.3000 0.0000
2000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0 20
1000 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.4205 0 20
1250 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.4205 0 20
*1500 0.5000 0.5000 0.7854 06847 0.8861 18.129 2 4.247 2.850 0.4205 10 20
*1750 0.1500 0.1500 0.3692 0.1588 0.5796 80.603 2 7.068 2850 04205 17 20
2000 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu___MSDp  MSB MSE _ F-Prob df
Dunnett's Test 1250 1500 1369.31 0.27465 0.28169 0.46135 0.02177 0.00246 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq_ Critical P-value Mu Sigma Iter
Slope 223012 4.22887 14.0127 30.5898 0 1.72458 7.81472 0.63148 3.18582 0.04484 5
Intercept -66.048 13.4978 -92.503 -39.592
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits - ]
ECO1 2.674 1206.44 1029.27 1303.9 ) 4
ECO05 3.355 1294.39 1147.69 1376.78 0.8 4
EC10 3.718 1343.87 1215.14 1418.62 0_?:
EC15 3,964 1378.31 1262.07 1448.48 1
EC20 4.158 1406.32 1299.97 1473.45 b 061
EC25 4.326 1430.79 133272 1495.95 S 05 4
EC40 4.747 1494.38 141472 1558.87 @ 1
EC50 5.000 1533.99 1462.24 1602.6 2 947
EC80 5.253 1574.64 1507.27 1652.01 0.3 1
EC75 5674 164462 1576.1 17476 021
EC80 5.842 1673.25 1601.7 1789.93 o
EC85 6.036 1707.24 1630.7 1842.11 0.1 1
EC90 6.282 1751 1666.33 1911.76 0.0 |
EC95 6.645 1817.93 1718.27 2022.58 > P 100 1000 10000
EC99 7.326_1950.46 181565 22536 Dose mg/L
Dose-Response Plot
1 < <
0.9 ]
0.8 1
1-tail, 0.05 level
07 F----mmmmmmmm s m e Ao il
Tg 3 of significance
E 06 ]
o 0.5 é
e <4
§ 0.4 3
~ 3
0.3 4
0.2 3
0.1 1
0 v — v 1
(=] o (=]

D-Control
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Statistical Analyses (__—-_:
\ K
. Environmental Testing Solutlons, Inc.
Acute Silverside Test-48 Hr Survival
Start Date: 9/9/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 9/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina
Comments:
Conc-mg/L 1 2
D-Control 1.0000 1.0000
1000 1.0000 1.0000
1250 0.9000 0.8000
1500 0.5000 0.4000
1750 0.3000 0.0000
2000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L. _Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp Numb
D-Control 1.0000 1.0000 14120 14120 1.4120 0.000 2 0 20
1000 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.4104 0 20
1250 0.8500 0.8500 1.1781 1.1071 1.2490 8.517 2 1.624 2850 0.4104 3 20
*1500 0.4500 0.4500 0.7351 0.6847 0.7854 9.685 2 4.701 2.850 0.4104 11 20
*1750 0.1500 0.1500 0.3692 0.1588 0.5796 80.603 2 7.241 2.850 0.4104 17 20
2000 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu MSDp MSB MSE F-Prob df
Dunnett's Test 1250 1500 1369.31 0.26549 0.2723 0.41853 0.02074 0.002786 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Par ter Value SE__ 95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma __Iter
Slope 15.9054 2.70053 10.6124 21.1985 0 0.72601 7.81472 0.86707 3.16779 0.06287 4
Intercept -45.385 8.5806 -62.2023 -28.567
TSCR 1.0
Point Probits _mg/L__96% Fiducial Limits 0o ]
EC01 2.674 1050.82 870.068 1161.08 20 &
ECO05 3.355 1159.78 1005.12 1254.77 0.8 4
EC10 3.718 1222.41 1084.29 1309.21 0_?:
EC15 3.964 1266.57 1140.36 1348.26 1
EC20 4.158 1302.8 1186.24 1380.98 % 061 §
EC25 4326 13347 1226.35 1410.51 S 05 1
EC40 4747 141861 1328.8 1493.08 §' 1
EC50 5.000 1471.6 1389.64 1550.48 @ 04
EC60 5.253 1526.58 1448.44 161544 0.3 4
EC75 5.674 1622.55 15406 1742.01 02:
EC80 5.842 1662.28 1575.61 1798.57 -
EC85 6.036 1709.83 1615.74 1868.75 0.1 1
EC90 6.282 1771.59 1665.7 1963.3 o B || (T
EC95 6.645 1867.26 1739.73 2115.79 1 10 100 1000 10000
EC98 7.326 206088 1881.98 2441.77 Dose mg/L
Dose-Response Plot
1 =
0.9 7
0.8 3
E 1-tail, 0.05 level
=200 i Gl of significance
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E 0.5E
) 0.5§
o -
T 043
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> g — Menidia beryllina
Chronic Reference Toxicant Control Chart

B MR e Source: Aquatic Indicators, Inc.
0.4 — T T T 1T ¢ T T 7T T 1 = F 7 1 7
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Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the copper concentration

which would cause a 25% reduction in Menidia growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
Control Limits (mean logarithmic IC,, £ 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic IC,; * 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic IC,; + S, ,. converted to anti-logarithmic values,
S, s = 75" percentile of CVs reported nationally by USEPA)

§ Entered and
Reviewed by
Him Sumner
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Envirenmaental Testing Salutions, inc.

Menidia beryllina
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Test date
L Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria. Ao ans

Central Tendency (mean Control Growth, CV or PMSD) Aty
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95% Confidence Interval (mean Control Growth, CV or PMSD + 2 Standard Deviations)
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Page 1 of 5

| Testing Soluti Inc.

Copper Sulfate Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1006.0)
Species: Menidia beryllina

MbCuCR Test Number: 152

Dilution preparation information: Comments:
Cu Stock INSS number: INss 2406
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSQs in 500-mL deionized water
Dilution prep (mg/L) 0.025 0.050 0.100 0.200 0.500
Stock volume (mL) 0.5 1.0 2.0 4.0 10.0
Diluent volume (mL) 1999.5 1999.0 1998.0 1996.0 1990.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: Aquatic Indicators, Inc. Randomizing template: od ﬁﬁgg
Incubator number
ARE: 10-daysaid and shelf location: L 6
Batch: Al Mb 06-28-25 Artemia CHM number: CHM1385

06-27-25 1200 to Drying information for weight determination:

Hatch dates and times:

06-28-25 1130 Dat‘e.fﬁmein oven: agvs:1% 1rop
*Initial oven temperature: Lo'L
: oo pH(S.U)= =.49 Date / Time out of oven: M-S V100
Hansler Vesel intotmeon: Temperature (°C)= WM. *Final oven temperature: Lo ¢
Average transfer volume (mL): <0.25 mL Total drying time: Al HoveS

*60°C Oven, Thermometer SN: 14-985B5
Daily feeding and renewal information:

Day Date Morning feeding Afternoon feeding Test initiation, renewal, Sample Saltsw
or termination number batch used
Time Analyst Time Analyst Time Analyst used
0 07-08-25 (o | WMo | W s U NA _ [gvov8 A
1 .09- pr ' .
07-09-25 0%00 K VLS lA\ 0§58 gﬁ orvovrsB
2 07-10-25 D6od .M YA \'4 0&00 A 091
2 071125 | pgoo woo | K nsL | y 1-10:15 A
4
07-12-25 Cloth \‘.l\ tLOO 1}‘\ o4l o \',‘\ -8
5 07-13-25 Dot {E\ LLoo R’ 0440 !4‘ -\ S A
6 07-14-25 0500 }‘l 100 L 0&1\S H‘ \P Mee1s E!
7 07-15-25 : : 10\ X
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0O.) 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 ¥S1 PRO30 180104324
Alkalinity 5.0mg CaCoOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | +®0llblbtS
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: [e XA <20% 7-day LCso (%) 0-11L
Average weight per initial larvae: 9.20\ NOEC (%) 0.
Average weight per surviving larvae: 2- LW\ 2 0.25mg/larvae LOEC (%) 0. L
chv (%) o0.141
IC2s (%) Q "LO§

SOP AT20-Revision 6-Exhibit AT20.3



| Testing Sol Inc.

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 152

Survival and Growth Data

Day CONTROL 0.025 E,g_ﬂ- 0.05 mg/L
A B C D E F G H I J K L
9 10 10 10 10 10 10 10 10 10 10 10 10
! ol ol tolto Lo [ o] o] w] gl w
2 o |tp | LO iy (0 [tDd | (Y ol to| tp|td |t0
3 o Q| tO | Q10 [ tO] O[O o to | |lo
4 | \Of (p| to}to| o] to| (o] to| tp| to|!d
2 to| to| to| 1o 10| o] o |to |00 |0 | 1D
° ol o tof toj to|te fip |10 to| o] to |40
i wlto [ o] te] o] || o] to| 1o to] v
*A = Pan weight{mg% i
ray color code: ; ;
;n:wst: ¢ . 10.40 [10.56 |10. %3103 112.26 | 10. s [10.90 |{p. 2\ [12.09{10.30 [13-04[10.3s
pate: _hu-\A-2S
*B = Pan + Larvae weight (mg)
beter . (A% 3S 3146 (3140 30,9y (7253 [35 a6 [31.% [30.40 | 30.0% [33.48{ 30,15 3115 [30.33
C = Larvae weight (mg) =B -A '
~1.08{ 20.40] 24.04| 2120 “'wz\.'n 14.50( 14. &) 18.92 | 25. 8§ 14.1] |o.0d
Analyst: LA.
Weight per initial number of larvae (mg)
= C / Initial number of larvae %
Analyst: \“/\ n \*
Average weight per initial Percent
number of larvae (mg) reduction ~.20\ 2.1\ 4.\ 7_
from
control (%)

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6—Exhibit AT20.3



| Testing Soluti Inc.

Species: Menidia beryllina

Page 3 of 5

MbCuCR Test Number: 152

Survival and Growth Data

Day 0.1 rr_\sl_l. 0.2 mE,fL 0.5 mEIL
M N 0 P Q R S £ U Vv W X
0 10 10 10 10 10 10 10 10 10 10 10 10
5
. (o0 [tQ |fO | 70|10 [¢0 |tD g™ |1 Lot
2 v o l( ul
o] 94 o [0 1o {10 | a0 | 2 17 1 [
3 2\
10 | A& |wW [ | 0| 0] 4 |10 l,,\d S ;| L{
4
ol [w|]w| o 4|44 s | s4d
5
o|la |vo oo | 4alio]|ld ]| S]|S 3
6 v | [ Yol gl 3
to| & [1o [1o] &7 a7 4w Y v v |
] L} L} vl "k
? wl al ol 0] o o4 e4a ]t oo
*A = Pan weight (m, 1\;
T olor code: uny 5 ’ - .
Analyst: & ‘ 10.35 [i0.31 [10.3 [I0.30 J0.31 0,75 (429 {1504 135 |i2oHire 1363
Date: __ Q{y\A-35 ' LYy
*B = Pan + Larvae weight (mg) -
N S TeY 53| B33 20490 (30.Us 1305 (148 | 248 By 1330 |igrper e o
o
C = Larvae weight (mg) =B-A _
220 (1201 )].00 [ o2 w70 [ 128 | ude] 055 O | O |1
Analyst: X\
(7
Weight per initial number of larvae (mg)
= C / Initial number of larvae (3 \
'eg :\:‘\ @\ O"’\ {\,‘\ .6\Q \:\} .\.\\ﬂ . p(,L: O O .\’V
Analyst: &\ n' v N " N 4" v 0 0
Aver ight per initial Percen
nufn::‘:;:‘:asrva: (mg) r:ductiton 2 .0hb "l- & 7- l,L-nD 1:5.‘\7- 0. OLN q4£.0 L
from control
(%)

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6—Exhibit AT20.3
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Statistical Analyses

ntered and
Beviewed by

Equality of variance cannot be confirmed

Hen Surmne:
) Environmental Testing Solutions, Inc
Larval Fish Growth and Survival Test-7 Day Survival
Start Date:  7/8/2025 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: TM15/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: CuUs04
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia beryllina
Comments:
Conc-mallL 1 2 3 4
D-Control 10000 1.0000 1.0000 1.0000
0.025 1.0000 1.0000 1.0000 1.0000
0.05 1.0000 1.0000 1.0000 1.0000
0.1 10000 0.9000 1.0000 1.0000
0.2 08000 0.8000 0.8000 0.8000
05 01000 0.0000 0.0000 0.1000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control  1.0000 1.0000 14120 1.4120 1.4120 0.000 4 0 40
0.025 1.0000 1.0000 14120 1.4120 1.4120 0.000 4 18.00 10.00 ] 40
0.05 1.0000 1.0000 14120 14120 14120 0000 4 18.00 10.00 0 40
0.1 08750 09750 1.3713 1.2490 14120 5942 4 16.00 10.00 1 40
‘0.2 08250 08250 11426 1.1071 1.2490 6.209 4 10.00 10.00 i 40
*0.5 0.0500 0.0500 02403 0.1588 03218 39.161 4 10.00  10.00 38 40
Auxiliary Tests Critical Skew Kurt
Shapiro-Wilk’s Test indicates normal distribution (p > 0.01) 0.9082 0.884 -0.1889 0.82506

Hypothesis Test (1-tail, 0.05) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 0.1 0.2 0.14142
Ti vs D-Control
Maximum Likelihood-Probit
Par t Value SE __ 95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma Iter
Slope 5.63449 0.80741 4.05197 7.217T1 [i] 2.5947 7.81472 0.45842 -0.5654 0.17748 3
Intercept 8.18577 0.50703 7.19199 9.17956
TSCR 1.0 -
Point Probits mg/L  95% F ial Limits 09 ] /
ECO1 2674 0.10513 0.0716 0.13248 :
ECO05 3.355 0.13889 0.10408 0.16684 0.8 4
EC10 3.718 0.16112 0.12652 0.18946 07 ]
EC15 3.964 0.17809 0.14393 0.20701 /
EC20 4158 0.19285 0.1591 0.22261 2061
EC25 4326 0.20648 0.17303 0.2374 Sos]
EC40 4747 0.24526 0.21149 0.28223 804l
EC50 5.000 0.27202 0.23655 0.31594 e
EC60 5.253 0.30169 0.26281 0.35605 0.3 4
ECT75 5674 0.35835 0.30922 0.43971 02 ]
EC80 5.842 0.38368 0.32878 0.47966 '
EC85 6.036 041547 035257 0.53171 0.1 4 /
EC90 6.282 0.45924 0.38419 0.6065 0.0 PPN .
EC95 6.645 0.53275 0.43511 073923 001 01 1 10
EC9% 7.326 0.70383 0.54645 1.07756
Dose mg/L
Dose-Response Plot
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Statistical Analyses i

D Gt T Sona b -
Larval Fish Growth and Survival Test-7 Day G
Start Date:  7/8/2025 Test|D: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 7/15/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: CUs04
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia beryliina
Comments:
Conc-mg/L 1 2 3 4
D-Control  2.1050 2.0900 24040 22060
0.025 23800 21320 1.9500 1.9870
005 19390 25880 1.9110 2.0080
0.1 22400 22070 1.9010 20340
02 12740 20700 12150 2.1460
0.5 0.0550 0.0000 0.0000 0.1210
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/L Mean N-Mean Mean  Min Max  CV% N t-Stat Critical MSD  Mean N-Mean
D-Control  2.2013 10000 2.2013 20900 24040 6.571 4 22013 1.0000
0.025 21073 09573 21073 19500 2.3600 8.822 4 0621 2290 03464 21094 09583
005 21115 08592 21115 19110 25880 15.168 4 0593 2290 03464 21094 009583
0.1 20955 09520 2.0955 1.9010 22400 7542 4 0699 2290 0.3464 2.0955 0.9520
02 16763 07615 16763 12150 21460 29.834 4 16763 0.7615
0.5 0.0440 00200 0.0440 0.0000 0.1210 130.703 4 0.0440 0.0200
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.88435 0.844 1.16726 097797
Bartlett's Test indicates equal vari (p=0.52) 2.26915 11.3449
H sis Test (1-tail, 0.05] NOEC LOEC  ChV Tu MSDu MSB  MSE F-Prob df
Dunnett's Test 0.1 >0.1 034638 0.15736 00095 0.04576 088924 3,12
| Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mgiL SD 95% CL(Exp)  Skew
ICOs 0.1010 0.0437 0.0000 0.2188 06570
IC10 01273 00394 00000 0.2651 0.1130
IC15 0.1535 0.0357 0.0908 0.2752 04942 10
1C20 0.1798 0.0342 0.1083 0.2854 0.1743 09
Ic25 0.2047 00334 0.1185 0.2966 -0.0407 ’
IC40 0.2653 00314 0.1489 0.3391 -0.4653 08
Ic50 03058 00268 0.1985 0.3675 -06158 07
006
L
505
&
S04
03
0.2
01
00 e —r
0 02 0.4 06
Dose mg/L
Dose-Response Plot
3
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]
b
s %1 I 1-tail, 0.05 level
3 of significance
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I Testing Sol Inc.

Species: Menidia beryllina

Daily Chemistry:
Temperature and salinity performed at the time of test initiation, renewal or termination by the analyst identified in the Daily Renewal

Information table located on Page 1. Alkalinity and chlorine (total residual) performed by the analyst identified on the bench sheet specific
for each analysis and transcribed to this bench sheet.

Page 4 of 5

MbCuCR Test Number: 152

Day
(Analyst identified for each day, performed pH and D.O. measurements only.)
0 2
Analyst Xt ﬁ? K L )ﬁ- ¥ )( L.
Concentration Parameter ST S e e | --? LA ST S AR
pH (S.U.) 3.93 EAX: 4 4 2 7. 'a*s 'M 2 Y
CONTROL, Dissolved oxygen (mg/L) . 3.9 3.4 ¥,). '}_,L
SaltSw Salinity (ppt) Z5.0 5.1 _ 2.5.49 _1\s.0 S.0 Z-.., 3
Alkalinity (mg CaCOs/L) 100 e 100 [[EEE—— &1 [
Temperature (°C) L\ § Al W-S Ay Ao || L€
PH (5.U.) 344 &~ EC I P 3.1 ’-').tpl
Dissolved oxygen (mg/L) «-H 3.9 gL 3.3 8-\ ,-},,0
0.025me/L Ity (om0 25. 8 S5 | 25.5 || ne 1. Zs.3
Temperature (°C) ~1 Y ™. s RO ™. 6 w7
pH (5.U.) 3 a4 3.5 N2 3.9 1.4) Y2
0.05 mg/L Dissolved oxygen (mg/L) %.4 3.6 g.> Y %\ {a ﬂ .
) B salinity (ppt) ' 25 3% 2S. & 254 6% S| Z59
Temperature (°C) .1 A .S Rt gt 4.8 .L
PH (5.U.) 3 a4 ER I EE 3349 242 AuS
e Dissolved oxygen (mg/L) %4 39 %\ BN G- to.r"
S Salinity (ppt) 25 .2 S A 976 .5 .\ ~5.0 | 254
Temperature (°C) A .S R C TR - M-S Ww.S
pH (S.U.) 344 3.4 249 350 1.4% AN
0.2 mg/L Dissolved oxygen (mg/L) | +.9 ¥ 3.F <. q_ 0
il salinity (ppt) 25, 1L 1571 25. 6 pE| 6.0 | 23y
Temperature (°C) "L\\.ﬂ S wlL '\.s-\‘..q 5.0 _1\-\-. &
pH (5.U.) .44 E R 90 350 349% AT
Dissolved oxygen (mg/L) %4 3.4 g0 ERY .\ ')'0
0.5 mg/L salinity (ppt) 25.3 'LS ! 25 .3 s W.L | 253
Alkalinity (mg CaCOs/L) s G R S s B e
Temperature (°C) . ".‘\-\1 1"‘-‘0 b 5.0 .7
Initial Final Initial Final Initial Final

SOP AT20-Revision 6-Exhibit AT20.3



Page 5 of 5

| Testing Selutions, Inc.
Species: Menidia beryllina MbCuCR Test Number: 152
Day
{Analyst identified for each day, performed pH and D.O. measurements only.)
4 5
Analyst
Concentration | Parameter = 1| el NG G =il o ; Sl o
pH{s.U) %0 EAY: B.24% '}3‘1 5.4l
Dissolved oxygen (mg/L) % -2 :}-C'f 3.4 F.9 4%\
C(:::I:SL, Salinity (ppt) G /5.0 250 | 2M 4 : ‘3 : 25,1
Alkalinity (mg CacOy/L) o e a5 ===y 0S [EEEEEEE 10D
Temperature (°C) . § . b . w1 s S | .4 b
pH (5.) 19Y | 138 %2l 185 0% 3.4 344
Dissolved oxygen (mg/L) 6 6 12 B2 = gf B, 4 3.9 g\
e L L frrwrees Z5.1 5.\ z25.) 250 Z3.2 232 25.0
Temperature (°C) o ¥ -‘\-\FS ad. & .o 4.1 4L '\_1{.1
pH (.U.) 39S 1w 303 J585 ot .54 .44
0.05 mg/L st 2.3 £ 8.2 e %.4 .9 %\ 3 9
Salinity (ppt) Z35.0 23\ Z5.0 250 Ba AN Zs.0 25.0
Temperature (°C) “\.b w9 . & “™-b =1 b . NS
pH{s.U) 3535 3139 G-ot 7.8 $.0% 3.%5 “3.94 .30
Oamgll | 6.3 1.2 3.2 1.3 7.4 ) 5.1 53
salinity (ppt) 2] Z3.\ A | ZS 252 233 Z5.0 25.2.
Temperature (°C) M.b .9 w4 .S Ly LN 1.1 b
pHASY) nNAv | 133 S o4 335 2.0% 54 3.4+ A, 37
o2mgy | e3 | 29 5.2 2F 14 |35 £ 5
Salinty (ppt) 250 || &53 2N S Z5.0 250 | 23> Zs.0 Z5A
Temperature (°C) 'L_* S A4l 1.4 R | L. & .1 Wb .\
pH (5.0.) 105 | 337 ot 12 S8 395 394 1.
0.5 g/t Dissolved oxygen (mg/L) 85 T 3.3 1.3 5.4 2% 5 6.0
Salinity (ppt) 29 Z5,) M3 24,0 250 2s.2 | 244
Temperature (°C} -\-'*' g '\."l"l '\.‘{ iy | 4.6 1-‘-{- f "L'{_’G .k \.“‘\—
Initial Final Initial Final Initial Final Initial Final

SOP AT20-Revision 6-Exhibit AT20.3



| F—— Menidia beryllina
Chronic Reference Toxicant Control Chart

e Source: Aquatic Indicators, Inc.
0.4 — | . B — T T 1
i Control Limits (+ 2 Standard Deviations) ’
0.3 — e i L e e me — S e e S — —— — B
- [ @ o * ® o |
L . ® ° o ° - 1
— -
i = ]
B ) ® ® |
O - o s e S e ————— — . -
A L 4
~
a0 - 8
._E__ e ¢ 4 & ¥ 9 ¥ ¥4 4 f f § % § F 3 § _f 3§ 7
« Tt 1T 7 T T °I & 1 I T & 1 ¥ & t°t T 1 °11
O
- 08 ) o =
“y i Warning Limits |
)
~ 06 o
0.4 - -
o_n__.sﬁ__'__q__.. . — e _© -_Q_D.__.__o
0.2 ° . o . _
0.0 - R — 0 a3 ¢ s o— - —— st e s —— e — _
0.2 [ R N NN N T B | ! | r L1 1 1 N I |
’ A oW oW @ Wt @1 0P P A .51, oV %.1‘3 a"'-" & o
A 0% Y o oI @A B (A O 01.% o ¢ .0‘5‘ o°' & S 0“ & o>
Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the copper concentration

which would cause a 25% reduction in Menidia growth (calculated using ToxCalc).

Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
Control Limits (mean logarithmic IC,, + 2 standard deviations converted to anti-logarithmic values)

Laboratory Warning Limits (mean logarithmic IC, + 2 coefficent of variations converted to anti-logarithmic values)

USEPA Warning Limits (mean logarithmic IC,; + S, , converted to anti-logarithmic values,

25~
Spzs= 75" percentile of CVs reported nationally by USEPA)

f Entered and
Reviewed by
1im Sumner
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Menidia beryllina

Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
3.5 e e =ds T " Feh aao=ds T F T T 1T 7 T T3
® ———— e . ]
3.0 F " ® E
v C ] e ]
s g 25 ® ® B
P —— — et e
6 = 20 @ -
= e ' ® " e ° ]
g & A5 ° 3
c ~ E ——— ””-"‘"" T —— e M M g | WA E
8% 10F el Sa E
0.5 E_ USEPA Minimum Acceptance Criteria (> 0.50 mg per surviving larvae) _:
S l | ] | L1 | 1 l | | | | | | | l [
C 1 | | | | | | | | l | | N B ] T | l —
Sé" 20 - USEPA Maximum Coefficient of Variation Guidance Criteria (< 18%) ]
s £ {
s 3 e i —— o i S | O s 0
5o : s . =
ke o
"la 2 10 — ® ® [ ] ® —
2 - e i
€ 0o - 1 ¢ . " .
g o i o ® o |
% qe H _ET e ——— ='“'-m._: — —— — ——— — s e e GRS SN NS S e s e 7
: 0 y
o - i
C | | | | | | | | | | | | | | | | I N I
S . | | | T | | T | | 1 T | ] T I | T
B e T L ST -
30 USEPA Upper PMSD\Bound Acceptance Criteria (< 28%) =
%
— \ —
— I \‘I =
BQ 20 -_ T ———— o —— = e o _‘-
3 . . v ]
s [ ° o e 8 o —e
- . -
10 [~ s ® B <
I USEPA A o kR 1
i Lower PMSD Bound ) " 1
: >11% / 3
0 | | { ) | I 1Z 1 | | | | | | 1 1 | |
2 A 1.‘1- 1?— b L L .1.1 o 1:’: 1:5 P 2 1'* 25 .95
AP A (O (S o L A QQ‘&QWQ%; ‘}501 o s'°<°' B
Test date
L Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum

Jim Sumner

acceptance criteria e
Central Tendency (mean Control Growth, CV or PMSD) J:"""‘""""
95% Confidence Interval (mean Control Growth, CV or PMSD # 2 Standard Deviations)
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Page 1 0f5

Envii | Testing Solutions, Inc,

Copper Sulfate Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1006.0)
Species: Menidia beryllina

MbCuCR Test Number: 153

Dilution preparation information: Comments:
Cu Stock INSS number: INSS 2429
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSOs in 500-mL deionized water
Dilution prep (mg/L) 0.025 0.050 0.100 0.200 0.500
Stock volume {mL) 0.5 1.0 2.0 4.0 10.0
Diluent volume (mL) 1999.5 1999.0 1998.0 1996.0 1990.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
QOrganism source: Aquatic Indicators, Inc. Randomizing template: ofAR (:!.
Incubator number
Ae: A0:days okd and shelf location: '\ 8
Batch: Al Mb 08-31-25 Artemia CHM number: CHM1385
Drying information for weight determination:
: 08-30-25 1200 to p—
Hatch dates and times: 08-31-25 1130 Datle.f Time in oven: 04115 105D |
*initial oven temperature: wo l
? i pH(S.U)= ‘- 1© Date / Time out of oven: 0116 1050
Transfes vessel information; Temperature (°C) = .S *Final oven temperature: LD *C
Average transfer volume (mL): <0.25mL Total drying time: - Mok §

*60°C Oven, Thermometer SN: 14-98585
Daily feeding and renewal information:

Day Date Morning feeding Afternoon feeding Test initiation, renewal, Sample Saltsw
or termination number batch used
Time Analyst Time Analyst Time Analyst used
¢ 090925 | vo¥$ WS | 1850 W NA | VS d
1 T L) L TE
99702 |oseo | Y| vaS U 040 I \ )
u 091125 | proo | | 350 og4s | ) oN-A-1$
A3
> 09-12-25 osoo| K | wool 4 | ¢sdly oAb 1S
4
O3 | ows | N W30 | Y« omD | M 04-1)-14
° 021475 | oest | g W0 | ¢ oedo | j 04\
6 09-15-25 500 \ WOo H od S\ ,_}( . 0131
7 09-16-25 ! (00D “
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L 5M 4500-0 G-2021 YSI Model 52CE 0BA100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 2550B-2010 Digital Thermometer | t30bMb® §
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: O1. <20% 7-day LCsp (%) 0.1E£S
Average weight per initial larvae: 2 61& NOEC (%) 6.\
Average weight per surviving larvae: 2.2l 2 0.25mg/larvae LOEC (%) 0.
ChV (%) 0. 4|
IC25 (%) 0.125¢0
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| Testing Solutlons, Inc.

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 153

Survival and Growth Data
Day CONTROL 0.025 mif L 0.05 m_g_f' L
A B C D E F G H I J K L
o 10 10 10 10 10 10 10 10 10 10 10 10
3 o |'Q [ IO |10JLO | ID| 1D |ty Jto |t | /O] 1D
2 foltg |to]| o]l |w|tolio]w|tolro|i
3 (o | (O] O | tof to|to | 10|10 ] 0]co]| 0|10
. /|| [to]n] o] ] n|iv |
. lp|to|w |toltolto]| rolm | |to |10
¢ 0|10 [ [to | w|o| to]| ol tofto] 1o|tD
’ o [to [to] /010wl |0|w]|w|mw]|w
*A = Pan weight {mg]r ¢
Tray color code: _(2 {44 o
Analyst: g :K\ &._\ D\\ 1\?) 0“, N “x- 4"V \O’\ \"é) \0\0 ag\.
bate: _2B-19-1 \0 Qx \ﬂ.“ \q.'\' \0 {X' \0 \0. 3’ 'Q" \.‘ Q’
*B = Pan + Larvae weight (mg)
Analyst: 35,38 |3 [30.02] o 60| 362 | 4299 aq 49 (3 fag <2 3819 | g Mo | h.00
Date: 041618
C = Larvae weight (mg) =B-A oA
Ak ot T ST T A TS T ZRS T s 0o
Analyst: X Ay 1M [ 150 [ 21.38] 260k (2527 [ 248 | 13V [aL 65 | 263 | 25.00[ 2860
Weight per initial number of larvae (mg)
= C / Initial number of larvae 9:55 v‘:sk 500 @\
\ ~ g
Analyst: ¥l
Average weight per initial Percent
number of larvae (mg) reduction .60 0.3 T
from
cuontrolt%}

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6-Exhibit AT20.3
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I Testing Selutl Inc.
Species: Menidia beryllina MbCuCR Test Number; 153
Survival and Growth Data
Day 0.1 mg/L 0.2 mg/L 0.5 mEI_L

M N (0] P Q R S T u \'J w X

v 10 10 10 10 10 10 10 10 10 10 10 10
A 4d k| todl

! (ol 10|10 |10 a\"‘ /10 [ID [ 1D \ vV | | O
2 (9 (0 |IYD 0 A4 |10 |10 |70 \ \ \ +A )
3 o | wlto]w]| a| 0] 0|10 RN v O
» |1 fie]wlalo|wl|olr] v ] V]
> ool 4l o |t [ [V ]oD
8 | [ ]a | a4 o[ |\ v | D
¢ | wlwlo|alales] 1|t 090

*A = Pan weight {mg?
Tray color code:
" G,Q) o » ‘h"l o\\a i ofb X \q’ X

Analyst: qi\ ,\4’ 0 Eb 0 %) ) 4,)
Date: -19-29 \« \0‘ & \\ & \0 \f\.' \\.O \:\ {\) \(-) &
*B = Pan + Larvae weight (mg) q TR
Analyst: J 34.85[34.05 | 30,68 3108 (36,84 |48 (3T (39,56 fig.wd [1gag |—T R
Date: e s il
C = Larvae weight (mg) =B -A . . oAt
%1567 (1380 4,82 1398 VL1013 w0l | —
Analyst M
1]
Weight per initial number of larvae (mg) O 0
= C/ Initial number of larvae af
g | @ | B0 A s & o o™

Analyst: Yt " v i i
Average weight per initial Percent
number of larvae (mg) reduction 2. % 20\ 1. .58 Wl 0.\ ad.a 1.

from control

(%)

*Weight measurements performed using Cahn 28 Automatic Electrobalance, SN 41520.

Comment codes: ¢ = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,
lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6-Exhibit AT20.3
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rered and
Statistical Analyses pad
A ]
- | Testing Sal inc.
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 9/9/2025 TestID: MbCuCR Sample ID: REF-Ref Toxcant
End Date: 9/16/2025 LabID: ETS-Envir. Testing Sol. Sample Type: Cuso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia beryllina
Comments:
Conc-mgl/L 1 2 3 4
D-Control 1.0000 1.0000 1.0000 1.0000
0.025 1.0000 1.0000 1.0000 1.0000
0.05 1.0000 1.0000 1.0000 1.0000
0.1 1.0000 1.0000 1.0000 1.0000
0.2 0.9000 09000 0.8000 0.8000
0.5 0.1000 0.1000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/l Mean N-Mean Mean Min Max CV% N Sum Critical Resp Number
D-Control  1.0000 1.0000 14120 14120 14120 0.000 4 0 40
0.025 1.0000 1.0000 14120 1.4120 1.4120 0.000 4 18.00 10.00 0 40
0.05 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
0.1 1.0000 1.0000 14120 1.4120 14120 0.000 4 18.00 10.00 (o] 40
*0.2 0.8500 0.8500 1.1781 1.1071 1.2490 6.954 4 10.00 10.00 6 40
*0.5 0.0500 0.0500 0.2403 0.1588 03218 39.1861 4 10.00 10.00 38 40
Auxiliary Tests Statistic Critical Skew Hurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77628 0.884 -2E-15 0.36938
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 0.1 02 0.14142
Treatments vs D-Control
Maximum Likelihood-Probit
Par Value SE 96% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 6.80038 099933 4.84169 8.75907 0 0.04343 7.81472 099762 -0.5446 0.14705 3
Intercept 8.70318 0.60204 7.52318 9.88319
[ TSCR _ - 1.0
Point Probits mg/L  95% Fiducial Limits
ECO1 2674 012982 009312 0.15861 091
ECO05 3.355 0.18352 0.12705 0.19229 0.8 4
EC10 3.718 0.18492 0.14933 0.21394 0.7 -
EC15 3.964 020093 0.16611 0.2305 4
EC20 4.158 0.21463 0.18041 0.24506 0.6 4
EC25 4.326 022712 0.19332 0.25874 E 05 «
EC40 4747 0.26193 0.22809 0.29929 4
EC50 5.000 0.28539 0.25022 0.32895 i 0.4 1
EC60 5.253 0.31096 0.27309 0.36341 0.3
ECG7S 5.674 035862 0.31277 0.43305 1
EC80 5.842 0.37949 0.32922 0.46546 0.2 1
EC85 6.036 040537 0.34899 0.50702 0.1 4
EC90 6.282 044045 0.37494 0.56558 i _ N
EC95 6.645 0.49811 0.41591 0.66675 A S -
EC99 7.326 062739 050263 09126 Dose mgiL
Dose-Response Plot
19 <> < 2
0.9 3
0.8
0.7 3
0.6 3
05 3
- 3
8 043
P~ E
0.3 1
0.2 3
014
3 >
0 ] . é - o w
E g s © e 2




° e

Statistical Analyses

| Environmental Testing Solutions, Inc, &

ntered and
Reviewed by
Jim a!u(mu

Larval Fish Growth and Survival Test-7 Day Growth

y Growth
i 5]

0.5 1

0.0251
0.051
0.11
0.21

05

of significance

Start Date: 9/9/2025 TestlD: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 9/16/2025 LabID: ETS-Envir. Testing Sol. Sample Type: Cuso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 TestSpecies: MB-Menidia beryllina
Comments:
Conc-mg/L 1 2 3 4
D-Control 24920 27140 25710 27350
0.025 25160 28270 24480 23120
0.05 24850 2.6340 25000 28610
0.1 2.5460 2.8670 23950 2.3820
0.2 23980 22100 23780 2.3540
05 03220 02110 0.0000 0.0000
T form: U fi d 1-Tailed Isotonic
Conc-mg/lL  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Control 26280 1.0000 26280 2.4920 27350 4.426 4 2.6280 1.0000
0.025 2.5258 0.9611 25258 23120 28270 8.631 4 0.767 2290 0.3054 25729 09790
0.05 26200 09970 26200 24850 28610 6.644 4 0.060 2290 0.3054 25729 0.9790
01 25475 09694 25475 23820 28670 8.857 4 0.604 2290 0.3054 25475 0.9694
0.2 23350 08885 23350 22100 23980 3.651 4 23350 0.8885
0.5 0.1333 0.0507 0.1333 0.0000 0.3220 120.374 4 0.1333 0.0507
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.90177 0.844 0.80339 -0.4448
Bartlett's Testindicates equal variances (p = 0.74) 1.25971 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE F-Prob df
Dunnett's Test 01 =01 0.30538 0.1162 0.01054 0.03557 0.82742 3,12
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 86% CL(Exp) Skew
IC0s 0.1240 0.0426 00000 0.1787 -0.4028
IC10 0.1858 0.0296 0.0458 0.2218 -0.9471
IC15 0.2138 0.0072 01900 0.2320 -0.7459 10
IC20 0.2317 0.0064 02106 0.2493 -0.1235 09:
IC25 0.2496 0.0062 0.2295 02657 -0.1293 T
IC40 0.3033 0.0059 0.2846 0.3187 -0.1211 0.8 4
IC50 0.3391 0.0060 0.3208 0.3562 -0.0713 0_!:
0.6 4
go.s 1
3 0.4
0.3 1
0.2 1
0.1 9
0.0 4 - -
0 0.2 0.4 0.6
Dose mgiL
Dose-Response Plot
s
3
A EP/_H\ 1-tail, 0.05 level




| Testing Soluth

Inc.

Species: Menidia beryllina

Daily Chemistry:
Temperature and salinity performed at the time of test initiation, renewal or termination by the analyst identified in the Daily Renewal

Information table located on Page 1. Alkalinity and chlorine (total residual) performed by the analyst identified on the bench sheet specific
for each analysis and transcribed to this bench sheet.

Page 4 of 5

MbCuCR Test Number: 153

Day
(Analyst identified for each day, performed pH and D.O. measurements only.)
2
Analyst e L
Concentration Parameter paleis s ders T Ses DR
pH (5.U.) g00 2.%%
Dissolved oxygen (mg/L) %.1 3.3
C‘:le':ﬁh salinity (ppt) A6 0 2<A\
" Alkalinity {mg CaC0s/L) \00 SR
Temperature (°C) UL ™. ¢
pH (5.U.) Fay 1,80
Dissolved oxygen (mg/L) “1 3.4
0.025me/L T ity ot 253 59
Temperature (°C) M5 5.0
pH (S.U.) =AY .30
Dissolved oxygen (mg/L) 4\ T
0- —
S me/t | oty (vt 5.4 53
Temperature (°C) '\.‘k— 5 . 1
pH (5.U.) o 1.1 3.8\
0.1 L Dissolved oxygen (mg/L} ﬁ iy 9.3
-1 mg/ salinity (ppt) | . dS L @_ (7]
Temperature (°C) \.‘{ . & '\,‘{-1 -\_\{. L “]_\-t. L '\_,\-\.‘1
PH (5.U.) §:00 -84 398 [ E# hag 2.€%
G et Dissolved oxygen (mg/L) €3 39 g.\ .5 .2 %
il Salinity (ppt) 24,9, PPN 2.65. | 5.2 255
Temperature (°C) - § - ™. b - M™.L 1s-)
PH (.U, 00 |agy 298 [3Iws | h48 [Fw0 .
Dissolved oxygen (mg/L) €3 3.4 g\ ¥ ¥.x 3.3
0.5 mg/L salinity (ppt) X6 5.9 Py KR Z5,
Alkalinity (mg CaCO,/L) —a A i Fo AN = 3 o | i AT
Temperature {°C) . £ .4 2L ™-b 1"\. b M- £
Initial Final Initial Initial Final

SOP AT20-Revision 6~Exhibit AT20.3
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| Testing Solutions, Inc.

Species: Menidia beryllina

MbCuCR Test Number: 153

Da
(Analyst identified for each day, perfornred pH and D.O. measurements only.)
3 4 5 6
Amshst § X6 [ gse gsc | esc XL % L o
Concentration | Parameter 'Tﬁg-f‘?‘;:?r_f TR AR oG [Eoviey R il 1S et (B g riﬂw-ﬁ_-r-; ..3"“.-'-4"'3‘:1’ BAR

PH (5.U.) 94 13F T.a4 1.30 ¥.o3 ’-!_;—12 800 A

Dissolved oxygen (mg/L) €.0 F.0 <. 33 %-2 4 %O ('2 2
Cg::’:\:h salinity {ppt) 250 Z—‘-; 0 _ 44 a9 . Z“t q . ME L 245 0 2v4 Z*’.\-’j- _

Alkalinity (mg CaC0,/L) a4 (BRSPS £ ] & o RN e I Sa s

Temperature (°C) -E.{_"l . '\.‘\l’ 15. [_) .S b KL -i 4.l W.—

pH (5.U) 343 1990 144 180 3.50 12% 3.%5 453
0.025 mg/L Dissolved oxygen (mg/L) .0 3.4 5.2 "-]-3_ g3 T %-0 v,

: . Sallnity (gpt) 25.) 750 25.) 2% 250 25> Z5,) Z5.2.
Temperature (°C) - M S -l ™. W .(2 -.;\.\. A R %, -
oH (5.U) 2.9% 18%F %45 1.84 .00 [93% 1.5 IMa

0.05 mg/L Dissolved oxygen (mg/L) “0 '}j %.2 13 2.3 +a %0 .l
5 Salinity (ppt) 249 453 25.0 2373 250 3.\ 25,1 252
Temperature (°C) ~d-Yo Y Wiy | -5 . 4.7 .b .. A\S$.0
pH (5.0.) 3.93 19 14w +£4 To0 A€ .55 NSl
i mell Dissolved oxygen (mg/L) 4.0 14 T.2 12 9.2 F-9 -\ v.L
e salinity (ppt} Z\-lq 7252 50 5.\ 250 250 25.\ 54
Temperature (C) -!_rd.‘o R W ™S .7 w1 w. 3 -1 $.0
pH (5.U.) .03 188 30 IR Q.00 3E h¥S 3.3)
B Dissolved oxygen (mg/L) g0 +4 7.2 33 5.3 3.9 B\ o, L
) Salinity {ppt) 250 2572 Zs.0 Z5.\ 24Q 250 250 257
Temperature (°C) M- b l‘k.la 1-"\'8 -1"‘.-1 -L"i . M 1“- L AS- k.
PH (S.U.) .92 7 1.4% 1as ¥.00 134 3.5l 4‘:;-3_
0.5 mg/L Dissolved oxygen (mg/L) %.D 18 T 2 39 3.3 >+ % T\ UA(
=+ Salinity (ppt) 2449 25.\ &5.0 250 246 Z5.% z3.0 Z5,|
Temperature (°C) I\t-b 1‘{- [™ 1'{‘-5 1"{ .al -l‘*-b 1-"‘ - b "L"‘_‘: '\S-L
Initial Final Initial Final Initial Final Initial Final

SOP AT20-Revision 6—Exhibit AT20.3
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