> e — gy Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart
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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,
0= 10" percentile of CVs reported nationally by USEPA)
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g Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Page 1of ;

AbKCIAC # 2L EA
Dilution Preparation:
Test concentrations (mg/L KCI) 250 375 500 750 1000 A stock sclution was prepared by diluting 100 g KCl into 2000 mL
water. This 50,000 mg/L KCl stock selution was used to
mL Stock solution 5.0 75 10 15 20 prepare the concentrations evaluated for toxicity.
'mL Dilution water 995.0 992.5 990 985 980
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 1‘53"'\
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
C ti !
oncentration Janalyst ﬁ;" 9{9 m 7 é‘d Temperature and salinity performed at the time of test initiation or termination by the analyst
pH (S.U.) O performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
!D‘ el pr— @@2’% Z. %‘gg ?gq 5 bench sheet and transcribed to this bench sheet.
issolved oxygen (mg/L 40
L}
Control, *Salinity (ppt) 9\4 é ”
fw] 26 Z(o 0
Saltsw X i L
*Alkalinity (mg/L Caco,) 100 Chemical analyses:
*Temperature (°C) s A b, . 5-3 Parameter Reporting limit i number Meter Serial number
pH (s.U.) 33 o 7.9 é 7 ] ?‘9 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
- Dissolved oxygen (mg/L) g q ’) q 8 h) |pissolved oxygen 1.0 mg/L 5M 4500-0G-2021  |¥5I Model 52CE 08A100271
250 mg/L — . - L
*Salinity (ppt) ;\S O 25 - L’ Zs 8 Salinity 1.0 ppt 5M 2520 B-2021 Y51 PRO30 180104324
*Temperature (°C) Ly s - N\S.0 5.0mgCacOy/L  |5M 2320 B-2021 Accumet AR20 93312452
IDH (s.u) 2 08 7. 84 7 Gy Temperature 0.1° SM 25508-2010 Digital Thermometer | 13gLeMb S
|issolved oxygen (me/L) e y ",}l 6
: 0
75 melt [ty e 242 [&87 | zwo
*Temperature (°C} 8.3 -LS- 5 8.0
H (5.U.
jen gog |7.497 | 293
|Dissolved oxygen (mg/L) 8 \.' /_],q 6 )
500 mg/L . : L
mg/ *salinity (ppt) 25.) pYS é Z5.@
*Temperature (°C) 15-0 5.0 L R
(e 8.09 |2.95 |\
Dissolved oxygen (mg/L) a .f '}q \
750 mg/L *salinity (ppt) ~ SI‘ 5 _1‘6 ' O \
*Temperature (°C) K. 1. | S
i, 809 |7.96 | WF
Dissolved oxygen (mg/L} 6 A3 /} H "\
1000 mg/L - b
*Salinity (ppt) 9\{ kS 2N s q \
*Temperature (°C) 8.0 8. \

SOP AT42-Revision 4-Exhibit AT42



- Page 20f 2
Acute LC;o Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0
Americamysis bahia Potassium Chloride Acute Reference Toxicant Test
AbKCIAC # 1L &R
Feeding Test Initiation or Termination Location Randomizing \ 2
e oar Time Analyst Time Analyst Incubator/Shelf Template Salsw gate
[nilgtlon o\.“"\,s i 0*\ k \3%0 A/( \Jb qe_‘.Lﬂ\ﬂJ 0“‘0‘-’“&
i AAS \D 1wl ﬂ
Yrr::lhn m‘\O"S \3 \" “
*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 1S
Age (1to 5 days old): Leals
0Y-0L% M0
Date organisms were born: <0
o0V W\hO
Average transfer volume: <0.25 mL
Transfer bowl information: pH(SUE =, B4
Temperature (°C)
.l
Survival Data (number of living organisms):
Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 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
. . wd el nd wd
24 | | of 10 [0 [o] 9*] a? [ I
l e 34
as | 10| 10| [0 || a L[4 | o] O] ©O]o
Termination
Mean Survival 1061. 1061. K’ 7- sSal. O1. Q1

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

Statistics:
lMethnd Paik vr Comments:
|Lower 95% confidence limit

(mg KCIfL) 4sk.b

Upper 95% confidence limit :

(mg KCl/L) sa \

48-hour LCs, (mg KCI/L) aas.1

Test

Reviewed by:

NP ATA7-Ravizinn d-Fyhihit AT47 1
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. Environmental Testing Solutions, inc.

Acute Mysid Test-24 Hr Survival
Start Date: 4/8/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date 4/10/2025 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Cone-mgl/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 08000 08000
750 0.0000 0.0000
1000 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 N
D-Control 1.0000 1.0000 14120 14120 14120 0.000 2 0 20
250 10000 10000 14120 14120 14120 0.000 2 0.000 2.850 0.0285 o 20
375 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.0285 0 20
*500 09000 089000 12490 12480 1.2490 0.000 2 16.297 2.850 0.0285 2 20
*750 00000 00000 0.1588 0.1588 0.1588 0.000 2 125324 2850 0.0285 20 20
1000 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 375 500 433.013 0.00967 0.00991 059802 0.0001 22E-09 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC60 96%CL
00% 59151 56464 61967
50% 59872 56370 63168
10.0% 598.73 57896 619.18 1.0 <
200% 59873 57896 61918 1
Aulo-00% 59151 564.64 619.67 021
0.8 4
0.7 1
w 0.6 1
§os
v
& 04
0.3 4
0.2 1
0.1 4
0.0 - i
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 i P 1-tail, 0.05 level
0.0 3 of significance
0.8 3
0.7 3
0.5 3
0.5 9
b
< 043
o~
0.3 4
0.2 4
0.1 4
03 . b
g 8 8 8 g
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Environmental Testing Sohstlons, Inc.

Acute Mysid Test-48 Hr Survival
Start Date: 4/8/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 4/10/2025 LabID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mgl/L 1 2
D-Control 1.0000 1.0000
250 1.0000 1.0000
375 1.0000 0.8000
500 0.6000 04000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Genc-m!l'l. Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 10000 14120 14120 14120 0.000 2 o] 20
250 1.0000 10000 14120 14120 1.4120 0.000 2 0.000 2850 0.2335 0 20
375 09500 09500 13305 1.2490 1.4120 8.661 2 0.995 2850 0.2335 1 20
*500 05000 05000 0.7854 06847 08861 18.129 2 7.649 2850 02335 10 20
*750 00000 00000 01588 0.1588 0.1588 0.000 2 15299 2850 02335 20 20
1000 00000 00000 O0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the dala set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC __ LOEC __ ChV TU MSDu __MSDp __MSB___MSE___FProb___ df
Dunnett's Test 375 500 433.013 0.12113 0.12423 0.60026 0.00671 7.7E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 956%Fiducial Limits Control _ Chi-Sq__ Critical  P-value Mu Sigma iter
Slope 143605 351976 74618 212592 0 017806 T7.81472 098105 269519 0.06964 4
Intercept -33.704 943318 -52.193 -15215
TSCR 1.0 o
Point Probits mg/L 95% Fiducial Limits 1
[ECO1 2674 341,348 245982 387.152 el
ECOS 3.355 380.762 301411 419772 0.8 4
EC10 3.718 403601 334964 439493 6.7
EC15 3964 419779 358932 454273 =
EC20 4.158 433099 37848 46726 o 0.6 4
EC25 4326 444862 39535 4796 i — ]
EC40 4747 475939 436335 517953 0 1
EC50 5000 495671 45862 547.68 & 041
EC60 5253 516.22 478836 582.992 03]
EC75 5674 552,283 509223 653418 1
EC80 5842 567.283 520,655 685.187 027
EC85 6.036 585.283 533.773 724894 0.1 4
EC90 6.282 608,744 550147 778.99 6o 1 P,
ECO5 6.645 645.258 574.488 867.975 e o 00 1000, 10000
EC99 7.326 719.763 621.393 1066.13 Dose mgiL

Dose-Response Plot

o8
Q7
06
0.5

0.4

48 Hr Survival

03

0.z

01

ALialisaaliaaibaaaitasialasailisaadasdstossalisg

D-Control
250
3751
500
7504
1000

1 °
09 \\ 1-tail, 0.05 level

of significance




Envirenmental Testing Solutions, Inc.

Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart
Source: Aquatic Indicators, Inc.

T T T T T T 1 T T T T T T T T 1 —
0.65 - - 5 —
i Control Limits (* 2 Standard Deviations) |
0.60 - n
0.55 T —~— — -
- e v ™ v o -
0.50 - e » . ¥ -
T s i e s e Bl i s o b P it A O B
—~ 045 o
g p A
a 0.40 - =~
E - —
- 035 -
a TS NN (R B | oo He ) | N S N SR N N p—
3 L 1 I & 1 & 1 ¢ r 1171 71T § &1 & 7T 51 ° 7T 3
5 0.65 [~ =
.8 R R Warning Limits .
é 0.60 N _.,__...__--——:...'.._'_:’:___";_'_ ““““ :\;-‘ ................................................... =
<F i g R N 1
0.55 - n
i v ° o
~®
0.50 . * . . 2 e o © o o .
045 mnmuTmIT TS e T D S
0.40 - ,
0.35 - .
TR BN (S S 1 | 1 1 | 1 S N N SN | SN MU [ (N S
b I 1:5 2 o 2 Ak oAb Ak ah 1." 25 20 2% A5
0 A S 07 (Y O 0,_09 ,0°~ ,09 Q%x 0930 0¥ 0% g O (B g OV GOV 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 Warmng Limits (mean logarithmic LC

so £ S, o converted to anti-logarithmic values,

Spi0= 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:

240

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

Pagelc

Test concentrations {mg/L KCl) 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
deionized water. This 50, mg/L KCl stock sclution was used to
] Thi 000 mg/L KC k sed
mL Stock solution 5.0 7.5 10 15 20 prepare the concentrations evaluated for toxicity.
mL Dilution water 995.0 992.5 990 985 980
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: »
Chemical Analyses: Hours
0 24 48
-~ *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Concentyation Analyst n, ‘Jp 4% 7 Mﬁ"’/’ Temperature and salinity performed at the time of test initiation or termination by the analys
IpH (5.U.) 603 7 g c 7 g ? 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) a3 a. ) 2.9 '
Control, *Salinity (ppt)
satiows X0 |46. | 23G.O
*Alkalinity (mg/L CaCOy) a1 Chemical analyses:
*Temperature (°C) p } 5 q B _\\ W.b Reporting limit  |Method number Meter Serial numbe:
IPH (s.u.) e-lb Z. 85 7 7 q pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
|pissolved oxygen (mg/L} 8_2_ R J G 1 |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
250 mg/L —
*Salinity (ppt) 2 6 % 1‘ .6 as .9 1.0 ppt SM 2520 8-2021 Y51 PRO30 180104324
*Temperature (°C) s A . _“\'1__ Alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumet ARZ0 93312452
pH (5.U) 8 . DI 7 9.7 7 7 .7 Temperature 0.1°C SM 25508-2010 Digital Thermometer ‘M‘L?
Dissolved oxygen (mg/L) 83 o | 2’ . 0‘
37sme/L |
salinity (ppt) x5 3 'ls 9\6 o
*Temperature (°C) ‘\s.1 13- A 'L\L. E
H (5.U. %
PN O |787 282
Dissolved oxygen (mg/L) 8 3 1 b | 1 P
500 mg/L |[—— - -
Salinity (ppt) 2 4 3 ;K ) 2 6 0
*Temperature (°C) B-L \$.3 . g
|pH (s.U.) g' ID 7 g 7 \
Dissolved oxygen {mg/L) 6-3 1.1 \
750 mg/L - .
B/ [esatinity (w0 2 A ES 9’1’ \
*Temperature (°C) 1% [N 1. 5 \ 45
_h‘
2 =q
\camn 8.00 | 7.8g ®
|Dissolved oxygen (mg/L) 8 3 ,\ -l
1000 me/L o et 24 & 24
i 0 \
*Temperature (°C) 8.4 WU .C’ \

S0P AT42-Revision 4-Exhibit A1



- . 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 # 1A 0
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
] *
moen [og0ens [ WBO [ M | wso | W WY | Mewno |emsh
24
05\ S wsy | N
T!H:nslliﬂll GS'n‘. 15 ‘sls 3\
*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: Agquatic Indicators, Inc.
Batch (Al Batch Ab): KNS 05-08-2%
Age (1 to 5 days old): v DS
05-09- % VW0
Date organisms were born; 1o
0L4-05%-1% Who
Average transfer volume: <0.25mL
Transfer bowl information: lHGsU): .95
Temperature (°C)
W
Survival Data (number of living organisms):
Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 mg/L
Houis 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
W wd wd 10k we
24 L In| o |y [y | 1o D 0 |0 6 |0
s ‘PN
48 1ol /o] Iv| /o] 1o 0| | S Ol 6| of 0
Termination
Mean Survival woal. 1n07. 100l 0 ()] 7 Ok
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
IMethnd 5\( Comments:
Lower 95% confidence limit
l(mg KCl/L) 46.S
Upper 95% confidence limit
(mg KCI/L) SSe "‘\
48-hour LCgq (mg KCI/L) sl .4

Test

Reviewed by:

T




* = g gy
,.\ Testing Inc. 6(
Acute Mysid Test-24 Hr Survival
Start Date: 5/6/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 5/8/2025 Lab ID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tes! Species: AB-Americamysis bahia
Comments:
Conc-mglL 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 1.0000 0.8000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/lL  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp  Number
D-Control 1.0000 1.0000 1.4120 14120 14120 0.000 2 0 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1469 0 20
375 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.1469 o 20
500 09500 09500 13305 12490 14120 8.661 2 1.581 2.850 0.1469 1 20
“750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 24.318 2.850 0.1469 20 20
1000 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC LOEC ChV TV MSDu MSB MSE __ F-Prob df
Dunnett's Test 500 750 612.372 0.06555 0.06723 061047 0.00266 7.5E-06 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 96%CL
0.0% 60185 58186 62253
5.0% 60587 59275 619.28
10.0% 605.87 59275 619.28 1.0 o
20.0% 60587 59275 619.28 09
Auto-0.0% 60185 58186 62253 sl
0.8 4
0.7 4
@ 0.6 4
E_ 0.5 1
£ 0.4 4
0.3 4
0.2 1
Q.11
0.0 v <
1 10 100 1000
Dose mg/l

Dose-Response Plot

1-tail, 0.05 level

a8
08

TTTITTIren

07

0.6

24 Hr Survival

03 4
0.2 4

0.1 4

of significance

7504

ars

1000
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- Environmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival
Start Date: 5/6/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 5/8/2025 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
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
250 1.0000 1.0000
375 1.0000 1.0000
500 0.5000 0.5000
750 0.0000 0.0000
1000 0.0000 0.0000
Transf Arcsin Square Root 1-Tailed Number Total
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N t-Stat  Critica MSD Resp Number
D-Control 10000 10000 14120 14120 14120 0.000 2 1] 20
250 1.0000 1.0000 1.4120 14120 14120 0.000 2 0.000 2850 00285 4] 20
375 1.0000 1.0000 1.4120 14120 14120 0.000 2 0.000 2850 00285 o] 20
*500 05000 05000 07854 07854 0.7854 0.000 2 62.662 2850 00285 10 20
*750 00000 00000 01588 0.1588 0.1588 0.000 2 125324 2850 00285 20 20
1000 00000 00000 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 Cchv TU MSDu MsB MSE __ F-Prob df
Dunnett's Test 375 500 433.013 0.00967 0.00991 062824 00001 2.0E-09 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level  EC60 96% CL
00% 51494 47654 55643
50% 51343 47114 55951
100% 51192 46496 563.62 1.0 %
200% 50891 44882 577.05 09:
Auto-00% 51494 476.54 556.43 T
0.8 4
0.7 1
o 0.6 4
0w E
g 054
§ 0.4 4
0.3 1
0.2 4
0.1 4
0.0 -
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 + < 1-tail, 0.05 level
0o ] of significance
08
07 3
ELTE
@ 057
x
0.4 4
|
033
0.2 J
0.1 4
03 - »a T -
g 8 8 g g




Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

: TR TRTER Source: Aquatic Indicators, Inc.
0.8 S S AR B e (R R S A S i U e N S S
[ Control Limits (+ 2 Standard Deviations) ]
0.7 =
o —— e - 4
)/ a— ——
0.6 ,° o -
/ )
b /. —
L ° M%m‘- -‘
T S ~ _
= 05 ~ . P 2
U ~\ e - SR
2 L 4
<
g 04 .
T
2 | l I | ] 1 1 I 1 1 1 | 1 1 | | I 1 | l
- — T T T T T T T T T T T T T T T T T T 1T
= L -
o 08¢ Warning Limits =
£ I 2 ]
g o7f T )
A P R ® .
06 — \\./."‘ ¢ @ ® i
| W_.____-«%-Wﬂ__"..——'-’ |
0.5 ,'p--'m“‘,l @ T
N (P NGt |
04 - N g R 4
03 [ .
AN TN TN N Y N N NN N NN NN NN SO S I B B
1% 1,"9 2 1% 2% A% .2° .25 a0
P o B P o A Y
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)
e = = 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)

50 =~

S

50~

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

A0

S, 1o = 10" percentile of CVs reported nationally by USEPA)

§ Entered and
Reviewed by
Him Summar
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EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Acute LC5; Whole Effluent Toxicity Test, Species: Americamysis bahia

Page 1 of

AbKCIAC # )
Dilution Preparation:
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 concentrations evaluated for toxicity.
mL Dilution water 997.0 994.0 991.0 988 985 g
Total volume (mL) 1000 1000 1000 _ 1000 1000 Stock solution INSS #: 2 3 L{
Chemical Analyses: Hours
0 24 48
- *Analyst identified for each day, performed pH and dissolved oxygen ements only.
Fonchtrationt Analyst ;M ;:IO 2045"' (e Temperature and salinity performed at the time of test initiation or termination by the analyst
pH (5.u.) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
I 8 08 7 ?8 ?‘7 Z bench sheet and transcribed to this bench sheet.
|pissolved oxygen (mg/t) €.\ 4 '.-“ \o
Control, | *Salini =
saltsw i 2951 5.4 1S.
*Alkalinity (mg/L CacO,) o Chemical analyses:
*Temperature (°C) : U‘. ] f/] 2 L{ - 7 "\A .\\ Reporting limit hod number Meter Serial number
IDH (s.u.) 2.0 7 2 '98 7.7 pH 0.15.U. 5M 4500-H+ B-2021  |Accumet AR20 93312452
|Dissolved oxygen (mg/L) Cl \ =21 <.\ |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 0BA100271
150 mg/L
*Salinity (ppt) 26 T "[S 2 S u i 1.0 ppt SM 2520 B-2021 Y5 PRO3D 180104324
*Temperature (°C) Z {A 5 6 2 Y. s -“\_\.\ Alkalinity 5.0mg Cato,ﬂf SM 2320 B-2021 Accumet AR20 93312452
Ipl-l (s.u.) 3 ' 57 7 (? 4 iR 3 Temperature 01°c SM 25508-2010 Digital Thermometer | | 7o & 4 IS
— |pissolved oxygen (mg/L) s L - e | 1%
m
*Salinity (ppt) ] 6 .5 S ? 5-b
*Temperature (°C) P . b[ 2 U. s w.$
IPH(S.UJ g 07 7 '?9 7,5{
— Dissolved oxygen {mg/L) .1 _‘.-‘ 1.b
m
ey 25.0) |15.8 | 15.8
*Temperature (°C) =2 3 S z l/\ ] z w -'_s—
i .08 |7298 | 7.84
Dissolved oxygen (mg/L) [ "'1-“3 1. L,
600 mg/L
o/ *Salinity (ppt) 2_ q, ;_,' . 3 W)
*Temperature (°C) 2 /,‘ 144 5 13, 1
H (S.U.) g
[F Bo7 200 |\
_— |pissolved oxygen (mg/L) EL 1b \ X
m
*salinity (ppt) 26.9 EYHES \\g‘-
*Temperature (°C) 2 f_,( i ')) 7 L{ . Q \

SOP AT42-Revision 4-Exhibit AT4;



Page 2 of 2
Acute LCso Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # \
Feeding Testtntiation o7 Termination || tocation | Randomiing
Hours pate Time Analyst Time Analyst | incubstor/shett | remplate |
e [03-0028 [ V102 | 27 WS | 60 |orange|o22b%A
% [07-04.79 1Y 32 v
et |03 062§ (15 | e

*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): 0 %-03-2¢
Age (1 to 5 days old): lig2 o€ od
TF=IIRS 1700
Date organisms were born: t7 g ‘5,73_ 2
1\
Average transfer volume: <0.25mL
Transfer bowl information: pH (S.U.): 43 0 ‘
Temperature (°C) -
21 .0 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
: 73 T |d Wl s 0a 1o¢
24 1o | % 1> 119 [ lo |94 9 % sﬁg ol I
(4 1 & \t
8 [VW|lb ||l [ | |3 |ul°]
Termination
Mean Survival Q0'J_ \0 97 §$-) %D'? 3 2 S, o
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method ‘)m bl.'f' Comments:
Lower 95% confidence limit
(mg KCI/L) uqz 9§ 3
Upper 95% confidence limit
{mg KCI/L) S qz q é‘
48-hour LCs, (mg KCI/L) SU Y, (X

Test
Reviewed by:

SOP AT42-Revision 4-Exhibit AT42.



x 8 ¥
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Acute Mysid Test-24 Hr Survival
Start Date: 3/4/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/6/2025 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-mgl/L 1 2
D-Contrel 1.0000 0.8000
150 1.0000 1.0000
300 1.0000 0.9000
450 0.9000 0.8000
600 0.5000 0.5000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control 0.9000 1.0000 1.2596 1.1071 1.4120 17.115 2 2 20
150 1.0000 1.1111 1.4120 14120 1.4120 0.000 2 o] 20
300 0.9500 1.0556 1.3305 1.2490 1.4120 8.661 2 1 20
450 0.8500 0.9444 1.1781 1.1071 1.2490 8.517 % 3 20
600 0.5000 0.5556 0.7854 0.7854 0.7854 0.000 2 10 20
750 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 573.09 532.07 617.27
50% 58247 53875 62975
10.0% 588.09 54529 63426 1.0 <
20.0% 593.37 539.94 652.08 0.9 ]
Auto-0.0% 573.09 532.07 617.27 0.8 ]
0.7 -
0.6 -
E 05
g 04
£ 0.3 4
0.2 4
]
0.1 -
0.0 -
-0.1 - e
-0.2 . v —
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 3 <
n_gi/
08 ¥
_ 071
] ]
>
= 0.6 4
£ :
& 05 3
£ 041
&
0.3 4
0.2 1
017
03 . . . .
2 g 2 2 2
T L) = o ~

3-Control
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! Envirenmental Testing Selutiens, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 3/4/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/6/2025 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-ma/L 1 2
D-Control  1.0000 0.8000
150 1.0000 1.0000
300 1.0000 0.9000
450 0.9000 0.7000
600 0.3000 0.4000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Numb
D-Control 0.9000 1.0000 1.2596 1.1071 1.4120 17.115 2 2 20
150 1.0000 1.1111 1.4120 1.4120 1.4120 0.000 2 0 20
300 0.9500 1.0556 1.3305 1.2490 1.4120 8.661 2 1 20
450 0.8000 0.8889 1.1201 0.9912 1.2480 16.280 2 4 20
600 0.3500 0.3889 06322 05796 06847 11.753 2 13 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
Maximum Likelihood-Probit
Parameter Value SE __ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 13.9 3.22558 7.57791 20.2222 0.1 2.40387 7.81472 0.49291 2.738919 0.071924 4
Intercept -33.075 8.90534 -50.528 -15.62
TSCR 0.05276  0.0288 -0.0037 0.10921 1.0 @
Point Probits mg/L 95% Fiducial Limits 0.0 T
ECO01 2.674 373.103 254.572 434.477 ]
ECO05 3,355 417.692 311.715 471.685 0.8 4
EC10 3.718 443.602 346.788 493.461 a7 ]
EC15 3.964 461.985 372.325 509.17 1
EC20 4.158 477.137 393.66 522.402 3 061 g
EC25 4.326 490.531 412.639 534.412 §_0‘5_
EC40 4747 525974 462.504 568.501 85
EC50 5.000 548.518 49293 592.956 [
EC&0 5.253 572.028 522.482 621.866 0.3 +
EC75 5674 613.36 567.418 682.756 02:
EC80 5.842 630.578 583677 711.731 :
EC85 6.036 651.26 601.756 748.875 0.1 J
EC90 6.282 678.248 623.588 B800.572 0.0 - g
EC95 6645 720.32 654.992 887.093 4 16 400 1000 10000
EC9%8 7.326 B06.406 713.748 1082.16 Dose mgl/L
Dose-Response Plot
19 -
0.91/
08 3
e
-g 055
2 3
@ 0.5
T 04 1
? ]
0.3 1
023
0.1 7
0] ; . v r
g g 8 g 2
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Page 1 of

Acute LC;, 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:

Test concentrations (mg/L KCl) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
deionized water. This 50,000 mg/L KCi stock solution was used to
mL Stock solution 3.0 6.0 9.0 12 15 prepare the concentrations evaluated for toxicity.
'mL Dllution water 997.0 994.0 991.0 988 985 £
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 1 3 l %
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
ocepaton Analyst ‘é"’ ﬁ;"f Qp /79/"7 Temp and salinity perf d at the time of test initiation or termination by the analyst
JeH (s.u) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
7 98 ‘726 7 '?0 bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 8' o) .1 Wi |
Control, [+safinit t .
salesw s .0 (180 |25.0
*Alkalinity (mg/L CaCO,) (o Chemical analyses:
*Temperature (°C) AN S 201 hes ! Parameter Reportinglimit |Method number  |Meter Serial number
IpH (s.U.) 8— o7 283 = g ‘_? pH 0.15.U. 5M 4500-H+ B-2021  |Accumet ARZO 93312452
Dissolved oxygen (mg/L) £.0 =21 .M |pissolved axygen 1.0 mg/L SM4500-0G-2021  |YSI Model 52CE 08A100271
150 L
mg/ *Salinity (ppt) % 0 SR ) 7 S N Salinity 1.0 ppt SM 2520 B-2021 ¥5I PRO30 180104324
*Temperature (°C) 'Lq e | 1‘\ s ‘l I/{ Z Alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumet AR20 93312452
IpH (5.U.) 8o - 2.9 3 2 g 9 [Temperature 0.1°C SM 25508-2010 Digital Thermometer [37 6 6%
Ipissolved oxygen (mg/L) §.0 1.4 A
300 mg/L
¥ [Fssty o WM | s 265
*Temperature (°C) j_c.l ."\ k. b 72 t,\ A
s 8oz 179 | 792
Dissolved oxygen (mg/L) g\ b =
450 mg/L
o 1.9 | 6.8 |29
*Temperature (°C) 6.0 1 L"‘w 1 bl |
e 807 | 791 | 7.89
Dissolved oxygen (mg/L) &, ‘ %! =.b
600 mg/L
g/ *Salinity (ppt) 15.b S % 2.6 6
*Tamparstice (3 WA [ w200
e 8.27 | 789 |\
Dissolved oxygen (mg/L) J \ "'\-L; \
750 L
50 mg/! *Salinity (ppt) 1S .E 1s.§ \
*Temperature (°C) 1‘\ l{ wl.b \ qp 0‘1).’0 6 ;z,g

SOP AT42-Revision 4-Exhibit AT4



Page 2 of 2

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

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # -~
Feeding Test Initiation or Termination L il R g
Hours Date SaltsW Batch
Time Analyst Time Analyst Incubator/Shelf Template
Im‘u?llnn 03'05‘25 ) Os 2 W o q ’3 e ?{) G C \.} e ((O)n, 02’2"5 '(350
24 2Y.26-2§ o‘}uj %
Tl!n:namun ‘93"9‘?25 . l 2 oo 5/

*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):

03,53‘2(

Al (BVALLD TeST, TeST TSRAIVAT
eyceemes + Z WURS o
INATLATLO ™ TVAR , a‘

Age (1 to 5 days old): 112 3 éow; oid NoT 1N OLones VW O WTROL
23-71-76 299 C\pe
Date organisms were born: lo o 3.93%.2¢ 130
Average transfer volume: <0.25 mL
Transfer bowl information: JPH (SU): ~ A%
Temperature (°C)
2U.H
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
| Vs 23 5 12d (od
24 ¢ ol 12 |12 w0 | 1o 9 (DO | % o |0O
U I L
48 9 W [ o]k Q 0 q ' \ Ofo
Termination ) ) , q q pm 01-25
Mean Survival 0;9‘4 20 1297 &0, UDY oY.
Comment codes: d = dead, u = unhealthy, s = stressed s o
H o ospllied
Statistics:
Method pfl? b:% Comments:
Lower 95% confidence limit
(mg KCI/L) N ('J 'OH 3020
Upper 95% confidence limit .
(mg KCI/L) 5 7\(\ LU B3
48-hour LCs (mg KCI/L) g 2 ‘%\9 L{ SM."\‘D

Test
Reviewed by:

\i\ hxﬂ'\k

SOP AT42-Revision 4-Exhibit AT42.1




. Environmaental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 3/5/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/7/2025 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-mgi/L 1 2
D-Control 0.9000 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 0.9500 1.0000 1.3305 1.2490 1.4120 8.661 2 1 20
150 1.0000 1.0526 1.4120 14120 1.4120 0.000 2 -0.651 2.850 0.3567 o] 20
300 1.0000 1.0526 1.4120 1.4120 1.4120 0.000 2 -0.651 2.850 0.3567 0 20
450 0.9500 1.0000 1.3305 1.2490 1.4120 8.661 2 0.000 2850 0.3567 1 20
*600 0.6500 06842 09463 0.7854 1.1071 24.043 2 3.070 2.850 0.3567 ¥ 20
750 0.0000 0.0000 O0.1588 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 0.25937 0.27494 0.07557 0.01566 0.05735 45
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECS50 95% CL
0.0% 60800 572.07 646.18
5.0% 61597 579.44 654.80
10.0% 619.97 57848 664.44 1.0 N 4
20.0% 627.37 566.74 694.49 0.9 3
Auto-0.0% 608.00 57207 646.18 O.B:
0.?:
0.6 1
% 05
= 4
a 0.4:
3 0.3
(14 4
0.2:
0.1 ]
204 =
0.1 4
0.2 e
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 = =
i
08 4+
0.8 13
o R e T T 1 N 1-tail, 0.05 level
K E of significance
Z 064
g
o« 0.5;
LT o413
R,
0.3 4
0.2 3
0173
0 T T T T
8 8 8 8 B

D-Control



.'\ Environmaental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 3/5/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 312025 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 0.9000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 0.9000 0.9000
600 0.4000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L M N-Mean _Mean Min Max CV% N Resp Number
D-Contrel 0.9500 1.0000 1.3305 1.2490 1.4120 8.661 2 1 20
150 1.0000 1.0526 14120 1.4120 1.4120 0.000 2 0 20
300 1.0000 1.0526 14120 1.4120 1.4120 0.000 2 o] 20
450 0.9000 0.9474 1.2490 1.2480 1.2490 0.000 2 2 20
600 0.4000 0.4211 06847 06847 0.6847 0.000 1 =] 10
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
Maximum Likelihood-Probit
Par t Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 16.3449 3.6849 9.12251 23,5673 0.05 1.68073 7.81472 0.64123 2.74738 0.06118 4
Intercept -39.906 10.1544 -59.808 -20.003
TSCR 0.01797 _ 0.0171 -0.0155 0.05149 1.0 <
Point Probits _mg/L 95% Fiducial Limits o 9: r‘/
ECO1 2.674 402.763 299.098 457625 -
ECO05 3.355 443.347 352.903 492.369 0.8
EC10 3.718 466.628 384.718 512.911 0.7 ]
EC15 3.964 483.023 407.302 527.885 1
EC20 4.158 496.463 425.784 540614 806 )
EC25 4326 508.29 441.921 552.261 30_5.
EC40 4,747 539.359 48297 585604 2 04:
ECS0 5.000 558.956 507.199 609.351 e "
ECE&0 5.253 579.266 530.48 636.647 0.3 4
EC75 5.674 614.673 566.473 690.913 s
EC80 5.842 629.317 579.881 715.809 1
EC85 6.036 646.827 595026 746.622 0.1 1
ECsg0 6.282 669.553 613.541 788.974 0.0‘ v OO
EC95 6.645 704.712 640.352 858.476 1 10 100 1000 10000
EC99 7.326 775.723 690.314 1010.93 Dose mg/L
Dose-Response Plot
1 ' r_________-w
09 +
08 3
_ 071
206
E
@ 0573
[ 3
T 0.4
3
0.3 4
0.2 ]
0.1
0 v T T -
3 g 8 8 2
- o P

D-Control



Pagelo
S 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 # 3

Dilution Preparation:

Test cancentrations {mg/L KCI) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
d 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 concentrations evaluated for toxicity.
mi Dilution water 997.0 994.0 991.0 988 985 2 3
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: q. 8
Chemical Analyses: Hours
/] 24 48
« t : *Analyst identified for each day, perf d pH and dissolved oxygen measurements only.
oncentration Analyst £‘4 %/5“ W IL’ Temperature and salinity performed at the time of test initiation or termination by the analyst
pH (5.U.) 8 - performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
I 209 |7.98 | DNpr o
bench sheet and transcribed to this bench sheet.
|pissolved oxygen (mg/L) -
go | W Y.l
Control, *calini
’ Sal t
Saltsw g i 15.0 |2 6.0 | \W\.4
*Alkalinity (mg/L Cac0;) ) Chemical analyses:
*Temperature (°C) 1S 1 fLLl . \ s\ Parameter In limit hod numb Meter Serial number
IPH (s.u) g o é g o0 q @2_ pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
|pissolved oxygen (mg/L) 8\ =.7\ [, 3 Dissolved oxygen 1.0mg/L 5M 4500-0 G-2021  |YSI Model 52CE 0BA100271
150 mg/L -
*Salinity (ppt) 15-0 ?,9 ’ ", 1% A Jsalinity 1.0 ppt SM 2520 B-2021 ¥5| PRO30 180104324
*Temperature (°C) . £ ol C{ | A% 8 Alkalinity 5.0mg CaCOy/L  [SM 2320 B-2021 Accumet AR20 93312452
IPH [5.0.) g ) 5 g o0 q‘p)g Temperature 0.1°C SM 25508-2010 Digital Thermometer l' ?9(_) 6‘4
|oissolved oxygen (mg/L) 3\ -.1 q‘ 0
300 L
mg/ *Salinity (ppt) 250 |2 g, i g
L L]
Temperature (°C) .‘5‘1 2 'ﬂ z S,
H (s.U.
[Pt B.osl 799 | A0S
i |pissolved oxygen (mg/L) 8-\ =1 r} ‘,0
m
*Salinity (ppt) 8.0 [29.3 |s.>
*Temperature (°C) \$ L Z Ll . l LR
H (S.U.
et Boél792 | Aoe
— Dissolved oxygen (mg/L) 8.\ ~-. 1 /}‘ o)
m,
*Salinity (ppt) IS d i 26 . z . 4
*Temperature (°C) 15-1 t (_,| i ‘z -\_s = 5
H (S.U.
e Boe |00 | N4
P |Dissolved oxygen (mg/L) Q .6 ~-e /} |’l
750 mg/L
*Salinity (ppt) 15 = L( 3 19\{
*Temperature (°C) g . t 2 Ll A [ 1%--

SOP AT42-Revision 4-Exhibit AT4



Page 2 of 2
Acute LC;; Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # 3
Feeding Test Initiatlon or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
o , *® r
Iniatien 019 b 2( a3 gg 9] qjl" % G 6 L/e (fo & 02‘26 %ﬂ
24 <5
93-91L 2923 |
a8 4
Termination O?'O%”ZC u *00 M
*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: Aguatic Indicators, Inc.
|Batch (A1 Batch Ab): b2 -273-7 (
Age (1 to 5 days old): ¥ o L,] YN Y o kl
07-01- ¥
Date organisms were born: ‘ 25 150
v> 039325
Average transfer volume: <0.25 mL
Transfer bowl information: [pH(sv): 4 LY
Temperature (°C) ,
2L, €
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
_ 3¢ 6¢ ¢
24 bl l[wll|l ploOo]lo]lP ]2 |0
WA 3d sd
48 v |10 10 | 10 JO | 10 4 - 2 |+l 1 fo)
Termination
Mean Survival ITTEA \0o1l. op 1. 4-[)1. 307 S
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method pf? b + Comments:
Lower 95% confidence limit
(mg KCI/L) U9 o.4y3
Upper 95% confidence limit
(mg KCI/L) ez .U U
48-hour LCy, (mg KCI/L) 5 37 uy

Test
Reviewed by:

SOP AT42-Revision 4-Exhibit AT42.1



Testing Inc.
Acute Mysid Test-24 Hr Survival
Start Date: 3/6/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/8/2025 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 0.7000 0.4000
750 0.1000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean _N-Mean Mean Min Max CV% N Resp Number
D-Control 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
300 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 0 20
450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
600 0.5500 0.5500 0.8379 06847 0.9912 25859 2 9 20
750 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 19 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq _Critical P-value Mu Sigma Iter
Slope 19.5637 4.72456 10.3035 28.8238 4] 0.14507 7.81472 0.98593 2.78699 0.05112 3
Intercept -49.524 13.2077 -75.411 -23.637
TSCR 1.0
Point Probits _mg/L 95% Fiducial Limits 09 ] 1
ECO1 2674 465669 354.224 517.058 '
EC05 3.355 504.559 410973 548.009 0.8 1
EC10 3.718 526.601 444.328 565.928 0.7 1
EC15 3.964 542.015 467.963 578.825
EC20 4.158 554.586 487.293 589.706 50-5'
EC25 4326 565.603 504.156 599.625 S 0.5
EC40 4.747 594.345 546.791 628.214 2 o] q
EC50 5.000 612.334 571.394 649.188 0w
EC60 5.253 630.868 594.165 674.183 0.3 4
EC75 5674 662.926 627.211 725.697 02 ]
EC80 5.842 676.096 638.973 749.386 iy
EC85 6.036 691.777 652.046 779.06%9 0.1 1 J
EC90 6.282 712.025 667.854 B819.344 0.0 e S
EC95 6.645 743.131 690.595 884684 1 10 100 1000 10000
EC99 7.326 805.193 732.827 1025.17 Dose mgiL
Dose-Response Plot
1 g ag <
0.9 9
0.8 3
T
2 063
g2
@ 0.5
g 0.45
0.3 4
0.2 3
0.1 3 -
3 >
0 . v . r
3 g 2 g 2

)-Control



.| Envirenmental Testing Selutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 3/6/2025 Test ID: AbKCIAC Sampile ID; REF-Ref Toxicant
End Date: 3/8/2025 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 0.7000
600 0.2000 0.4000
750 0.1000 0.0000

Transform: Arcsin Square Root

Number

Total

Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 o 20
150 1.0000 1.0000 14120 14120 1.4120 0.000 2 0 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 o] 20
450 0.8000 0.8000 1.1201 09912 1.2490 16.280 2 4 20
600 0.3000 0.3000 05742 04636 06847 27.225 2 14 20
750 0.0500 00500 0.2403 01588 03218 47.963 2 19 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed .
Maximum Likelihcod-Probit
Par t Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 11.3432 2243 6.94689 15.7395 0 0.05549 7.81472 0.99658 2.73033 0.08816 3
Intercept -25.971 6.15794 -38.04 -13.901
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits io
ECO1 2.674 335.152 240.009 391.67 -
ECO05 3.355 384.877 209.28 434.979 0.8 4
EC10 3.718 414.334 336.099 460.743 0.7 1
EC15 3.964 435471 363.057 479.523 1
EC20 4.158 453.037 385.644 495471 a0
EC25 4.326 46B.671 405.756 510.054 g_u_s.
EC40 4.747 510.5 458.482 552 2 04:
EC50 5.000 537.44 490.431 582.437 A
ECE&0 5.253 565.803 521.403 618.328 0.3 4
EC75 5.674 616.3 569.592 692.164 02:
EC80 5.842 637.568 587.779 726.5 -
EC85 6.036 663.286 608.61 770.071 0.1 1
EC90 6.282 697.124 634.599 830.288 0.0 Frrrrre—rrrrrrrr D rree
EC95 6.645 750.479 673.36 930.808 3 10 400 1000 10000
EC99 7.326 861.823 749.048 1158.77
Dose mg/L
Dose-Response Plot
1 < <
0.9 9
0.8 3
e
.; 06 _
£ o
@ 0.5 7
1
X 043
2
0.3 4
0.2 3
0.1 3 +
>
0 T

D-Control
1

450 A

600

750



Page 1 of

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

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbBKCIAC # '-*l

Dilution Preparation:

Test concentrations (mg/L KCI) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
dejonized 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 concentrations evaluated for toxicity,
mL Dilution water 997.0 9584.0 991.0 988 985 -Z ? L
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: l /5
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen ts only.
Concentration | nalyst %ﬁﬁ M" ﬂ/ Temp & and salinity perfarmed at the time of test initiation or termination by the analyst
pH (S.U.) 4 performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
|pissolved -"Q\ ’}"}6 ,)'53 bench sheet and transcribed to this bench sheet.
N -
ssolved oxygen (mg/L) . 8 q ﬂ 4
Control, *Salinit t B
saltsw oot 8.9 1S\ AN
*Alkalinity (mg/L CacO,) 100 Chemical analyses:
*Temperature (°C) %S g o\ o w. ¢ Parameter Reporting limit [ Method numb Meter Serfal number
|pH (s.U.) g o7 q"‘, @ q l'z pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L) G q 0 5_6 |pisscived oxygen 1.0 mg/L SM 4500-0G-2021  |YS! Model 52CE 08A100271
150 mg/L -
*Salinity (ppt) 2 q ; % 1* : k Z;- -0 Sallnity 1.0 ppt SM 2520 B-2021 ¥S| PRO30 180104324
*Temperature (°C) 2 “ . '2 At | _5 AN Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
pH (5.U.) g o g q,. }_4 q l 2 : ! Temperature 0.1°% SM 25508-2010 Digital Thermometer | { 30 6% &l |
’ ' P
— Dissolved oxygen (mg/L) £.0 w'q vbo
mj
*Salinity (ppt) 2,(4 q 5.0 T )
*Temperature (°C) ?:Ll . ” w.\. ’\.\.1
H (5.U.
i oz | Y ¥ | W)
—— Dissolved oxygen (mg/L} £.0 .6 Q- o)
m
*Salinity (ppt) Z g o
‘ 5.3 254
*Temperature (°C) 26, % .Y .4
H (s5.U.) i
£ Z.05| N80 | 1O
p— |pissolved oxygen (mg/L) £.0 q 0 ‘;)--6
*Salinity (ppt) 2 28
i R 5. F
*Temperature (°C) 4.3 L Wk
IpH (5.U.
PH (5.) 8.07 | Nov | Y0
Dissolved oxyge L
1 issolv ygen (mg/L) 8.0 /'}J u‘(
*Salinity (ppt) 2 ‘; 9 ‘j R z_S- S
*Temperature (°C) 'ZG . 6 -1"\ S 1*““

SOP AT42-Revision 4-Exhibit AT42.



Page 2 of 2
Acute LC5y Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # [,!

Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
oo 037185 | 2527 | o o135 | W | 6p |[omge |03
2 103-0%2 oV | X
‘«l:l?llbh D 3 ; D 1‘35 0 qb‘ M

*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): 2%.03-26

Age (1 to 5 days old): L\to § da y( 2
93-92-2§ 120

|Date organisms were born:

{0 03237 |\.30

Average transfer volume: <0.25 mL
Transfer bowl information: lpH (5.0): .48
Temperature (°C) 22-0A4~25
2 q)
e

Survival Data (number of living organisms):

Control 150 mg/L | 300mg/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

dA | sA V| aq
24 o |to [toltofro 1o v |G S]] of\

A uk Wk o
a8 | mo|lwoflrofjolwliol0lAa A 3] 0|0

Termination

Mean Survival 1001, 100 1. toQ . 491, SIS o1

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

Statistics:

Comments:

Method (] Yov.+
Lower 95% confidence limit GA6.1%

{:mg KCi/L) --94—2—3—3?_.“,2 8-2¢

Upper 95% confidence limit
(mg KCI/L) 600.52

48-hour LCg, (mg KCI/L) 56 3 ﬂ)q

Test

Reviewed by:

—

SOP AT42-Revision 4-Exhibit AT42.1



A

) Environmental Testing Solutlons, Inc,

Acute Mysid Test-24 Hr Survival

Start Date: 3/7/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/8/2025 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 06000 0.5000
750 0.0000 0.1000

Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N 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 ] 20
300 1.0000 1.0000 1.4120 14120 14120 0.000 2 0 20
450 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0 20
600 0.5500 0.5500 0.8357 0.7854 0.8861 8.518 2 ] 20
750 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 19 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed N
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sg Critical P-value Mu Sigma Iter
Slope 19.5637 4.72456 10.3035 28.8238 0 0.14507 7.81472 0.98593 2.78699 0.05112 3
Intercept -49.524 13.2077 -75.411 -23.637
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 0.6 T(
ECO1 2.674 465669 354224 517.058 i
ECO05 3.355 504.559 410.973 548.009 0.8 +
EC10 3.718 526.601 444.328 565.928 0‘7:
EC15 3.964 542015 467.963 578.825 ;
EC20 4.158 554.586 487.293 589.706 G 08
EC25 4.326 565.603 504.156 599.625 g_g.s-
EC40 4747 594.345 546.791 628.214 2 o 4
EC50 5.000 612.334 571.394 649.188 e 947
ECe0 5.253 630.868 594.165 674.183 0.3 4
EC75 5674 662926 627.211 725.697 0.2 4
EC80 5.842 676.096 638.973 749.386 -
EC85 6.036 691.777 652.046 779.069 0.1*_
EC90 6.282 712.025 667.854 B19.344 0.0 4
EC95 6.645 743.131 690.595 884.684 1 10 100 1000 10000
EC99 7.326 805.193 732.827 1025.17 Dose mg/L
Dose-Response Plot
1 —— < o
0.9
0.8 4
_ 071
s 0.6 3
5 0.
@ 0.5 1
£ 041
S 3
0.3 4
0.2 9
0.1 T
E b
0

150
300
450 4
600 4
750
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! Environmental Testing Selutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 3/7/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/8/2025 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 0.9000
600 0.4000 0.3000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
450 09500 0.9500 1.3305 1.24%0 1.4120 8.661 2 1 20
600 0.3500 0.3500 06322 05796 06847 11.753 2 13 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
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 18.0334 3.78729 10.6104 25.4565 o] 0.45137 7.81472 0.92944 2.75127 0.05545 4
Intercept -44.615 10.4575 -65.112 -24.118
TSCR 1.0 g
Point Probits mg/L. 95% Fiducial Limits 0.5 ] ’f
ECO01 2.674 419.054 330.969 465.979 ’
ECO0S 3.355 457.152 382.028 497.804 0.8 4
EC10 3.718 478.858 411.851 516.328 0.7 ]
EC15 3.964 494.082 432.898 529.677 1
EC20 4.158 506.526 450.064 540.923 50-6'
EC25 4,326 517.452 465018 551.134 8 051
EC40 4.747 546.039 502.908 58006 2 0.4 ]
ECS50 5.000 563,991 525.129 600.518 e 7]
EC&0 5.253 582534 546.31 623.996 0.3 4
EC75 5.674 614.716 578B.684 670.525 0_2:
EC80 5.842 627975 590.667 691.562 p
EC85 6.036 643.791 604.191 717.815 0.1 4
EC90 6.282 664.259 620.743 753.364 0.0 1 I Y )
EC95 6.645 695798 644.787 810.985 1 10 100 1000
EC99 7.326 759.056 689.82 934.745 Dose mgl/L
Dose-Response Plot
1 @ s
0.9 ]
0.8 7
- 071
g ]
E 086 3
@ 0.5
i)
L 0.4
g
0.3 4
0.2
0.1 3
0 T T T T
2 8 a 8 3
- Ll - =] ~
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Acute LC5o Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Pagelo

AbKCIAC # S
Dilution Preparation:
Test concentrations (mg/L KCI) 150 300 450 600 750 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
mL Stock solution 3.0 6.0 9.0 12 15 prepare the concentrations evaluated for toxicity.
mL Dilution water 997.0 994.0 991.0 988 985 ? ; -7
Total volume (mL] 1000 1000 1000 1000 1000 Stock solution INSS #: Z
Chemical Analyses: Hours
0 24 48
I *Analyst identified for each day, performed pH and di i oxygen ts only.
i Analyst ;’;’»" qp 460'5/7 %& Temperature and salinity performed at the time of test initiation or termination by the analyst
PH (s.U.) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
ID‘ = e Q .23' g 7; e ? Z 9 bench sheet and transcribed to this bench sheet.
issolved oxygen 6 0 99 l
i
Control, J+salinit a
SaltsSw alinity (ppt) RS:O asts 26-8}
*Alkalinity (mg/L CacO,) | 039 Chemical analyses:
*Temperature {°C) A {,[ A bl 5_Ll (), L\ et Parameter porting limit | Method numb Meter Serial number
pH (5.U) £ .o 7 2. 9 o Z. 206 pH 0.15.U. SM 4500-H+B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L} 9 -3 (&IO % 0 |oissolved oxygen 1.0 mg/L SM4500-0G-2021  |¥SI Model 52CE 08A100271
150 mg/L
*Salinity (ppt) 7 q _fl 9 5 q )\g , 6 Salinity 1.0 ppt SM 2520 B-2021 Y51 PRO30 18D104324
*Temperature (°C) 28,7 V2.7 114, Alkalinity 5.0mgCacO/L |SM23208-2021  [AccumetAR20 93312452
lPH (s.u.) 8 A0 7. 3‘7'! 7. ?8 Temperature 0.1°%C SM 25508-2010 Digital Thermometer MWE
|pissolved oxygen (mg/L) Q 3 ﬁ 0 /}q 7 -
A o6 6L
e r——— %2 %5 |55
*Temperature {°C) 2 4.\ ‘2 g ‘ .6 'Zg .2
H (S.U. Fi .
e .10 | 293 |27
|Dissolved oxygen (mg/L) Q 3 f)q /} @
4 L . .
SO me/L e atnity (op) 262 [R4.7 |25 Q
*Temperature (°C) 4. () Zd4. g LA, \
H (5.U. o
PR B.lo|7.9517.93
Dissolved oxygen (mg/L) 6 3 q 6 f{, ‘;_
600 mg/L : = :
*Salinity (ppt) ;é 3 ZS g 9 —Z é 0
*Temperature (°C) 2L L4, 9 ‘LM ’ g
H (5.U.
e .l |2.4% | 282
. [4
gl Dissolved oxygen (mg/L) 6 3 l) .@ }A’
*Salinity (ppt) 2 4 Y 2L 5 9 %L, ]

*Temperature (°C)

2.3
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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 # s

Feeding Test Initiation or Termination Location Randomizing
Hours Date

SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

0

e |OU0828 [ 1005 | 90 [192) o i X 2u-~0225@
2 N ou-09-2§ (432 2ﬂ
remin | OH125 1628 | 9o

*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 il-77-2 9
Age (1 to 5 days old): \-2 3CNC 5 ',é
04 -06-25 120
|Date organisms were born: to gi--n-25
) 30
Average transfer volume: <0.25 mL
Transfer bowl information: feH(su): 7,49
Temperature (°C)
1Y, 2°<
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 | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
22 23 BREL &
24 |0 |1o || [t ]|lo]e 1] a9 0]
)2 ) 32
a8 0 | 10 10 O | 1O | le | |0 |4 0 |7 0 fo
Termination
Mean Survival L 90 7, {00 L 100 4, D¢ % E XN o7
Comment codes: d = dead, u = unhealthy, s = stressed

Statistics:
Method § p?ﬂifmh-mfbc Comments:
Lower 95% confidence limit
(mg KCI/L) $7a.0%
Upper 95% confidence limit r
(mg KCI/L) E’ é 6 (‘) R
48-hour LCs (mg KCI/L) Gla 0o

Test
Reviewed by:

SOP AT42-Revision 4-Exhibit AT42.1
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. Environmental Testing Solutlons, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 4/8/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/10/2025 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 1.0000 1.0000
450 1.0000 0.8000
600 1.0000 0.9000
750 0.0000 0.3000
Transform: Arcsin Square Root Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N 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 o 20
300 1.0000 1.0000 1.4120 14120 1.4120 0.000 2z 0 20
450 0.9000 0.9000 1.2596 1.1071 1.4120 17.115 2 2 20
600 0.9500 0.9500 1.3305 1.2490 1.4120 8.661 2 1 20
750 0.1500 0.1500 0.3692 0.1588 0.5796 80.603 2 17 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0%
5.0%
10.0% 1.0
20.0% 678.10 658.39 698.41 09l
Auto-15.0% 678.10 658.39 698.41 o ‘r
0.8 4
:
0.7 4
206+
8
8 05-
g
10'4'
0.3 1
0.2 -
0.1 4
p
i S .. |
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 < <
0.9
0.8 ]
_ 071
[ ]
2 E
= 0.6
g ]
@ 053
T 0.4
S 7
0.3 3 1
0.2 ]
] 3
0.1 3
01 ' ' ’
2 8 5] =] 3
- ©@ = 0D ~
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) Environmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 4/8/2025
End Date: 4/10/2025
Sample Date:
Comments:

TestID: AbKCIAC
Lab ID: ETS-Envir. Testing Sol.
Protocol: ACUTE-EPA-821-R-02-012 Test Species:

Sample I1D:
Sample Type:

REF-Ref Toxicant

DMR-Discharge Monitoring Report
AB-Americamysis bahia

Conc-mgiL 1 2

D-Control  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 1.0000 0.7000
600 1.0000 0.7000
750 0.0000 0.0000

Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control  1.0000 1.0000 14120 1.4120 1.4120 0.000 2 ] 20
150 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 o] 20
300 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 o} 20
450 0.8500 0.8500 1.2016 0.9912 1.4120 24767 2 3 20
600 0.8500 0.8500 1.2016 0.9912 1.4120 24.767 2 3 20
750 00000 0.0000 01588 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
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 61290 572.18 656.52
50% 628.47 58413 676.18
10.0% ©643.56 598.84 69163 1.0
20.0% 657.74 641.72 674.16 09:
Auto-0.0% 612.90 57218 656.52 s
0.8 4
0.7 4
206 -
g )
S 051
= 0.4 4
g =it ]
0.3 4
0.2 4
>
0.1
0.0 e O .
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 < <
09 ]
3
0.8 4
07 L i
'§ E
= 063
4 3
? 057
[ 3
T 04
g ]
0.3 4
0.2 ]
0.1]
E . : .
2 8 2 § 2
- @ T ~
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Page 1of
s Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # g )

Dilution Preparation:

Test concentrations (mg/L KCI) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
i 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 concentrations evaluated for toxicity.
mL Dilution water 997.0 994.0 591.0 988 985 - g .7
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: Z ?J
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved ts only.
Con i .
s An alyst Vz:i" ﬂfﬂ é"’? Mé’ Temperature and salinity performed at the time of test u\matlon or termination by the analyst
pH (5.U.) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
ID Ted — 798 9 ? 35 7"}70 bench sheet and transcribed to this bench sheet.
issolved oxygen (mg/L] ‘0 q_-} A9
Control, *Salinity (ppt)
Saltsw lé o 24T 24,3
*Alkalinity (mg/L CaC0;) q A Chemical analyses:
*Temperature (°C) 2 q 2 6 2 LI . ‘2 2 L-] 3 g Parameter Reporting limit  (Method number Meter Serial number
'pH (s.u) g.0 v | zgy 2. 77 pH o.1sU. SM 4500-H+ B-2021  [Accumet AR20 93312452
FDISSOWEG oxygen (mg/L) 9.0 ’} 6 '}“‘. 'oissnlmi oxygen  |1.0mg/L SM4500-0 G-2021  |¥SI Model 52CE 084100271
150 mg/L L o Lt
*Salinity (ppt) ;Ls ‘5 24 i 7 ’ o etR ) 1Sallnit\|l 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
*Temperature (°C) 2 “ , ‘Z a g ’2 ” H Alkalinity 5.0mg CaCO,/L  |SM 2320 B-2021 Accumet ARZD 93312452
'pH (5.U.) Q CJ e Q 3 3 g é Temperature 0.1°C SM 2550B-2010 Digital Thermometer l }0&6{{1

|pissolved oxygen (mg/L) ﬁ{o 1‘}, _.}.}
*salinity (ppt) 2.4, 1262 [25%
*Temperature (°C) 2‘“ € Zﬂ 4 ’Z b[' I'
pH (5.U) 8,0‘/— /.85 7. 79
|Dissolved oxygen (mg/L) Jb,o q _6 ’; ";
*Salinity (ppt) ;l g 5 2 5, 7 29 po)
*Temperature (°C) 22U, [ 7U.§ Ly, %
[ree Bot|z.58 | 784
|Dissolved oxygen (mg/L) o 0 /\, Y q}

300 mg/L

450 mg/L

i L *salinity (ppt) A% = Q.g, 26.9
*Temperature (°C) 4.7 |2u.2 |[2u.W
k. 8.04 |17.90 |\
issolved oxygen (m
romgt D ygen (mg/L) 3.0 '},@ \

*Salinity (ppt) 2 5 6 160 \
*Temperature (°C) 2 U. L] ’LM ' L,\ \ fM '7“«”‘2 9

SOP AT42-Revision 4-Exhibit AT42



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

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

6

Page 2 of 2

AbKCIAC #
Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
. O -
e |O0-2925 [ 0% 1 | 0%27| 40 |Ge 'rg,fé“ 0440725 |3
24
724-125 28233 | o
'rcr:-nsnlhn J q"”'zs o p b{ l 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:
IOrgarlism Source: Agquatic Indicators, Inc.
Batch (Al Batch Ab): ol-211-2%
Age (1 to 5 days old): 24 3 h\” oIt
aU-06-7§ 92
1D i born: :
ate organisms were born 19 0L|-.)']- l S l{jg
Average transfer volume: <0.25mL
Transfer bowl information: [pH (5.0 6(]
Temperature (°C)
25.U <
Survival Data (number of living organisms):
Control 150 mg/L | 300mg/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 1 J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
: A & 22| 52 yA[ e
2 |10 [ 1v]io | [to Lo [ 985S0
48 10'0131“"3"/’%!205
Termination
Mean Survival 190 7. L 207. 951 15, 157, 0
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
|Method PTU b’ S Comments:

Il.awer 95% confidence limit

(mg KCI/L)

1396

Upper 95% confidence limit

(mg KCI/L)

52010

48-hour LCgg (mg KCIfL)

Hg$d 97

Test

Reviewed by:

D\
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| Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 4/9/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/11/2025 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 0.7000 0.8000
600 0.8000 0.5000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N 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 1.4120 1.4120 0.000 2 0 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
450 0.8000 0.8000 1.1201 0.9912 1.2490 16.280 2 4 20
600 06500 06500 09463 0.7854 1.1071 24.043 2 i 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
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 57237 52703 621.62
50% 583.08 53304 63782
10.0% 593.62 540.12 652.41 1.0
20.0% 613.33 55661 67583 0.9 ]
Auto-0.0% 572.37 527.03 621.62 ’
08
0.7 -
2 0.6 -
&
S 0.5
3
* 0.4 : |
0.3
0.2 4
0.1 ]
0.0 . s
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 O
0.9
0.8 ]
_ 071
3 0.6 3
£ ]
@ 05§
- 3
T 04 ]
& ]
0.3 4
0.2
0.1 3
0 T v T
8 3 3 3
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Environmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 4/9/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/11/2025 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-Contrel  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 0.9000
450 0.7000 0.8000
600 0.1000 0.2000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 ] 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0 20
300 0.9500 09500 1.3305 1.2490 1.4120 8.661 2 1 20
450 0.7500 0.7500 1.0492 09912 1.1071 7.818 2 5 20
600 0.1500 0.1500 0.3927 0.3218 04636 25.550 2 17 20
750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 10.5292 1.98918 6.63045 14.428 0 3.58698 7.81472 0.30966 2.68661 0.09497 3
Intercept -23.288 5.39049 -33.853 -12.723
TSCR 1.0 <
Point Probits mg/L 95% Fiducial Limits 09: r/
ECO1 2.674 292.19 206.949 345485 = 4
ECO05 3.355 339.148 260.775 387.296 0.8 4
EC10 3.718 367.192 294.496 412.29 07 1
EC15 3.964 387.412 319.326 430.531 :
EC20 4,158 404.274 340.231 446.015 8 06
EC25 4.326 419.323 358.935 460.148 §_0,5-
EC40 4.747 459.776 408.524 500.498 @ 1
ECS50 5.000 485967 439.145 529.395 04
EC60 5.253 513.651 469.395 563.143 0.3 4 |
ECT75 5.674 563.204 517.473 632.375 02:
EC80 5.842 58417 535.815 664.719 e
EC85 6.036 609.594 556.883 705.948 0.1 1
EC90 6.282 643.162 583.221 763.24 0.0 Jrrrrrm—rrrrrrr L e rre—rrrre
EC95 6.645 696.345 622.583 859.549 1 10 100 1000 10000
EC99 7.326 808.256 699.785 1080.24 Dose mglL
Dose-Response Plot
1 <
0.9
0.8 3
_ 073
_; 055
[
@ 0.5
e 3
T 044
§
0.3 4
0.2 ]
0.1
0] . . ; .
3 2 8 = 3
- ™ < @0 ~
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EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

1

Dilution Preparation:

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

Page 1of

Test concentrations {mg/L KCI) 150 300 450 600 750 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
miL Stock solution 3.0 6.0 9.0 12 15 prepare the 3 for toxicity.
mL Dilution water 997.0 994.0 991.0 988 985
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: ?-‘ 3 g 7
Chemical Analyses: Hours
0 24 48
i *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Concentration |Analyst M En Q/) ) =i Bsc Temp e and salinity performed at the time of test initiation or termination by the analyst
PH (5.U.) . performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
7‘ q z Z. 80 16" | bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) @ l q '6 1.9
Control, [*sajini -~
el el 2.9 252 | 253
*Alkalinity (mg/L CaCO,) q é Chemical analyses:
*Temperature (°C) ‘Z d . _() 2 u ) ?_ %Y Parameter Reporting limit hod b Meter Serial number
lpH (5.U.) g o2 779 3120 pH 0.15.U. 5M 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L} 8 D q .ﬁ :; < Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |Y5I Model 52CE 08A100271
150 L .
me/ *Salinity (ppt) 2 () v 1 2 6 . 4 2-"5&, 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
*Temperature (°C) 2 q . u 7 b{ ’ [ BTN Alkalinity 5.0 mgCaCOy/L |SM 2320 B-2021 Accumet AR20 93312452
|pH S.0) g 0]3' 7 - ? __+ a\ Temperature 0.1% SM 25508-2010 Digital Thermometer ” 2 ‘ ‘ y
|pissolved oxygen (mg/L) /lq '? ".), 1 I
300 mg/L L -
e/ K satimity () 263 244 | 254
*Temperature (°C) ’2 Ll l “ L\ 4 1S .\
H (5.U. }
[P v 8.03 | 7.84 | 242
|pissolved oxygen (mg/L) 6 0 /_l.-} 3
450 mg/L S
e 193 [25% | 258
*Temperature (°C) 2 L| : ) 2 !,\ A 1 W. -
H (5.U. .
pres 8.03 | 784 |10
|pissolved oxygen (mg/t) 9 0 /} ‘}_ i
600 mg/L :
&/ sainity (e ERIR ELE 254
*Temperature (°C) 7 L[ . Z '2 Lr\ A L
H (5.U.
o B.02 | 725 [\Q22)
|Dissolved oxygen (mg/L) ‘% 0 —.l. Y \ '\h
750 mg/L ! <
B/ Fesaiimity tont) 246 249 [wsk o
*Temperature (°C) TUY, % 7 2 2_ T \
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Acute LCso Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Page 2 of 2

|Lower 95% confidence limit

(mg KCI/L)

1o4-2%2S

Upper 95% confidence limit

(mg KCifL)

6 36.96

48-hour LCg, (mg KCI/L)

(7959

AbKCIAC # !
Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
9 b (\9ht
Initiation 0‘-‘"0‘2; %30 M Oggq M 6 D ‘r‘ :f\_ Lo 3'25
SN Y o] | 4o
‘I'M.:nslﬂnn 9“42‘1 5 qu O H
*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): oU-g7-2§
Age (1 to 5 days old): 3y da vy ol
|pate organisms were born:
10 0 Y9128 30
Average transfer volume: <0.25 mL
Transfer bowl information: loH (s.u.): “T. sg
Temperature (°C)
20.%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 o\ W w
_ ad ( 2d (o4
2 o |0l o lofs o (o] 1" 80|
W, SA u\ ”‘sté
s el
48 o | 10 o | |0 A} 10 Y | O :
Termination
Mean Survival 100 1. b0 a01. ) 7 SoTl. 51
Comment codes: d =dead, u = unhealthy, s = stressed
Statistics:
Method ".":mn. ¢ — - Eomments:

Test
Reviewed by:

N\

SOP ATA42-Revision 4-Exhibit AT42.1
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! Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 4/10/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/12/2025 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
D-Control 1.0000 1.0000
150 1.0000 1.0000
300 1.0000 0.8000
450 1.0000 1.0000
600 0.9000 0.8000
750 0.0000 0.1000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N 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 14120 1.4120 0.000 2 0 20
300 0.9000 09000 1.2596 1.1071 1.4120 17.115 2 2 20
450 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0 20
600 0.8500 08500 1.1781 1.1071 1.2490 8.517 2 3 20
750 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 19 20
Auxiliary Tests Statistic Critical Skew Kurt
Mormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Trimmed Spearman-Karber
Trim Level ECS50 95% CL
0.0%
5.0%
10.0% 658.85 620.82 699.21 1.0
20.0% 661.53 643.43 680.13 o T
Auto-5.0% 652.05 620.61 685.08 o
0.8 4
0.7 4
206 4
s
30.5:
m0.4:
0.3
0.2 4
0.1 4
0.0 T T
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 ° .
0.9 3
0.8 3
_ 0.7 ]
;oe:
5 0.
5{].5:
L 041
= 3
™
0.3 1
0.2 4
0.1 L
>
0 T T T v
8 8 3 8 3
- w ~

D-Control
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) Environmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 4/10/2025 Test ID: AbKCIAC Sample |ID: REF-Ref Toxicant
End Date: 4/12/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: DMR-Discharge Maonitoring Report
Sample Date: Protocol: ACUTE-EPA-B821-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 0.8000
450 0.9000 1.0000
600 0.4000 0.6000
750 0.0000 0.1000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N 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 20
300 0.9000 09000 1.2596 1.1071 14120 17.115 2 2 20
450 0.9500 0.9500 1.3305 1.2490 1.4120 8.661 2 1 20
600 0.5000 0.5000 0.7854 0.6847 0.8861 18.129 2 10 20
750 0.0500 0.0500 02403 0.1588 0.3218 47.963 2 19 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0%
5.0%
10.0% 589.24 547.01 634.72 1.0
20.0% 591.91 537.42 651.92 09:
Auto-5.0% 579.59 527.40 636.96 ’
0.8 1
0.7
2064
g :
§_ 05 :
o 0.4 ]
0.3
0.2 4
0.1 4
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 =
0.9 3
0.8
0.7
s 3
2= 0.6
g ]
@ 0.5
I 043
w0
< ]
0.3 3
0.2 4
0.1 <+
>
0 . + .
o
3 8 2 8 2

J-Control



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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

5

Dilution Preparation:

Page 1of

h‘gsl concentrations (mgfL KCl} 150 300 450 600 750 A stock selution was prepared by diluting 100 g KCl into 2000 mL
ized water, This 50,000 mg/L KCI stock solution was used to
mL Stock solution 3.0 6.0 9.0 12 15 prepare the concentrations evaluated for toxicity.
mL Dilution water 997.0 994.0 991.0 988 985 2 ! s : w0 q (o 2‘5
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #:
2374
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, perf: i pH and dissolved oxyg: only.
Concentration Janalyst W fﬁw Ber B Temperature and salinity performed at the time of test initiation or termination by the analyst
pH (5.U) 1 performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
7 - 9 9 1 il 3’ j- a 3 bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) g 6 “Tis 13
Control, |« i -
Taa Salinity (ppt) w\.& aq q Z‘—"'l
*Alkalinity (mg/L CaCO;,) 9 o Chemical analyses:
*Temperature {°C) 26.1 8. 1%.1 |Parameter Reporting limit [Method number  |Meter Serial number
IpH (s.U.) 8 o2 1aa 1 %8 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
s |Dissalved oxygen (mg/L) q_q :]._ lo ‘]_? Ipissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | Y5I Model 52CE 08A100271
150 mg/L
*Salinity (ppt) ¥ g " Z‘; \ z_s- 2 Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
*Temperature (°C) 'Z S 2 8, .0 '[s\.ﬂ‘ Alkalinity 5.0mgCacoy/L  |SM 2320 B-2021 Accumet AR20 93312452
IpH (5.U.) 8 ) ?7 -J yia -1, '(3% Temperature 0.1% SM 25508-2010 Digital Thermometer lfa o 6 .6LI
0 ) FDissnlvad oxygen (mg/L) g -O —_l 1’ o ?
me/ *Salinity (ppt) 2 ~ g
PR = ‘5.3 2"} ]
*Temperature (°C) 2 LL S 5.0 'l."\- “
R B.o4 |343 342
Dissolved oxygen (mg/L) B { 1 cg ‘1 8
450 mg/L : . -
e/ | *Salinity (ppt) 2 6 3 z’;'.-z 1—;. 7] V
*Temperature (°C) 26 . Z A8.0 5.\
pH (5.U.) g oL -_]415 q_ a\
Dissolved oxygen (mg/L) g ‘ ‘q_ 3 o <3
600 mg/L - - -
¢/ *salinity (ppt) 2_5__% o) 147 -2(25'4 25
- PARS L
*Temperature (°C) 2 Y. )’ 5.0 1s. \
s.U.
pH (s.U.) 2 o4| 142 \
|Dissolved oxygen (mg/L) @ { 1'_} \ g 9
750 mg/L 2 =
g/ *Salinity (ppt) 2{ 5 ZS v &.‘
*Temperature (°C) 1 5. 3 s \

SOP AT42-Revision 4-Exhibit AT42



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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

b

Page 2 of 2

AbKCIAC #
Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 * O fy
Initistion OLl - ‘.l‘zs 69" ap O q S g 7'P 6 F ﬁ 7&% D“.Q 9’2!
2 ou21S o450 | U
48 13
Terminatlon 0“ ') ZS OQSD
*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): oYy-e7- FAY
Age (1 to 5 days old): q {o s A‘N;”ﬂ
olY~06-2§ 130
Date organisms were born:
1o 94-51-25)130
Average transfer volume: < 0.25 mL
Transfer bowl information: PH(S.U): T b L-]
Temperature (°C)
256.0°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
T 3 Yol TN VE
24 1o 10 | 10 |10 |to |10 41w | M| | o] O
\A ‘J\
48 (0 |10 |10 |0 |10 | to]| g |0 11 5|1 © |0
Termination
Mean Survival 100l 1001. 10017, QD'-I.._ 0T 01
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method Pro b Lt Comments:
Lower 95% confidence limit
(mg KCI/L) 54381 1q
Upper 95% confidence limit YEEH L
(mg K/ T 0
48-hour LC, (mg KCI/L) G g1 273

Test
Reviewed by:

SOP AT42-Revision 4-Exhibit AT42.1




.. Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 4/11/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/13/2025 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 0.7000 0.6000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Resp Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 [¢] 20
150 1.0000 1.0000 14120 14120 1.4120 0.000 2 o] 20
300 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 o] 20
450 0.9500 0.9500 1.3305 1.2490 1.4120 8.661 2 1 20
600 06500 06500 09386 08861 09912 7.9186 2 il 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
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 0 4.23386 7.81472 0.23729 2.78107 0.05869 5
Intercept -42.388 10.4041 -62.78 -21.996
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 0.9 ] f
ECO1 2.674 441.107 339.103 4936 i
ECO5 3.355 483.659 396.779 528665 0.8 4
EC10 3.718 507.996 430.869 549.086 0.7 1
EC15 3.964 525.105 455.098 563.815 1
EC20 4.158 539.112 474.958 576.246 @ 0.6
EC25 4326 551.426 492.319 587.565 S.g;, 3
EC40 4.747 583.718 536,436 619.954 2 04:
EC50 5.000 604.048 562.203 €43.317 g S
EC80 5253 625086 58649 670.652 0.3 4
EC75 5674 661691 622935 725.923 o 2:
ECa0 5.842 676.806 636.276 751.151 e
EC85 6.036 €94.86 651.296 782.736 0.1 1
EC90 6.282 718.261 669.676 825.631 0.0 1 e DY,
EC95 6.645 754.403 696.432 895.421 1 10 100 1000 10000
EC99 7.326 B827.178 746.813 1046.45 Dose mg/L
Dose-Response Plot
1 < <
09 ]
0.8 3
_ 0.7 3
s 06 é
E ]
w 0.5
£ 04
S,
0.3
0.2 3
0.1 3
01 . ' v
3 8 3 8 3
- - ] ~

D-Control
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Environmental Testing Solutlons, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 4/11/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/13/2025 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 0.8000 1.0000
600 0.7000 0.5000
750 0.0000 0.0000
Transform: Arcsin Square Root Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N 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 1.4120 0.000 2 o 20
300 1.0000 1.0000 14120 1.4120 1.4120 0.000 2 0 20
450 0.9000 0.9000 1.2596 1.1071 1.4120 17.115 2 2 20
600 06000 06000 0.8883 0.7854 09912 16.379 2 8 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

Maximum Likelihood-Probit

Par t Value SE__ 95% Fiducial Limits Control Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 14.1711 2.87113 B8.54364 19.7985 0 4,30851 7.81472 0.23002 2.76881 0.07057 5
Intercept -34.237 7.97304 -49.864 -18.61
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 09:
ECO1 2.674 402.389 306.032 456.421 i j
ECO05 3.355 449,507 365.965 496.455 0.8
EC10 3.718 476.841 401.959 520.01 0.7 1
EC15 3.964 496.216 427.772 537.096 4
EC20 4,158 512.174 449.061 551.57 B 06 1
EC25 4.326 526.274 467.762 564.787 §_a.5-
EC40 4.747 5863.547 515.654 602.721 a 1
EC50 5000 587.23 543.914 630.077 1] §
EC60 5.253 611.908 570.872 661.965 0.3 4
EC75 5674 655246 612.268 726.1 02:
EC80 5.842 673.284 627.768 755.341 =
EC85 6.036 694.937 645436 792.009 0.1 1 j
EC90 6.282 723.174 667.338 841.993 0.0 1 ¢
EC95 6.645 767.148 699.69 923.894 1 10 100 1000 10000
EC99 7.326_856.979 761.78 1103.79
Dose mg/L
Dose-Response Plot
1 < <
0.9 ]
0.8
07
'§ 3
2 0.6
£ 3
@ 0513
£ 049
[--] 3
< 3
0.3 4
0.2
0.1
E .

2J-Control

150 4
300 4
450 4
600
750



Acute LC;, 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 of

Test concentrations (mg/L KCI) 150 300 450 600 750 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
mi Stock solution 3.0 6.0 9.0 12 15 prepare the ¢ i d for toxicity.
mL Dilution water 997.0 994.0 991.0 988 985 6
Total valume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: 2 3 7
Chemical Analyses: Hours
0 24 48
PR— - o *Analyst identified for each day, performed pH and di YE! ements only.
neentration | analyst %VL/ =z M ) Juall Temperature and salinity performed at the time of test initiation or termination by the analyst
PH (5.U.} - ' performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
I - 6\: Do 7 7. 'g /' éé bench sheet and transcribed to this bench sheet.
\Dusotved oxygen (mg/L) 03 1.4 .8
Control, *Salinity (ppt) *
Saltsw 2$.0 26.3 a$.7
*Alkalinity (mg/L CaCO,) q 9 Chemical analyses:
*Temperature (°C) 2 {I % -1'{-'0 5.0 |Parameter Reporting limit | Method number Meter Serial number
PH (5.U)) 6- ﬂ 7 2 7.69 pH 0.15.U. SM 4500-H4 B-2021  |Accumet AR20 93312452
— |Dissolved oxygen (mg/L) e- 3 o 13 q =. ﬁ Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YS! Model 52CE 08A100271
mj
*Salinity (ppt) '2$ ] 2 g 6 ,1 j : f) |saun|ty 1.0 ppt SM 2520 B-2021 ¥5| PRO30 180104324
*Temperature (°C) 1 6 ' S TR S-§ Alkalinity 5.0 mg CaCOy/L  [SM 2320 B-2021 Accumet AR20 93312452
IpH (s.U.) g ‘0'} 7 2 é‘ 7 &7 Temperature 0.1°C 5M 25508-2010 Digital Thermometer f 3"(:)(, 4 T
e |pissolved oxygen (mg/L) Q 3 1. 3 1.8
- A
*Salinity (ppt) 25 ‘ ) { g PR 5 b
*Temperature (°C) &8 ™. L R T I
H (5.U.
ey oy | 779 | 7.4¢
ssome/ |pissolved oxygen (mg/L) 6-3 b | P g “1a g
mg/L
*Salinity (ppt) 2.t |25 6 13 4 q
*Temperature (°C) 2 4.-’} - & 8. 0
H (s.U. ’)
[+ v oY | 782 | 7.7+
’ |pissolved oxygen (mg/L) 0.3 e | 1.
600 mg/L -
*Salinity (ppt) 25.L0 | 24 $136.)
*Temperature (‘0 26,3 WG| .4
H (s.U.
o 8o, | 780 | 2274
|pissolved oxygen (mg/L) 8.3 .11 a.8
750 L
me/ *Salinity (ppt) % é 25 3 ;16 2
*Temperature (°C) 15 { 6 1\{ SR 18-S

S0P AT42-Revision 4-Exhibit AT42.



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 # C]

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch

Time Analyst Time Analyst | Incubator/shelf | Template
e | 94-0625 | 1130 0 j3Llo (){J bE "‘9;‘.'.4( oU-30% M
% og-o728 1300 v
s o | 289925 3% | 9

*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): 04-05.2¢
Age (1 to 5 days old): 1 -1 doN( 5 té

49-oL28 (22 45
2§-2§- 215130

Average transfer volume: <0.25 mL

Date organisms were born:

Transfer bowl information: PHSU): 9 .o [4

Temperature (°C)

Survival Data (number of living organisms):

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

Hoiirs 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 | 20 | 10 | 10 | 10 | 10
l e fosoi1g
24 ol o | o] [Ollo |1 tl s ﬂ’g |0 j_w \q‘L
")cl $d 24 12
a8 Wl ?|l0fR]7 b |3 [$ | o7 |0
Termination
Mean Survival [ 090 (007 120+, H9 e Uo7 _9"’/’.

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

Statistics: Prop it 062925

Method ¢ | J}("Commenls:

|Lower 95% confidence limit ) #%5-1 2%
(mg KCi/L) gl §0%.]40

Upper 95% confidence limit o5 12-¢)
|im kcirn 933

48-haur LGy, (mg KCI/L) ¢ S LT Y

SOP AT42-Revision 4-Exhibit AT42.1




Statistical Analyses

B et
» Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 5/6/2025 Test ID: AbKCIAC Sample ID; REF-Ref Toxicant
End Date: 5/8/2025 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 0.8000
600 1.0000 1.0000
750 0.2000 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-Contrel 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 o 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.830 0.1638 o 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.830 0.18638 0 20
*450 0.8500 0.8500 1.1781 1.1071 1.2490 8.517 2 4.038 2,830 0.163%9 3 20
600 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.830 0.1638 [v] 20
*750 0.1500 0.1500 0.3927 0.3218 04636 25.550 2 17.596 2.830 0.1638 17 20
Auxiliary Tests Statistic Critical Skew  Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tall, 0.05) NOEC__LOEC _ ChV TU MSDu__MSDp __MSB___MSE___ F-Prob df
Dunnett's Test 300 450 367.423 0.07558 0.07752 0.33278 0.00336 1.1E-05 5,6
Treatments vs D-Control
Tri d Spearmar -Karber
Trim Level EC50 95% CL
0.0%
5.0%
10.0% 1.0
20.0% 678.10 65839 698.41 0.9 1]
Auto-15.0% 678.10 658.39 698.41 ) 4r
0.8 -
0.7 4
§ 0.6 -
g 05
804
0.3 4
0.2 4
’
b P
0.0 St

10

100

Dose mg/L

1000

Dose-Response Plot

0.9 3
0.8 3
0.7 3
0.6 3
0.5 3
0.4 1

24 Hr Survival

031
023
0.1 1

D-Control
150
300
450
600
*750

1-tail, 0.05 level
of significance
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« Environmental Testing Sclutions, Inc.

Statistical Analyses

Acute Mysid Test-48 Hr Survival

Start Date: 5/6/2025 Test ID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 5/8/2025 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-Contrel  1.0000 1.0000
150 1.0000 1.0000
300 1.0000 1.0000
450 0.9000 0.8000
600 0.3000 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 ] 20
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.2253 0 20
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.2253 0 20
*450 0.8500 0.8500 1.1781 1.1071 1.2490 8.517 2 2.960 2.850 0.2253 3 20
*600 04000 04000 06825 05796 07854 21.317 2 9.230 2.850 0.2253 12 20
750 00000 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 300 450 367.423 0.11538 0.11834 0.20063 0.00625 9.3E-04 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Par t Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 13.5089 2.68391 8.2484 18.7693 o 1.70659 7.81472 0.63547 2.74174 0.07403 5
Intercept -32.038 7.38893 -46.52 -17.555
TSCR 1.0 <r
Point Probits _mg/L _95% Fiducial Limits 0o ] I
ECO1 2.674 371.132 279.845 423.578 e {
ECO5 3.355 416.847 336.819 46279 0.8 4
EC10 3.718 443.476 371.223 485.9 0_7:
EC15 3.964 462,397 395986 502.665 ]
EC20 4158 478.009 416.473 516.856 B 061 ]
EC25 4326 491822 434524 529.797 50_5 ]
EC40 4747 528425 481.06 566.785 n 1 I
EC50 5.000 551.744 508.801 593.311 4 0'4:
ECs0 5253 576.092 53549 624154 0.3 1
EC75 5674 618,967 576.809 686.289 02:
EC80 5.842 636.853 592.334 714.725 * J
EC85 6.036 658.355 610.047 750.482 0.1 1 Z)
EC90 6.282 686.444 632.019 799.373 0.0 . e
EC95 6.645 730.296 664.505 879.797 4 10 100 1000 10000
EC938 7.326 820.251 726.994 1057.5 Dose mgiL
Dose-Response Plot
19 < s
0.9 ' _____________________________________ 1-tail, 0.05 level
08 _ of significance
071
[
-E 0.6 E
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I
2
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Page 1¢
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 # 1o
Dilution Preparation:
Test concentrations [mg/L KC) 150 300 450 600 750 A stock solution was prepared by diluting 100 g KCl into 2000 mL
d 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 concentrations evaluated for toxicity.
mL Dilution water 997 994 991 988 985
Yotal volume (mb) 1000 1000 1000 1000 1000 Stock solution INSS #: L
Chemical Analyses: Hours
0 24 48
A Gl L, *Analyst identified for each day, performed pH and dissolved oxygen ements only.
OREAETATOD Analyst KL % ,/ x L Temperature and salinity performed at the time of test initiation or termination by the analys
IpH (5.U.) g 1 ; performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
e e :é 2’? q'q% q 2 ?) {'a bench sheet and transcribed to this bench sheet,
issolved oxygen (mg/L . /} 6 .0
Control, *Sa[il'litv {ppt) :
saltsw A5.© \S.5 | as™
*Alkalinity (mg/L CacO;) 0\5 Chemical analyses:
*Temperature (°C) 1 6 . 2, 1.'{ .1 \‘*_l‘ Parameter porting limit hod b Meter Serial numbe:
pH (5.U.) '} .0‘ \ /}.% '_) %q pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L) \"3 LW /}q ‘8 O Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | Y51 Model 52CE 08A100271
150 mg/L — L
*Salinity (ppt) 2$ 7 (it | w1 salinity 1.0 ppt SM 2520 B-2021 ¥S1 PRO30 180104324
*Temperature (°C) 24 . é 2. k A\ Ikalinity 5.0mg CaCO,/L  |SM 2320 B-2021 Accumet AR20 93312452
JpH (s.U.) ’_} ﬁ; ‘,)_q ::} %g Temperature 0.1° SM 25508-2010 Digital Thermometer 1'506 6 4
Dissolved oxygen (mg/L) ®.U 'lq 6 .0
300 mg/L
g/ *Salinity (ppt) ) S q 1s .1 5.1
*Temperature (°C) 254, g S .S
jpsn 390 | 138|395
|Dissolved oxygen (mg/L) % W q 4
450 mg/L — ,}' F
*Salinity (ppt) -:}\4 . 6 1% -\ﬁ 1S _q
*Temperature (°C) 25 6 -\.“\- J \"\’ 4
pHie) 1.9 | 1) [ 99
Dissolved oxygen (mg/L) (a v q q '} *a‘
600 mg/L =
B satinity (op) 24 3 .. RUN)
*Temperature (°C) o 1 o 4 . £ WS
9% [N 107
Dissolved oxygen (mg/L) % U l’_} q 5 q
7 . : -
50 mg/L *Salinity (ppt) '2_5 4 W WL
*Temperature (°C) % Q 2.l w

SOP AT42-Revision 4-Exhibit AT



Page 2 of 2
Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # (s
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubatar/Shelf Template

0 %

ion |03 | WOS V& (33 £ v | C Vel1a | 0514 A
24

RT3 V%
48
Termination Gk' os - ‘S [ ] 3 6 V

*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: Aguatic Indicators, Inc.
{Batch (A1 Batch Ab): 06-92-2§
Age (1 to 5 days old): | to A éay( olp

06-21-25 12a7 4o
06-227§ 139

FDate organisms were born:

Average transfer volume: <0.25 mL
Transfer bowl information: PH(SU): 7.89
Temperature (°C)
U pc

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 20 | 20 | 10 | 20 | 20 | 20 | 10 | 10 | 10 | 10 | 10 | 10

2 4 94

24 21119 ]I 9% 110 o |17 |9 5k

u

@ | |0 g|R|] [oflP|[l0]s o]

Termination

Mean Survival 1057, 1027, S7, 1po 7. [ X2 ¢

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

Statistics:

Method Ty '-ﬂ'n'\eé, SK Comments:
|Lower 95% confidence limit 63993

(mg KCI/L) TS Hob-1-US

Upper 95% confidence limit

(mg KCI/L) 6al. ¢ 3

48-hour LCy, (mg KCI/L) 66 3.13

Test
Reviewed by:

S0P AT42-Revision 4-Exhibit AT42.1



Statistical Analyses

Environmental Testing Solutions, inc.

Acute Mysid Test-24 Hr survival

Start Date:  6/3/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 6/5/2025 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 0.9000
450 1.0000 1.0000
600 1.0000 0.8000
750 0.1000 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
150 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.830 0.2824 0 20

300 0.9500 0.9500 1.3305 1.2490 1.4120 B8.661 2 0.817 2.830 0.2824 1 20

450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2,830 0.2824 0 20

600 0.9000 0.9000 1.2586 1.1071 1.4120 17.115 2 1.528 2.830 0.2824 2 20

*750 0.1000 0.1000 0.3218 0.3218 0.3218 0.000 2 10.925 2.830 0.2824 18 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 ___MSDu__MSDp

MSB MSE __ F-Prob df

Dunnett's Test 600 750 670.82 0.15735 0.16138
Treatments vs D-Control

0.37052 0.00996 1.9E-04 5,6

Trimmed Spearman-Karber

Trim Level ECS50 95% CL
0.0%
5.0%
10.0% 670.82 B53.30 688.81 10
20.0% 6B70.82 653.30 68881 o] p
Auto-10.0% 670.82 62577 719.12 e P
0.8 4
0.7 4
2 06
c
S 05
3
2 04 -
0.3 1
0.2 1
0.1 4 >
0.0 : e~
1 10 100 1000

Dose mg/L

Dose-Response Plot

Aalasailissataaiilgaaaians

24 Hr Survival
© o 9 9 00 0 0o 0o
= N W A& U O N @ O

alidisdaiisiasaslas

(=]

150 4
300
450 4
800 4
*750

D-Control

1-tail, 0.05 level
of significance



Enwvitonmental Testing Sehutions. Inc.

Statistical Analyses

Acute Mysid Test-48 Hr Survival

Start Date:  6/3/2025

Test ID: AbKCIAC

REF-Ref Toxicant

End Date: 6/5/2025 Lab ID: ETS-Envir. Testing Sol. 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 0.9000
450 1.0000 1.0000
600 1.0000 0.8000
750 0.0000 0.1000

Transform: Arcsin Square Root

1-Tailed Number Total

Conc-mg/L  Mean N-Mean Mean Min CV% N Critical MSD Resp Numb
D-Control  1.0000 1.0000 1.4120 1.4120 0.000 2 0 20
150 1.0000 1.0000 1.4120 1.4120 0.000 2 2.830 0.3122 0 20
300 0.9500 0.9500 1.3305 1.2480 B.661 2 2.830 0.3122 1 20
450 1.0000 1.0000 1.4120 1.4120 0.000 2 2,830 0.3122 0 20
600 0.9000 0.9000 1.2596 1.1071 17.115 2 2.830 0.3122 2 20
‘750 0.0500 0.0500 0.2403 0.1588 47.963 2 2.830 0.3122 19 20
Auxiliary Tests 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 TU MSB MSE _ F-Prob df
Dunnett's Test - 600 750 0.18092 0.18556 0.42942 0.01217 2.3E-04 5,8

Treatments vs D-Control

Trim Level ECS50 95% CL

Trimmed Spearman-Karber

0.0%

5.0%
10.0% ©666.43 651.80 681.39
20.0% 666.43 651.80 68139
Auto-5.0% 663.13 635.53  691.93

J.

10 100 1000
Dose mg/L

Dose-Response Plot

48 Hr Survival
(=]
o

150 A

300

1-tail, 0.05 level
of significance



Lnddrommental Testing Solutans Ing

Surveillance and Corrective Action Report (SCAR)

SURVIELLANCE NUMBER: SCAR-250618
SURVIELLANCE: Reference Toxicant Testing
DATE OF INSPECTION: 06-18-25

TYPE OF INSPECTION: Internal

EVALUATORS: Jim Sumner, Jaydon Perez

LABORATORY PERSONNELL:  Jim Sumner, Jaydon Perez

L DEVIATION / DECREPANCY:

Errors in the A. bahia and P. promelas chronic PMSD calculation spreadsheets were identified.
e  Calculations of upper and lower PMSD bounds were not correct.
e These spreadsheets are used to create PMSD control charts.

Error did not impact the validity of reference tests performed but identify a larger issue with how data is calculated in the laboratory.

. ROOT CAUSE INVESTIGATION:

Verbal instructions are provided for using spreadsheets used to validate results and calculate upper and lower control limits. These
speadsheets have formulas for log transforming data used to calculate central tendencies/standard deviations and calculating control limits
using anti-log values.

Spreadsheets are not locked to prevent an analyst from accidentally changing or deleting formulas. Individual spreadsheets do not have
instructions for completing the data entry.

[ EXECUTION:
Spreadsheets containing formulas are locked to prevent calculations from being altered.
Step by step instructions are included on the top of each spreadsheet tab.

V. VERIFICATION:
Signature: Q'DJ//') Date: 06 - & 3 = 9\ S

Y Labgratory Analyst
V. CLOSURE:

Signature: ¢ w\_’____________ Date: Ob ~1h-1Y
~ l QA Officer




" v —— Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

PSR S Source: Aquatic Indicators, Inc.

5 e B S TR S T (R B R TR S T T3
[ Control Limits (+ 2 Standard Deviations) ]
0.50 | .
: — — G T T T —;— ________________ “‘- :
i P ° ]
045 o ] ._ ® o 3 ]
[ ° - ® o o ° .
b e _* . R :
0.40 e = .
=I| o .
g I ]
035 ]
N i i
a0 L 1

e I Y Y I N NN NN [N MO N SN SN NN MY SO NN N N '
= L OO RO Pt P 77 oy YT 0 WO S S U SO N DU S SR
> i J
[} - Warning Limits .
o R T L i
~ 05 = =
! e o, ° . ° ]

@

L [ ] . L _.--wi { 3 > .——L_. -
[; [ ] ® ® [ ] -
0.4 -
E T ey s :
(e T e R PP PP R TR -
0.2 T O R SO TR N T B 1 | R N T | T S S

’ P P g P ot 1. A ¥ 1 1 PR P L A5 A0 P

@ ao T S o 09 Qg,s A S 6 010* N
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)
s o= . 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,s5 = 75" percentile of CVs reported nationally by USEPA)

tered and

Jim Sumner
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' Envirenmental Testing Solutlens, Inc,

Coefficient of Variation (%) Cotitrol Growth
for Control Growth g i
(mg / initial shrimp)

PMSD (%)

0.5

]

Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.

1 I T F T 77 0 793 7 G S e T ey
0.4 F 5
0.3 F —= = m—m e e e e e e ——— e -
[ o . ® - = ——— ]
0 2 B _.—_‘ [ ] ® @ ® & a @ @ [ ] @ ® ™ !_‘-_. .
- USEPA Minimum Acceptance Criteria (> 0.20 mg per surviving shrimp) ]
0.1F -
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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. "

ntered and
Central Tendency (mean Control Growth, CV or PMSD) J‘;‘;‘;‘;;:::
95% Confidence Interval (mean Control Growth, CV or PMSD + 2 Standard Deviations) a{
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Enviranmental Testing Salutions, Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
AbKCICR Test Number: 262

Dilution preparation information: Comments:
KCl Stock INSS number: INSS 1387
Stock preparation: 50 g KCI/L:
Dissolve 50 g KClin 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: th
Date and times organisms 04-01-25 1200 to Incubator number and shelf <@
were born between: 04-02-25 1130 location:
Organism source: Al Batch Ab: 04-02-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bowl information: pH= "\, §1 S.U. Date / Time in oven: wbigas VBN
Temperature=  ".%.0 °oC *Initial oven temperature: L0 C
Average transfer volume: <0.25 mL Date / Time out of oven: odetbr1s VIS
*Final oven temperature: L C
Total drying time: -ROVAS
Duaily 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 04-08-25 NS Y \$2™ 0 v oo H oosh
1 = (R} +—t
04-09-25 0%00 % Q1o A O AMM 4 Y
! B L '
2 04-10-25 0% B0 i 100 la NS0 o\~ -1S
™ 18 U
3 04-11-25 0%00 n VLS U 0a\ - n L
| B [ A3 L
4 3
04-12-25 0SHY 1'! A w0 (245 7 od 1S A
5 04-13-25 % 00 ® W00 h 0ALS oL 1S B
L] b Ao | T
3 dhositoc 0500 i( A\ DQ 1 03\ K \
v * L
7 04-15-25 : Vi, "
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 2550B-2010 Digital Thermometer ISOU.‘HES
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: O1. <20% 7-day LCso (mg/L KCI) SoN.A
Average weight per initial shrimp: 0. 21k NOEC (mg/L KCI) 2115
Average weight per surviving shrimp: 0.2\ > 0.20 mg/shrimp LOEC (mg/L KCI) LS00
ChV (mg/L KCl) 4.0
1Cas (mg/L KCl) '{35._1,

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutions, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 262

Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N (o] P
o 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
slS|IS| S| S| S| S| S| 8| S| S| 8] S|S|s |8
2 - - - - -
616 |c|s|s|5|s5|6]ls5|5|5|5| a|5|s|S
3 sls|s|sis|s|s|sls|s|s|s|sS|s|s]s
4 —-— — — —
5 1S |S| S| S| S|S|S]|S|S|S| S| S| S|s|sS
¥ 5| s sS|ls | S| s | s |s S| S |S |9 | Yy|"s|S|s
6 ~ i — —_— T - — —_ -~
H1D | S| S| S| S| S>> |S|SIS |S]|S]
7
S| S S| S s S| S| SIS S| S| s| s s]s s
H females with eggs in
brood sac el
# females with developing | —
ova In oviducts L —
# immature ferales L [[— | — . "
#males ; i
*A = Pan welght (mg)
Tray color code: 2 -
It 1500 (12,04 [13-27 .00 1u, 301352 13\ [13.43]13490 [13.5D iy, yu [12.98 |4.44| .55 13, 23| .9
gt
;B =IPan + Shrimp weight q .,.I \ \‘
o R | o\ [V o [ 4D 13 16U D bV Y2 |1 o] 18,0 & LB 1S T AN | e N (16, 60 (M3 13, ¢
e £ T35
€ = Shrimp weight (mg)
" d woS .00 [0k [V [yan | s o] koS | Lo (1.2 120 ] 108 |1.0b -4
:::;:leabe
‘Weight per initial number
of shrimp {mg)
=C [ Initial number of
shrim) i Q
Hlnd:ilculltt é' ’§ :;} '\:;0 "'35& ’00 N&\D H‘?‘ ﬂ>0 ’o‘\J A?V
Analyst: ! ES 0'\‘ 0' Q o- v} 0. 0. v Q' [}y o
- I Average weight per initial Average weight per initial Percent reduction from control
S Y I___t'n. number of shrimg .[m{)\ b % number 02’ stu'i‘anf_kmg] (%) -<.01.

*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



Enviranmental Testing Solutlons, Inc,

Page 3 of 6

AbKCICR Test Number: 262

Survival and Growth Data
Day 375 mg KCI/L 500 mg KCI/L
Q R S T U \'} W X Y Z AA BB CC DD EE FF
0 5 3 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
u‘ﬂ‘!
1
AENERR S| S <] S S| S| S| S S‘ S| SIS
2 , 0
5/5|s|s|s|s|s|6|elu ¢|lyd|dg |5 [y
» 5151 5[S|s(5 |5 |5 o4 |38 3850|235 (3%
* Jslads [s|s|[s|s|s|s[v[3[3[3]|z]5]|3
> s|Yyls| s|s|lsls|s|s|4]3|3 |3 | 2|53
6 ~ ol o ¢ -
Sy | s|s|s|s|s|i¥s|d][3 |3 |2 3
7 W A VA
El ]l S| S]|s|S |5 |4 NIRRT RN R B
# females with eggs in -
brood sac Gy [ —"1
#femzl\l;s :::E:::;omnl __’_______"_____.-———-‘ ===
mmature females —
# immature femal ___--—"'""'- —u_L
# males [<8 . ho.\-"
*A = Pan weight (mg)
Trpy color code:
LT 1262 1544 [14.36 15,03 | M.A4 1253 |1 o [14. bs |13 125D (15,39 1244 1516 2.5\ (4. w1294
e IR
*B = Pan + Shrimp weight
E.";:E,,. E fid.bv 165D (1.8 (LY [15. 40| 3. ST 1S B3] 15,13 19 0F | 0L 05 | 13,55 13,70 1Well [15. 8 13.2¢
C = Shrimp weight (mg)
=B-A
and cacutated 1OV [ON [y [0 AV 0S| (S g 0.68 0o [ 0.9 0.54] 0,28 | 0L [ 0.3S
Analyst:
Weight per Initial number ™
:fl:’?::?:ai:':]mherof A 0'.0’ .# D
shrimp ) ™ Q 9 & Y] ~ O 0
Hand calculated “9 ’V@' "':’o ~ r?:.v A‘? .ﬂ ?‘ {7 $p 'c’ N \QY 6\ Q‘“ 6\
nnal\rn:_H‘_‘ o < o e o o 3 0 o 0 o o o | o |©
e A | Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
| number of shrimp (mg) (%) number of shrimp (mg) (%)
0.0 ~ WA 0-\\3 41.b7.

*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



Emvironmental Testing Solutians, Inc.

Page 4 of 6

AbKCICR Test Number: 262

Survival and Growth Data

Day

750 mg KCI/L

1000 mg KCI/L

GG

1

KK LL | MM | NN

00 PP

QQ | RR

SS T uu Vv

5

5 5 5 5

5 5 5 5

5 5 5 5

0%

OS-l 0 s

osd.. Sel 0 sd.

Os‘t Os‘*l

7

# fernales with eggs in
brood sac

M females with developing
ova in oviducts

# immature females

# males

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

Analyst:,
Date:

*B = Pan + Shrimp weight
(meg)

Analyst:,

Date:

€ =Shrimp welght [mg)
=B-A

Hand calculated
Analyst:

Weight per initial number
of shrimp (mg)

=C / Initial number of
shrimp

Hand calculated
Analyst:

0| O

0

0|0

o @]

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

0

Percent reduction from control

* oo,

Average weight per initial
number of shrimp (mg) O

Percent reduction from control

(%) IDD.‘.

*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



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

\ P ot ot tions s Quality Control
nvifonmantal festing Solutlans, Inc: Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 262
Test dates: April 08-15, 2025
Concentration (mg/LKCI)| Replicate Initial number of Final number of | A =Pan weight (mg] | B=Pan+Llarvae | Larvae weight (mg) | Weight / Initial number | Mean survival | Mean weight {mg] |Coeffi of Percent from
larvae larvae w-iﬂtlmﬂ =B-A vlhm-{lr_l %) %) control (%)
A 5 5 15.61 16.64 1.03 0.206
B 5 5 12.64 13.64 1.00 0.200
c 5 5 13.27 14.33 1.06 0.212
D 5 5 12.60 13.78 1.18 0.236
Control T = . 430 T 110 5350 100.0 0.216 5.6 Not applicable
F 5 & 13.52 14.67 1.15 0.230
G 5 5 13.16 14.23 1.07 0.214
H 5 5 13.97 15.02 1.05 0.210
I 5 5 13.90 15.08 1.18 0.236
J 5 5 13.50 14.64 1.14 0.228
K 5 5 14.66 15.71 1.05 0.210
L 5 5 12.98 14.21 1.23 0.246
250 ™ . . Teo1 T 130 B340 100.0 0.227 6.3 -5.0
N 5 5 14.55 15.60 1.05 0.210
[s] 5 5 13.27 14.33 1.06 0.212
P 5 5 11.87 13.03 1.16 0.232
[*] 5 5 13.63 14.64 1.01 0.202
R ) 4 15.49 16.50 1.01 0.202
5 5 5 14.76 15.94 1.18 0.236
T 5 5 15.07 16.14 1.07 0.214
s u 5 5 14,19 15.40 121 0.242 L 220 L k-
v 5 5 12.57 13.62 1.05 0.210
W 5 5 14.60 15.72 1.12 0.224
X 5 4 14.68 15.83 1.15 0.230
Y 5 3 14.36 15.13 0.77 0.154
z 5 2 13.50 14.08 0.58 0.116
AA 5 3 15.39 16.05 0.66 0.132
BB 5 2 12.99 13.55 0.56 0.112
el cc s 3 13.16 13.70 054 0.108 50 an o os
DD 5 2 13.81 14.16 0.35 0.070
EE 5 4 14.61 15.33 0.72 0.144
FF 5 3 12.94 13.29 0.35 0.070
GG 5 0 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
[} 5 0 0.00 0.00 0.00 0,000
il 5 1] 0.00 0.00 0.00 0.000
750 KK S o 0.00 0.00 0.00 0.000 0.0 0.000 0.0 100.0
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 '] 0.00 0.00 0.00 0.000
aa 5 ] 0.00 0.00 0.00 0.000
RR 5 [+] 0.00 0.00 0.00 0.000
1000 [ 5 0 0.00 0.00 0.00 0.000 0.0 00 00 100.0
T 5 0 0.00 0.00 0.00 0.000
uu 5 a 0.00 0.00 0.00 0.000
W 5 0 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0196 MsD = Minimum Significant Difference
PMSD: 9.1 PMSD = Percent Minimum Significant Difference
PMSD is a measure of test precision. The PMSD is the mini 1 percent diff bety 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 30th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PM5D bound represents a practical limit to the
itivity 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, Vol 1 and 2-Appendix. EPA-821-8-01-004 and EPA-821-8-01-005.

US Environmental Protection Agency, Cincinnati, OH.
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Statistical Analyses
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. Environmantal Testing Solutions, Inc.
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Mysid Survival and Growth Test-7 Day Survival

7 Day Survival
(=] o o
s (3] ™

e o
MW

FPTTTTTS PRPTITEUTS PYPYS FTTTI PRTUT TURTS POPTT ITT)

o
1

o

D-Conirol
2501
754

*500
7504
1000

Start Date: 4/8/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 4/15/2025 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-mgiL 1 2 3 4 5 6 7 8
D-Control  1.0000 1.0000 10000 1.0000 1.0000 1.0000 1.0000 1.0000
250 1.0000 1.0000 10000 10000 10000 1.0000 10000 1.0000
375 10000 08000 10000 10000 10000 1.0000 10000 0.8000
500 0.6000 04000 06000 04000 06000 04000 0.8000 0.6000
750 00000 0.0000 00000 0.0000 00000 00000 00000 0.0000
1000 00000 00000 00000 00000 00000 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 1.0000 1.0000 1.3453 1.3453 13453  0.000 8 0 40
250 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 09500 09500 1.2857 1.1071 13453 8.574 8 60.00 48.00 2 40
“500 0.5500 05500 08382 06847 11071 17.590 8 36.00 48.00 18 40
750 0.0000 0.0000 0.2255 0.2255 02255 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 Testindicates non-normal distribution (p <= 0.01) 0.7882 0.904 -0.0556 272227
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 13.9938 2.34365 9.40021 185873 0 06877 7.81472 087609 270209 0.07146 4
Intercept -32.812 6.29486 -4515 -20474
TSCR 1.0 &
Point Probits _mg/L _ 95% Fiducial Limits
ECO1 2674 343.437 286.779 378.558 ik (
ECO5 3.355 384.19 337.136 414034 0.8 4
EC10 3.718 407.857 366.794 435125 0.7 -
EC15 3.964 424.643 387.722 450587 '
EC20 4.158 438476 404714 463826 @ 0.6 4
EC25 4326 450.701 419.402 476.041 E.G"” ]
EC40 4.747 483.041 455873 511.553 @ i
EC50 5000 503603 47682 536983 @ 041
EC80 5253 52504 496899 565756 034
EC75 5674 562.714 529.032 620.689
ECBO 5842 578403 541615 644.817 0.2 ]
EC85 6.036 597.244 556.303 674561 0.1 4
ECs0 6.282 621.825 574935 714457 1 AA
ECO95 6.645 660.131 603.097 778.757 s 8 i R
EC99 7.326 738.465 658.446 917.13
Dose mgiL
Dose-Response Plot
1 -
0.9
0.8
0.7




wered and
Statistical Analyses i
h [rmm————m—"—
Mysid Survival and Growth Test-Growth-Weight
Start Date: 4/8/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 4/15/2025 LabID: ETS-Enwvir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mgiL 1 2 3 4 5 6 7 8
D-Control 0.2060 0.2000 0.2120 0.2360 0.2200 02300 02140 0.2100
250 0.2360 0.2280 0.2100 0.2460 02400 02100 02120 0.2320
375 0.2020 0.2020 02360 02140 0.2420 02100 0.2240 0.2300
500 0.1540 0.1160 0.1320 0.1120 0.1080 0.0700 0.1440 0.0700
750 0.0000 0.0000 00000 00000 0.0000 00000 0.0000 0.0000
1000 0.0000 00000 00000 00000 0.0000 00000 0.0000 0.0000
=i 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 0.2160 1.0000 0.2160 0.2000 0.2360 5599 8 0.2214 1.0000
250 0.2268 1.0498 02268 02100 0.2460 6.324 8 -1.538 2799 0.0196 02214 1.0000
375 0.2200 1.0185 0.2200 0.2020 0.2420 6.957 8 -0.572 2799 00196 02200 0.9938
500 0.1133 05243 0.1133 00700 0.1540 27.390 8 01133 0.5116
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
Auxifiary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.92825 0.884 012224 -1.3278
Bartletts Testindicates equal variances (p = 0.83) 0.37502 9.21035
Hypothesis Test (1-tail, 0.01) NOEC  LOEC Chv TU MSDu  MSDp mMse MSE  F-Prob df
Dunnett's Test a7s =375 0.01956 0.03056 0.00024 0.0002 0.31856 2. 21

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L sD 95%CL Skew
IC05 386.35 720 36686 39043 -3.7770
Ic10 399.31 468 387.88 40585 -0.5729
Ic15 41227 521 400.04 42128 -0.1139 10 o
Ic20 42523 596 41310 43674 0.1807 00
Ic25 438.20 6.86 42587 45252 0.3304 58]
IC40 477.08 1012 46044 499.37 0.4458 =1
IC50 50566 16.10 481.82 54097 0.4469 0.7 1
0.6 1
- | 0.5:
EOA-
5 0.3
0.2 -
0.1
0.0 $eeo— <
-01 4
-02 '
1] 500 1000 1500

Dose-Response Plot

03

0.2 !V/—{h\—{\ 1-tail, 0.01 level

of significance

D-Control
250
375

500 4

7504
1000




" Environmental Testing Selutions, 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

Page 5 of 6

ADbKCICR Test Number: 262

sheet.
Day
(Analyst identified for each day, performed pH, D.0. and salinity measurements only.)
Conc. Parameter 0 1
Fi ﬂr ﬁi
Analyst | £ 5% A £ Ko Zer Za I -VL’
pH (S.U.) 23 |7865 7.89 797 I
DO (mg/L) 6.3 %) 2.0 Bl w.sS
CONTROL, | salinity (ppt) 260  [36.6 26.0 : _
SaltSW | Alkalinity 100 ““'M—v N b
(mg CaCOs/L) <y S AT 40
Temperature (°C) 5.1 'Ig l. 1¢.-% S 5.9
pH (5. 8o | 7.89 |7.97 2ol | "33
250mg | DO (mg/L) 4% 8 & A "X¥)
Kel/L salinity (ppt) 215.3 36.) 25.3 252 | By
Temperature (°C) KT s.1 AL-d K. L 5.1
pH (5.U.) o8 | 7.91 | 7.95 Z2o2 | T1S
375mg | DO (mg/L) 6.3 14 2.1 2. v
Kcl/L Salinity (ppt) 6.4 r6.9 25:€ 23 252
Temperature (°C) TR 1s.9 181 s 8.4
pH (S.U.) gog | 7.89 |7 9¢ g0z | Yol
500mg | DO (mg/L) 8.y 27 2.0 &l X0
KCI/L salinity (ppt) 25.2 25.6 25-¢ 2<L || 255
Temperature (°C) 1S.9 5.4 15.% 5.3 -9
pH (S.U.) 09 | 790 | ~_
750mg | DO (mg/L) 83 14 I
KCI/L salinity (ppt) 26 Y 25.77 TG
Temperature (°C) 1s-3 .1 &
pH (S.U.) .09 | 7.92 \o*mﬂ.\
1000mg | DO (mg/L) %] N SN
KCI/L salinity (ppt) g L 26.0 TS
Temperature (°C) W -\ 5. 7T
Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



Page 6 of 6

Environmental Testing Solutlons, Inc.

AbKCICR Test Number: 262

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst Y B3¢ Bsc Bs BsC Foe 77
PH (5.U) YA | 324 | sas | 143 | <ot 7.8/ |79
DO (mg/L) Y0 3.8 %1\ 1% 2-0 RS €0
CONTROL, | Salinity (ppt) 8 Zs2. Q4 252 VAT Z52, 250
SaleSW | Alkalinity e E R N
(mg CaCOs/L) kg as N L A0 PN s Ty o4
Temperature (°C) %.3 15.4 8.3 1. O 15-4 AVTELY 1S, 3
PH (S.U.) MY | 140 | 305 |7an |35t | 782 |79z
250mg | DO (mg/L) 39 2.9 g\ 1.3 3.1 b k)
KCl/L Salinity (ppt) 2350 Sy 2540 z5 25.9 z5.) 251
Temperature (°C) R NS¢ NS | s.E S.S \S.§ NS
pH (S.U.) 2%l EXY Sot_ 340 | sot | 7.79 | 7932
375mg | DO (mg/L) 19 3.8 .1 23 %.1 W 1A
kci/L | salinity (ppt) 252, 258 | 253 | 258 Z8.\ Z5) 252,
Temperature (°C) 5.1 sS4 st || W 5.4 1.4 s, -
pH (5.U.) 14 143 30F 1343 |0t 72846 | 7.92 | 439
500mg [ DO (mg/L) Q0 13 % 1% .1 AL -9 b.o
KCl/L salinity (ppt) 25 23x | 2ss5 3.6 Sa2 | 2ss Z54 Z5:)
Temperature (°C) NS .1 5.9 g3 S .4 1s.5 6.4 S.1 We.O
pH (S.U.) e
750mg | DO (mg/L) e
KCl/L Salinity (ppt) i W
Temperature (°C) \
pH (5.U.)
1000 mg | DO (mg/L) T~——_
KCI/L Salinity (ppt) ) S uﬁ'gmv'
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



| — Americamysis (Mysidopsis) bahia
| Chronic Reference Toxicant Control Chart

" Environmental Testing Solutlons, Inc. Source: Aquatic Indicators’ Ir‘lc'I
0SS 1717171 T T T T T T 1 Tt r & & JF T 5
[ Control Limits (+ 2 Standard Deviations) i
0.50 - =
I s NSRS S Eh s s s = — s ]
0.45 :— _..-. .. S a -y .—-—-!-—-'-——-0 %
5 i @ e ]
: — S mm— — — — t— — —..—_m_-.’-- . . . e — i —— — — :
oca0f- T/ T/TTT =
g i ]
" 035 .
S~ E |
LoT] i J

~ N | N NN N VAN, SN NS GHN: SN (NS (N G (N NS S NSNS S

(Ts]

W BT Iadadhededatabhada . ok o1 T ]
& i Warning Limits ]
S i PR I
™~ 0.5 _
[ o o ° " ® j
I e & o ®— o—0 g0 |
- ® ° o T e e ® i
04 =
03 T e T L T L LT T R S =]
0.2 I T T N T | L 1 | | [ SR S B | N R R

2 W A A 4P 25 1% 1°
,oWQ%x 09.,0— 037 207 g (S 01,"“ xP' o o ®

Test date

Y 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)
v e = CoONtrol 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,
Spss= 7En percentile of CVs reported nationally by USEPA)
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| Environmental Testing Solutions, inc.

Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Test date
e 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.
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Reviewed by
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Central Tendency (mean Control Growth, CV or PMSD)
95% Confidence Interval (mean Control Growth, CV or PMSD * 2 Standard Deviations)
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Emvironmental Testing Solutians, Inc.

Page1of6

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

AbKCICR Test Number: 263
Dilution preparation information: Comments:
KClI Stock INSS number: INSS 13\
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: C-HLE‘\
Date and times organisms 04-29-25 1200 to Incubator number and shelf XN
were born between: 04-30-25 1130 location:
Organism source: Al Batch Ab: 04-30-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bowl information: pH= .4 S.U. Date / Time in oven: 05138 WMS
Temperature = 8.0 °C *Initial oven temperature: wo ' L
Average transfer volume: <0.25 mL Date / Time out of oven: [P 1T o S T Y
*Final oven temperature: Lo 'C
Total drying time: ™. Woves
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 050625 | 1130 A Moo W0 | U [ edmsh
. U ¥
1 05-07-25 0400 y WL i 0450 t\ 05-05-1§
i* <
2 050825 | gm0 wso | b Lo | j | esewas
? 050925 | 6500 i 1100 I 0§88 | ft |esa1s
4 05-10-25 00O \ \100 WU Ws g 1 05-0§-1$
5 ey (L v (A
Claen oL 00D " (R 7o) A 0adt-| u L
s 033545 6% 0u W\ W00 Vi 040y U 03-04- 1§
7 05-13-25 i nip 3(
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 YS1 PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | 1 50ualod S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: ol. <20% 7-day LCso (mg/L KCl) Jad.b
Average weight per initial shrimp: 0.0 NOEC (mg/L KCl) As
Average weight per surviving shrimp: 0.0 > 0.20 mg/shrimp LOEC (mg/L KCI) 500
ChV (mg/L KCI) 4. 0
1C25 (mg/L KCI) yy2.#

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutlens, Inc,

Page 2 of 6

AbKCICR Test Number: 263

Survival and Growth Data
Day CONTROL 250 mg KCI/L
A B C D E F G H I J K L M N 0 P
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
SIS D] %S| %S| | % S| §| S| S| S| 8] S |S
2
S| S| S S| S| s sl s| S| S| 5] 5| 5| 58
3 - = _ = -~
S| S| SIS |S| S[3[S|S|S|s]|s]|sS|[s|>]|s
! 5| S| S|{S3|S|S|s|S|IS|S|S|s]|s|S|s|¥
5
S| |9 |%|5]| %S| 95 %]|]%5|9 |98 56| 8|S
° s|ls| 5|35 sis|s|s|S|S|s|s|s]|S]|s
7
S S| S| S S{S|IS|s| S| S| s|s|s]s
H females with eggs in
brood sac —— ="
# females with developing ]
ova In oviducts 1 |
# immature females /FF'__'____...--—-""""__-_ .l‘
i A
# males C o
—
"rn = P:In wa::ht (mg)
Tray color code: —
%ﬁmh—uuw\ 10,38 [10-22 [10. 3% [10.4\ [i0. 14 [i0.55 [10.34 J1b.2% [10.3% [10.25 [10.20 |f0.30 [10. 24 [10.5% |10, 25
Date: ﬂi_-jr'z L-2E
*B = Pan + Shrimp weight
- b [ [y teso [WAS T iess M3 50 (1168 [ se [N 3¢/ nad i i [12f
Date: ____ 0S-16.16
\‘i =B .'a_h:rnp welght (mg)
o —— 1035 [10M [ned [1ag |04 [102 [roo [0S LU (120 |10 [LO8 | oY |05 (1.6 (104
Analyst: bi
Weight per initial number
°'c’?""lf imzl ber of N
:-ﬁ“:nltnulrl er ‘ '\/
T KA R AR R A A R A R A
sy "a& o |9 N o |V 0 o |0 0 o0 P o (O 0" |0 0
& “'_-‘ﬂ'f‘“"“i Average weight per initial Average weight per initial Percent reduction from control
| number of shrimp (mg) number of shrimp (mg) (%)
A | O0-\0 0 .1_\& -2.M7.

*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.

Survival and Growth Data

Page 3 of 6

AbKCICR Test Number: 263

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
. 5 5 5 5 5 5 5 5 5 5 5 S 5 5 5 5
|* LI} .
. s|s{s|s|s|s|s|s]s MUTS | g | gt e
A A A
’ S| sl S|l |s[SS] s afy]s| 3y
3
sls |s|o| s|s|s|sP¥R[1¥ 5333 |2
4 —
5|S|Sis|(S|{sls|s|2|3]| W8 3| 3|2 [T
5 o A
S| S| S| S| S|ISIss x| (s 3|y ]|v|3
o 5 | S 5 L(I‘!' s| 5|32 3 | 2|3 I |3
® sls s a|s|{s|s|slals|lv]>]>>]v]3
# females with eggs In
brood sac

= L —T

# immature females —__-___‘__________-——-

# males }NS"*"
*A = Pan weight (mg)
T!ay color code: | -
gl 110-32 [i0. 22 {10.05 [16.25 [14.00 [10-59]10. 3 [10.2% [10.18 [1.40 [10.04[10.19 | 10.49 [i6.0% {029 | io.4
Date: _QY-23-2<
*B = Pan + Shrimp welght
{mg) [

B E g 28 [ [ sk [l [IK24 fe M el kb [ 103N [10AN |04 [16.1S (0.9 104
::t:\:rs. L WoRE [NeAd 1S W) \] 16. ¢ L (7
€ =Shrimp weight (mg)
=B-A

1.0k | L [ 120 |04 (02 [1:02 [1.00 [1.0) | 0.Sb6]| 0.40(0.20 |.112| 0-60] 0.3 [0-24 [0.Sd
Hand calculated
Analyst: }A
Welght per initlal number
:'C‘?:::tlpa:'::Lbar of ~n b\

... > AN Q ) IRV
. MRS S| MEIF| DL XS
Hand calculated i : 'y - . * ‘ Q' v . . - B . 0 3 vy
Analyst; }\ o o |o (o) ) 0 V) o O ) 0 0 V)
= i I Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control

~ | number of shrimp (mg) (%) number of shrimp (mg) (%)
0O- 1\g =N 7. o‘\\s '-ls.?. 7.

*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.

Survival and Growth Data

Page 4 of 6

ADbKCICR Test Number: 263

Day

750 mg KCI/L

1000 mg KCI/L

GG HH

)

KK

LL MM

NN

00 PP

QQ

RR SS Uy

5

5

5

5 5

5 5 5 5 5

sd| 54

04

o&d

034

Osd osa!

OSd

Osd

05" 0'59( 054

7

H fernales with eggs in
brood sac

# females with developing
ova In oviducts

H immature females

s

H males

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

Analyst:
Date:

*B = Pan + Shrimp weight
(mg)
Analyst:
Date:

3

€ = Shrimp weight [mg)
=B-A

Hand caleulated
Analyst:,

‘Weight per initial number
of shrimp {mg)

= C / Initial number of
shrimp

Hand calculated
Analyst:

O

V)

| 0

o

0|0

@,

0|0

Average weight per initial
number of shrimp (mg)

0

(%)

1007.

Percent reduction from control

Average weight per initial

number of shrimp (mg) O

Percent reduction from control

%1002

*Weight meas

urements 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 Selutions, Inc,

Americamysis bahio Chronic Reference Toxicant Test

Quality Control
Verification of Data Entry, Calculations, and Statistical Analyses

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

Test number:

263

Test dates: May 06-13, 2025
Concentration (mg/LKCH)| Replicate Initial number of Final number of | A=Pan weight (mg] | B =Pan+larvae Larvae weight (mg) | Weight / Initial rumber | Mean survival | Mean weight img} |Coefficient of variation| Percent reduction from
larvae larvae welght [m&l =B-A of larvae [mg)] (%) (%) control l’ﬂ
A 5 5 10.64 11.67 1.03 0.206
B 5 5 10.38 11.42 1.04 0.208
C 5 5 10.27 1131 1.04 0.208
[ 5 5 10.32 11.50 1.18 0.236
Control : = : oAl TTiE T ©508 100.0 0.210 5.2 Not applicable
F 5 5 10.14 11.16 1.02 0.204
G 5 5 10.55 11.55 1.00 0.200
H 5 5 10.34 11.39 1.05 0.210
| 5 5 10.23 11.30 1.07 0.214
) 5 5 10.38 11.58 1.20 0.240
K 5 5 10.25 11.36 111 0.222
L 5 5 10.30 11.38 1.08 0.216
= M 5 5 10.70 11.74 1.04 0.208 100.0 9215 A 24 [
N 5 5 10.24 11,27 1.03 0.206
[*] 5 5 10.58 1161 1.03 0.206
P 5 5 10.25 11.29 1.04 0.208
Q 5 5 10.32 11.38 1.06 0.212
R 5 5 10.27 11.43 1.16 0.232
s 5 5 10.05 11.25 1.20 0.240
T 5 4 10.25 11.17 0.92 0.184
75 u 5 5 16.00 17.24 1.24 0.248 973 0.215 104 25
v 5 5 10.54 1156 1.02 0.204
w 5 5 10.71 11.71 1.00 0.200
X 5 5 10.28 11.29 1.01 0.202
Y 5 2 10.18 10.74 0.56 0.112
z 5 3 9.96 10.86 0.50 0.180
AA 5 1 10.09 10.31 0.22 0.044
BB 5 3 10.19 10.91 0.72 0.144
500 o 3 3 1049 11.09 0.60 0.120 47.5 0.115 39.4 45.2
DD 5 3 16.02 16.75 0.73 0.146
EE 5 1 10.24 10.53 0.29 0.058
FF 5 3 10.41 10.99 0.58 0.116
GG 5 0 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
1] 5 0 0.00 0.00 0.00 0.000
u 5 ] 0.00 0.00 0.00 0.000
9 KK 5 0 0.00 0.00 0.00 0.000 00 0:000 90 100.0
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 Q 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 Ss T o 530 .00 .00 5000 0.0 0.000 0.0 100.0
T 5 [ 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
vV 5 0 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0222 MsD = Minimum Significant Difference
PMSD: 10.6 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSO is the minimum percent difference between the contral 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 PM3D bounds were determined from the 10th and 90th percentile, respectively, of PM5D 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 Metheds, Veolumes 1 and 2-Appendix. EPA-821-8-01-004 and EPA-821-B-01-005.

US Environmental Protection Agency, Cincinnati, OH.

“



. 1V

e g
. . Bevtwed by
Statistical Analyses S
;\' Environmental Testing Salutions, Inc.
Mysid Survival and Growth Test-7 Day Survival
Start Date: 5/6/2025 TeslID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 5/13/2025 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-mgl/L 1 2 3 4 5 [ 7 8
D-Control 10000 10000 1.0000 10000 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 10000 1.0000 08000 10000 1.0000 1.0000 1.0000
500 04000 06000 02000 06000 06000 06000 0.2000 0.6000
750 00000 00000 0.0000 0.0000 00000 0.0000 00000 0.0000
1000 0.0000 00000 0.0000 0.0000 0.0000 0.0000 00000 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 0 40
250 1.0000 1.0000 1.3453 13453 1.3453 0.000 8 68.00 48.00 0 40
375 09750 09750 1.3155 1.1071 1.3453 6.400 8 64.00 48.00 1 40
*500 04750 04750 07553 04636 08861 25547 8 36.00 48.00 21 40
750 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 8 40 40
1000 0.0000 00000 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) 0.72331 0.904 -16376 3.66412
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 375 500 433013
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE __ 95% Fiducial Limits Control _ Chi-Sq _ Critical P-value  Mu Sigma Iter
Slope 16.6709 3.35252 10.1 232418 0 0.06921 7.81472 099526 269424 0.05998 3
Intercept -39.915 8.99074 -57.537 -22.294
TSCR 10 =
Point Probits _mgiL _ 95% Fiducial Limits ’
ECO1 2674 358671 293812 393.338 e
ECO5 3.355 394.072 341769 422569 0.8
EC10 3718 414351 369842 439.761 07 4
EC15 3.964 428619 389.578 452.329 i
EC20 4158 440309 405537 463,115 o 0.6 -
EC25 4.326 450.591 419.252 473.133 § 05
EC40 4747 477.578 452589 503.004 0
EC50 5.000 494586 470903 525205 @ 041
ECE0 5.253 512.199 487.759 550.857 0.3
EC75 5674 542876 513648 60034 ]
EC80 5842 555554 523547 622.079 0.2
EC85 6.036 570.705 534.988 648.825 0.1 1
EC90 6.282 590.358 549364 684.584 00 1 % i
EC95 6.645 620.738 570.857 741.928 e 10 100 1000
EC99 7.326 682005 612446 B864.208
Dose mg/L
Dose-Response Plot
1 <
0.9 J
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0.7 1
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Statistical Analyses (:“‘.:::_:

A\
.| Environmental Testing Solutions, Inc.

Mysid Survival and Growth Test-Growth-Weight

Start Date: 5/6/2025 TestiD: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 5/13/2025 Lab ID:  ETS-Enwr. 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 02060 0.2080 0.2080 0.2360 02080 0.2040 0.2000 0.2100
250 0.2140 0.2400 0.2220 0.2160 0.2080 0.2060 0.2060 0.2080

375 0.2120 0.2320 0.2400 0.1840 0.2480 02040 0.2000 0.2020

500 0.1120 0.1800 00440 0.1440 01200 0.1460 00580 0.1160

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 0.0000 0.0000 0.0000 0.0000

Transform: Untransformed 1-Tailed Isotonic
Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 02100 1.0000 0.2100 0.2000 0.2360 5216 8 0.2134 1.0000
250 0.2150 1.0238 02150 0.2060 0.2400 5.378 8 -0.632 2799 0.0222 0.2134 1.0000
375 0.2153 1.0250 02153 0.1840 0.2480 10.370 8 -0.663 2799 00222 02134 1.0000
500 0.1150 05476 01150 0.0440 0.1800 39.374 8 36.000 42.000 01150 0.5389
750 00000 00000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 00000 00000 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) 0.90382 0.884 064714 0.38013
Barllett's Test indicates equal variances (p = 0.11) 446173 9.21035
is Test (1-tail, 0.01) NOEC  LOEC Chv U MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 375 =375 0.02215 0.10549 7E-05 0.00025 0.7586 221
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/l SD 95%CL Skew
IC05 388.55 889 35288 39382 -4.0130
IC10 40211 6.09 38596 41265 -0.1085
IC15 41566 7.79 400.01 43147 0.5674 1.0 e <
IC20 429.21 973 41156 45029 0.8603 09:
IC25 44277 1179 42435 46912 09875 T
IC40 48343 17.71 45819 52544 07397 D-B:
IC50 518,03 2417 48040 562.86 02446 0.7 4
0.6 4
w 4
Eu.s-
w 0.4 4
€ o3
0.2 1
0.1 4
0.0 4 ===
-01 T -
0 500 1000 1500
Dose mg/L
Dose-Response Plot
0.3‘
0.25 i
N S
02 ¢ 1-tail, 0.01 level

of significance

D-Control
250
ars
500
7504

1000




k Environmental Testing Solutlons, 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

Page 5 of 6

AbKCICR Test Number: 263

sheet.
Day
(Analyst identified for each day, performed pH, D.0. and salinity measurements only.)
Conc. Parameter 0 1 2
anayst| W 0l Gp e | P o | Pén |87 e
pH (S.U.) o0 | 7.88 7.9 7.79 7.99 [*7%
DO (mg/L) 87 A-f S.0 =%k 80 3.9
CONTROL, | salinity (ppt) Rgo | 5.8 26.0 ' zs"bz
Salt sw Alkalinity =] 3
| (mg cacos/L) %L &4 v )
Temperature (°C) 1S 8.4 NS P
pH (5.U.) B0 | 788 | 7.93 | 7984 | 7.90 |3.89
250mg | DO (mg/L) 0.2 N5 1.9 1.6 £.0 | 8.6
KCI/L salinity (ppt) 24,0 24.6 29.3 [2%.6 25.4 255
Temperature (°C) 18- .0 S | w.D g - L0
pH (S.U.) 8.0\ 7.88 72932 | 7282 | 7.90 | 3%4
375mg | DO (mg/L) 0.3 1.4 N4 1.§ £.0 B.6
KCl/L salinity (ppt) 26.3 14, % 25.6 2549 aA5.9 Zuv.o
Temperature (°C) 15.1 o+ - LYoy .0 S o L
pH (S.U.) 0.0 7. .89 793 7849 | 7% |83
500mg | DO (mg/L) 0.5 =14 1.4 1€ £.0 3.
KCl/L Salinity (ppt) 5.3 6.4 25.6 a6. | 25.% 2w, )
Temperature (°C) S.b 6.0 W | Wv s, RTINS
pH (S.U.) 9.00 7.86 1N
750 mg DO (mg/L) [ %) 14 N
Kel/L Salinity (ppt) YN EXX! o,
Temperature (°C) %. b ] N .
pH (S.U.) B0 | 789 %
1000mg | DO (mg/L) 22 2.4 os._q"%
Kcl/L Salinity (ppt) 3\5.1 2484
Temperature (°C) K. 16 .1 T
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1



Page 6 of 6

Envirenmental Testing Solutions, Inc.

ADbKCICR Test Number: 263

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst |y osL Bsc 25 DSL KL XL W
pH (S.U.) .58 152 $.0¢ 137 J.o2 | 3% 344 e
DO (mg/L) 8.1 1,3 <\ 1%F <1 3.9 -\ W2
CONTROL, | Salinity (ppt) 25D 23, 233 250 2373 24 2.\
Salt SW | Alkalinity 3 , !
| (mg CaCOs/L) a ] ¢4 o a\ ; )
Temperature (°C) T S$.4 As-S k-6 \S.2 1\L.D A | WD
pH (S.U.) %-84 122 ax 71.%1 3-OA 100 %.00 Al
250mg | DO (mg/L) 8.\ 1.¥ %.1 1% <. 3-3 G-\ 0%
KCl/L salinity (ppt) 5.2 Z5M Zs.2 || 25 z=\ 25> S\ AV
Temperature (°C) 2S .\ 15.4 1S .. o 1P T AL 2s.\ 1)
pH (S.U.) il EECE EER 139 Y03 [F99 ]8.0> 1S
375mg | DO (mg/L) 81 13 %1 1t 5.1 39 B -\ Vs
KCl/L | salinity (ppt) U | 28y 2558 | Z8a 252 | 2sv | 252 255
Temperature (°C) 5-) EPA | s p Uy 5.3 e 8.1 1.0
pH (5.U.) 2.%% | Is4 1aa 343 Foa || 34 @,02 YV
500mg | DO (mg/L) 8-\ 18 .1 1.3 %1 39 B\ L2
KCl/L Salinity (ppt) 25 ZR8 25,5 52 252 | 25.v zZ5.3 zZ5)
Temperature (°C) NS S.& 1% e 153 .\ as-) 2.0
pH (5.U.)
750 mg DO (mg/L)
Kcl/L Salinity (ppt) T e ]
Temperature (°C) \
pH {S-U.] —
1000 mg | DO (mg/t) i
Kci/ | salinity (ppt) 0Shg —~—~J
Temperature (°C) o
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4—-Exhibit AT44.1



g Americamysis (Mysidopsis) bahia
| Chronic Reference Toxicant Control Chart

) s i ik o Source: Aquatic Indicators, Inc.

0SS —T——T—T 7T T T T T T T T T T T T T T 1 —
i Control Limits (+ 2 Standard Deviations) ]
0.50 [ .
[ ———— T T T T T T T T ]
045 © ° s .
. i L) S— CO— @ E Y ® --.-—--.--—-—u 3
L - o . i
L e e X o
40 - T TmTmTmTT R
'g [ i
.:'.i 0.35 N ]
%) i ]

Se— | | | | 1 | 1 | | | | | | | | 1 | | | |

[Ty}

o YT L LT ]
- . |
®© - __Warning Limits _ 1
T S —— - e ]
~ 0:5: - i
I . ° ]
o e a. e L = l——rw-.— e —«_--—....-—-.-n.-—-—-._.“,.—......._;.._. -
i ® e o ® o ® -
0.4 - il
[ T o R R e L E LR R PP _
gyl 1 a1 | I I i L0 ]

' AP gk Al Ak AN q L ab . ah L) I 1.5 25 ,1°

S 0 (O 07 507 0% 05,0 05,0& o7 O%x 09 A A0 a0 8% 0.,_.0* O 0O 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).
e Central Tendency (mean logarithmic IC,; converted to anti-logarithmic values)
wes e = Control Limits (mean logarithmic IC,, + 2 standard deviations converted to anti-logarithmic values)

e+ 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,
S5 = 75" percentile of CVs reported nationally by USEPA)

tered and

Jim Sumner
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Environmental Testing Selutlons. kng.

Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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S "‘n"; ! USEPA Minimum Acceptance Criteria (> 0.20 mg per surviving shrimp) :
o ; ]
E o1f :
C [ | | | | | 1 | | | l ] | | | | l | | ]
- | | | | | | I | | | | I | | | | I I | | -
— r -
X 30 + USEPA Maximum Coefficient of Variation Guidance Criteria (< 28%)
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Rel \}0 0& 0‘3'0.,,0@ 0,,09 0,,.0 Q,a°°‘ e 0?,5 Qg.x KR o&” 2 @O ¥ o O
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.

Central Tendency (mean Control Growth, CV or PMSD)
95% Confidence Interval (mean Control Growth, CV or PMSD % 2 Standard Deviations)

¢ Entered and
Aeviewed by
Jim Sumner
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Enviranmental Testing Solutions, Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
ADbKCICR Test Number: 264

Dilution preparation information: Comments:
KCl Stock INSS number: INSS Wb
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: e
Date and times organisms 05-27-25 1200 to Incubator number and shelf { a
were born between: 05-28-25 1130 location:
Organism source: Al Batch Ab: 05-28-25 Artemia CHM number: CHM1385
Drying information for weight determination:
Transfer bowl information: pH= ~.4a\ S.u. Date / Time in oven: GLiD LS [15.0e)
Temperature= 4.0 oC *Initial oven temperature: Lo L
Average transfer volume: <0.25 mL Date / Time out of oven: M- 1D |
*Final oven temperature: [
Total drying time: - Hous
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
0 06-03-25 nWo% U 134$ n 110 A 05-18-1$ A
* | W [ 1
1 06-04-25 oS0 ‘{'( 54 I 0300 :
2
Oele 25 0L V300 h 0400 ‘ 0s-u-1s 8
3
06-06-25 oeco | A\loo h (22 339 U !
4 06-07-25 0000 | L V100 u 00 U 0L tM-1S
5 L] iy L)
06-08-25 0LoO W 130 7 o ks0 v \
6 -09-
06:03-25 asoe | § W00 Y 0400 | v
o + 4
7 06-10-25 o \
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 Y51 Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
Alkalinity 5.0 mg CaCOa/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 2550B-2010 Digital Thermometer | 130bla\b RS
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 97 <20% 7-day LCso(mg/LKCl)  [§22.%
Average weight per initial shrimp: O.227 NOEC (mg/L KCl) 374
Average weight per surviving shrimp: Q. yal > 0.20 mg/shrimp LOEC (mg/L KCl) $90 |
chV (mg/L KCI) B3k 60,
IG5 (me/L KCI) St | 069

c s
4gq.g) orwH
SOP AT44-Revision 4-Exhihit AT44 1



Environmental Testing Solutions, Inc.

Page 2 of 6

AbKCICR Test Number: 264

Survival and Growth Data
Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N 0 P
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
! s| S| s|sS|s|S|IsS|S] S| S| s|s|s]s]s]s
2 SIS SISIS| SIS S| SIS &S] s(S
3 2 - s s rs — . = s~
Sl1s|s5|sSIS |sS|sg|Ss|5|5|S|>|>]|>|5%]S
4 5| S[{5|s|s |55 |S|5|5|s|5|5]|]S|s5]|s
5 -~ - o e
5|6 |S|S|S|S|S|[5]|95|S|5]|s|s|s|S|>
6 SIs|IS|Is|S|S|S|3|>| 35|S|s|s|sl|s|<s
7 o | S| S| s|Ss|s| S| s| S| S| SIS S| s|S
H females with eggs in — _____.__———'—"'_!__‘
brood sac | ——
# females wit:n developing |
ova In oviducts j—""""]
# iImmature females -‘_‘______..-—-"'"_ nh“k‘
# males i’:______ "
;A = Fa;mi:ht [mg)
ray color codg: .
i _W‘ 13.U5(13:52 1.3 MM {1400 [10.9% 1354 [i2-41 |40\ 50 [15.1 |13.56(13.09]i5.51 |1U.16|13. ¥
*B = Pan + Shrimp welight
(mg)
or ool (64 |13, 150 (1500 {9 0 T L0 1347 1§ 0L |12 70| b 18| 1456 |1y, 1| 16,59 1. 20 | 4. B¢
gty H
C = Shrimp weight {mg) (
=B-A
b o2 o) \ 9 2 MNooAb
Hand calculate: \'D l 1 j V\ £ \\/\ q’J \/ 2
i Wiy ROl AECAN I \.95 \19\) S AP Nl N N RO PO
Weight per initial number
of shrimp [(mg)
=C/ Initial number of , % .‘V 4 \'\__ % O b &} 3 "
i e q,\l '1?\} f\’g ,\Jﬁ? Af ,)? Q’?L f\}'\/ A ,'L'\, ‘L\b nd ) ,L\\ﬁ AV A\
Hand calculated o {) 0 r) 0 0 O o O 0’ OI 9 O ' 0 ) Q i
Analyst: :;&
ey L - || Average weight per initial Average weight per initial Percent reduction from control
number of shrimp (mg) 1 number of shrimp (mg) (%) Ll y
Q.20 0.2\ =HaE

*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 Salutlons, Inc.

Survival and Growth Data

Page 3 of 6

AbKCICR Test Number: 264

Day 375 mg KCI/L 500 mg KCI/L
Q R S T u \'J W X Y Z AA BB CC DD EE FF
0 5 5 5 S 5 = 5 5 5 5 5 5 5 5 5 5
! 5| <] g S| S| S| 8 S| s8] 8]
2 slsls | S| S|IS|S| S]s|s|s]|S|s|s|S]s
; s |slslsl|s|slslsls|s|s |4 s[qd] 5 |44
4 § |s|s|s|s|s|s|s|s|s]|sS|4]]3 |y
% -
: s | 5| sls|s|s|s |ge]| s[5y [|3°]3 |5 |«
° 5| S|s|s|s|s|s|u|ls|3Mm|L|3]|3]|5 |4
7 ol sl o] sl sisls{alsNs [>]a]zn]s |4 a"
# females with eggs in
brood sac
# females with developing | I E—
ova in oviducts ]
# immature females '-_________.—-——-__“ .“.‘6
# males -‘::_______.. -‘.';‘
*A = Pan welght (mg]
T}wmrormdz.' i . ) .
A;;,;M*—‘eﬂm—f 121513, 21 {15, L [13:92 1283 12.uG |1\ 33{10. U0 fiu) 20 |55 [13.16 [13.02 4. 5% 1338 i, 93 1Mu0
Date:
*B = Pan + Shrimp weight
E‘::E""ﬂ = 13,0 [ 1428 | s o | 14. 47|44 L] 1360|1280 [0t 15 |- 8O 19:26 /13, 861384115, 21| 3. 3% IS 1Y 3.
€ = Shrimp welight (mg]
=B-A '1) L’ 1 ) N 2 2 A
:‘.::I::,::Imlmd' / \Q\ .\_'j \0"\ \.0 \.Og \'30 \.,J 0”\’\ 'J’\D fJ‘ﬂk (Al Q'lb QK’]E}) 0&)0 O/\H OH‘L
Weight per Initlal number
of shrimp (mg) N\
= CI," Initial number of “L Q" n ) .5} \\( n ) \}
shrimp ,LO _l;]b ’Lg ,\’\ .I-L\ O"L 0‘\1 : \g _ OL? \\b \\}{\J \‘(?\ \‘l‘b \'L \\)O ‘.\D
::::u r:l:nlalzd 2 E? 9 |o n 0 9 Q 0: o 0 0 D Q0 0
= e || Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
e e Ly number of shrimp {r:;g]'?’ - (%) 7) ‘ S 7 numberofshrim%nrg{))g (%) _} U q )

*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



Enviranmental Testing Solutions, Inc.

Page 4 of 6

AbKCICR Test Number: 264

Survival and Growth Data

Day

750 mg KCI/L

1000 mg KCI/L

GG HH 1]

J)

KK LL MM | NN

00 PP RR S§ T Uu

5

5 5 5 5

5 5 5 5 5 5

Ds&

0%

OH 05-\ S

\\] S|

Fal

7

# females with eggs In
brood sac

H females with developing
ova In oviducts

# immature females

Hmales

'\

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

Analyst:,
Date:

*B = Pan + Shrimp weight
(mg)

Analyst:

Date:

C = Shrimp weight (mg)
=B-A

Hand calculated
Analyst:

E

Weight per initial number
of shrimp {mg)

=C / Initial number of
shrimp

Hand calculated
Analyst:

0

0

Sy !

| Average weight per initial

number of shrimp (mg)

0

Percent reduction from control

TV A

Percent reduction from control

T}

Average weight per initial
number of shrimp (mg) 0

*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, 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: 264
Test dates: June 03-10, 2025
Concentration [mg/LKCI][ Replicate Initial numberof | Final numberof | A =Panweight (mg] | B=Pan+larvae | Larvae weight {mg) [ Weight / Initial number | Mean survival | Mean weight [mg] |Coefficient of variation| Percent reduction from
larvae larvae weight (mg] =B-A of larvae [mg) (%] (%) l:ml_l.rul [}
A 5 5 13.65 14.71 1.06 0.212
B 5 5 1352 14.54 1.02 0.204
C 5 5 1273 13.77 1.04 0.208
4] 5 5 14.14 15.14 1.00 0.200
Control : S = Teon 15 o1 o1 R 100.0 0.207 23 Not applicable
F 5 5 12.98 14.02 1.04 0.208
G [ 5 13,54 14.60 1.06 0.212
H 5 5 12,91 13.97 1.06 0.212
1 5 s 14.02 15.11 1.09 0.218
J 5 5 11.56 12.70 114 0.228
K 5 5 15.13 16.21 1.08 0.216
L 5 5 13.56 14.58 1.03 0.206
= ™M 5 5 13.08 14.12 1.04 0.208 00 0 32 =40
N H 5 15,51 16.59 1.08 0.216
[+] 5 5 14.16 15.26 1.10 0.220
P 5 5 13.79 14.85 1.08 0.212
[+] 5 5 1213 13.14 1.01 0.202
R 5 5 13.22 14.25 1.03 0.206
5 5 5 15.16 16.20 1.04 0.208
T 5 5 13.92 14.97 1.05 0.210
A u S 5 12.83 13.88 1,05 0.210 LIE L2 A *
v 5 5 12.66 13.66 1.00 0.200
w 5 5 11.73 12.80 1.07 0.214
X 5 4 10.40 11.15 0.75 0.150
Y 5 3 14.20 14.80 0.60 0.120
Z 5 3 14.53 15.26 0.73 0.146
AA 5 3 13.16 13.86 0.70 0.140
BB 5 4 13.02 13.84 0.82 0.164
300 cc 5 3 14.53 15.21 0.68 0.136 By g% 3 w3
DD 5 3 12.78 13.38 0.60 0.120
EE H 4 14.97 15.72 0.75 0.150
FF 5 3 12,60 13.12 0.52 0.104
GG 5; 4] 0.00 0.00 0.00 0.000
HH 5 Q 0.00 0.00 0.00 0.000
1] 5 4] 0.00 0.00 0.00 0.000
)] 5 4] 0.00 0.00 0.00 0.000
L KK 5 0 0.00 0.00 0.00 0.000 00 o g WL
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 1] 0.00 0.00 0.00 0.000
PP 5 1] 0.00 0.00 0.00 0.000
aa 5 0 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 [ 5 0 0.00 0.00 0.00 0.000 . 0000 00 1000
1T 5 0 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
W 5 0 0.00 0.00 0.00 0.000
Dunnett's M5D value: 0.0213 MSD = Minimum Significant Difference
PMSD: 10.3 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSD is the mini P diffe k 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 (30th 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-B-01-004 and EPA-821-B-01-005.

US Environmental Protection Agency, Cincinnati, OH.
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Statistical Analyses

— -]
| Testing inc.
Mysid Survival and Growth Test-7 Day Survival
Start Date:  6/3/2025 Test ID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 6/10/2025 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 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 0.8000
500 0.6000 0.6000 0.6000 0.8000 0.6000 0.6000 0.8000 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 0 40
250 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 0.9750 09750 1.3155 1.1071 1.3453 6.400 8 64.00 48.00 1 40
*500 0.6500 0.6500 0.9413 0.8861 1.1071 10.871 8 36.00 48.00 14 40
750 0.0000 0.0000 0.2255 0.2255 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) 0.77803 0.904 -0.1046 5.2967
Equality of variance cannot be confirmed -
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv 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 15.3979 2.77332 9.96216 20.8336 0 0.93438 7.81472 0.81712 2.71835 0.06494 5
Intercept -36.857 7.48591 -51.529 -22.184
TSCR 1.0
Point Probits mg/L _95% Fiducial Limits 0.9 (
ECO1 2.674 369.204 309.198 404.519 i
ECO05 3.355 408.814 360.01 438.511 0.8 1
EC10 3.718 431.638 389.612 458.742 0.7 1
EC15 3.964 447.753 410.32 473.641 E
EC20 4.158 460.989 426.992 486.473 06 1
EC25 4.326 472.656 441.278 498.385 g 0.5
EC40 4.747 503.379 476.148 533.364 g ]
EC50 5.000 522.816 495.797 558.539 .81 1
EC60 5.253 543.003 514.447 586.96 0.3 4
EC75 5.674 578.3 544.071 640.888 02:
ECBO0 5.842 592935 555617 664.448 -
EC85 6.036 610.463 569.061 693.4 0.1 4 J
EC90 6.282 633.254 586.062 732.098 0.0 . ——y
EC95 6.645 668.609 611.646 794.18 1 10 100 1000
EC99 7.326  740.34 661.558 926.768 Dose mg/L
Dose-Response Plot
1 1 g
0.9 3
00
_ 073
[ ]
3 E
2 06
@ 0.5
§0.4§
™03
023
0.1
0 T T

D-Control

375 4

750 ¢

1000
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. Environmental Testing Selutiens, Inc.

Atered and

Statistical Analyses

Mysid Survival and Growth Test-Growth-Weight

Start Date:
End Date:
Sample Date:
Comments:

6/3/12025
6/10/2025

TestID: AbKCICR Sample ID: REF-Ref Toxicant
Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia

Conc-mg/L 1 2

3 4 5 6 T 8

D-Control
250

375

500

750

1000

0.2120
0.2180
0.2020
0.1200
0.0000
0.0000

0.2040
0.2280
0.2060
0.1460
0.0000
0.0000

0.2080
0.2160
0.2080
0.1400
0.0000
0.0000

0.2000
0.2060
0.2100
0.1640
0.0000
0.0000

0.2080
0.2160
0.2000
0.1200
0.0000
0.0000

0.2120
0.2120
0.1500
0.1040
0.0000
0.0000

0.2020
0.2080
0.2100
0.1380
0.0000
0.0000

0.2120
0.2200
0.2140
0.1500
0.0000
0.0000

Conc-mg/L  Mean N-Mean

Transform: Untransformed Rank 1-Tailed Isotonic

Mean Min Max CV% Sum__ Critical Mean N-Mean

D-Control
250

375

500

750

1000

0.2073
0.2155
0.2000
0.1350
0.0000
0.0000

1.0000
1.0398
0.9650
0.6514
0.0000
0.0000

0.2073
0.2155
0.2000
0.1350
0.0000
0.0000

0.2000 0.2120 2303
0.2060 0.2280 3.244
0.1500 0.2140 10.351
0.1040 0.1640 14.342
0.0000 0.0000 0.000
0.0000 0.0000 0.000

0.2114  1.0000
0.2114 1.0000
0.2000 0.9462
0.1350 0.6387
0.0000 0.0000
0.0000 0.0000

89.50
63.00

43.00
43.00

womomoo o

Auxiliary Tests

Statistic Critical Skew

Shapiro-Wilk's Test indicates non-nomal distribution (p <= 0.01)
Bartlett's Test indicates unequal variances (p = 5.63E-04)

0.70403
14.9662

-3.0053 12.0483

9.21035

“Hypothesis Test (1-tail, 0.01)

NOEC LOEC Chv Tu

Steel's Many-One Rank Test
Treatments vs D-Control

375 >375

Point mg/L sSD

Linear Interpolation (200 Resamples)

95% CL Skew

1C05
IC10
IC15
1C20
1C25
1C40
1C50

366.14
383.77
414.10
434 .42
45475
515.14
554.28

29.82
16.07
11.61
10.04

9.69
11.05

9.54

298.50 390.93
346.99 40858
385.01 429.01
408.63 450.84
433.34 47286
493.86 53294
53489 569.11

-0.7036
-1.7127
-1.2621
-0.7693
-0.2725
-0.3595
-0.5629

1.0
0.9 4
0.8 4
0.7 4

1?

06
05 1
04
03!
02 ]
0.1 4
0.0 4 <
)
0.1

Response

500 1000
Dose mg/L

o 1500

Dose-Response Plot

0.25

D-Control

250 4
375 4
500 4
1000



Environmental Testing Salutians, 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

Page 5 of 6

AbKCICR Test Number: 264

sheet.
Day
(Analyst identified for each day, performed pH, D.0. and salinity measurements only.)
Conc. Parameter 0 1
Analyst } 2., ) A v YL XL YU
pH (5.U.) 333 Y35 | Yav 3.9 | +89 | od
DO (mg/L) 3.3 2.0 %0 |39 8.2 Yy
CONTROL, | salinity (ppt) 25 .0 15.S nS.0 | w 1$.0 -
Salt SW Alkalinity ';-Z-.;v.ﬂ‘-i‘:ﬂ % . ;.r"“; ‘L:; 3 s
Temperature (°C) R W - '5 AL TR LT "5 \ .
pH (5.U) 3.9 | TY5 | 7L [1-24 340 | A
250 mg DO (mg/L) 3.3 ) 2.0 3.9 B2 WY
KCl/L Salinity (ppt) 25.3 as.\ s 5 \S.% g 253
Temperature (°C) 5. & Y. S 5.\ oA -\é,\ A
pH (5.U.) 3.99 A 1Ay [1.95 |34 | Ad
375mg | DO (mg/L) 8.0 $4 90 |34 8.2 %
KCi/L Salinity (ppt) 5.1 Sk NS 80 1S.% 2
Temperature (°C) .0 e\ 15\ -\ AL U -
pH (S.U.) 2.4 )J‘-b N [ >e3 1392 1P
500 mg DO (mg/L) 8.0 9.0 4.0 7% 8.\ ").4
KCl/L salinity (ppt) 24.9 .0 S-1 AS. 4 %1 203
Temperature (°C) 6.0 6.0 1S -\ o s, AU
pH (S.U.) 194 RV DN
750 mg DO (mg/L) b. 0 % | o~
KCl/L Salinity (ppt) 9.7 AU SN
Temperature (°C) .0 -1 \
PH(5.U) 3.1 | 332 1N
1000 mg | DO (mg/L) 9. 2y m’:\
KCl/L salinity (ppt) 26.0 b o TN
Temperature (°C) 6.0 - L
Initial Final Initial Final Initial Final

SQOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Sofutions, Inc.

Page 6 of 6

AbKCICR Test Number: 264

Day

(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)

Conc. Parameter 4 5
Analyst /v BsL BSL Pt st XL AL
pH (S.U.) YY) 133 €.cO ER 3.0A 23.90 391
DO (mg/L) 8.0 +. %. 0
CONTROL, | Salinity (ppt) 250 25
SaltSW [ Alkalinity "
(mg CaCOs/L) Ou-ivg
Temperature (°C) S\ % .
pH (5.U.) 282 392
250mg | DO (mg/L) 8.0 -0
KCI/L Salinity (ppt) 25 2sM
Temperature (°C) g L0 5.3
pH (S.U.) N o 397
375mg | DO (mg/L) O -0
KCl/L Salinity (ppt) 25 Z5.v
Temperature (°C) jn T W 6.5
pH (S.U.) N O3 39\
500mg | DO (mg/L) (<X ®-0
KCl/L Salinity (ppt) ZsM s
Temperature (°C) U s
pH (S.U.)
750 mg | DO (mg/L)
KCl/L Salinity (ppt)
Temperature (°C)
pH (S.U.)
1000 mg | DO (mg/L) s .
KCl/L Salinity (ppt) . o]
Temperature (°C) T
Initial Final Initial Final Initial Final Initial Final
.~

SOP AT44-Revision 4-Exhibit AT44.1



> A T—— Menidia beryllina
Acute Reference Toxicant Control Chart

e S Source: Aquatic Indicators, Inc.
1.8 T T T 1 T T T T T T T T T T T T
r Control Limits (+ 2 Standard Deviations) 1
16 - iy e R e e -
. — —— T — o — —— T —— — - . hhhhhhh
)
L ® 1
— °o__ e ® o
14 - . T e S
—_— ° ®
: T — v, P e w— .
O : o et L= . .
7 . e e e
< 12
o=
2 b b o - f  F % o f 9§ f o § f u F B § i
S 18 N T VR S S S . T e . . L R B e T
e
= : ‘
o - Warning Limits 1
=
R 16} .
i :l- .................... Lr—— L aa £ TR R AR ......:::‘:-?::-’:_:.'-‘.T:-.'.'.?.- ...... .
— 8 @ ® [ ] o
14 ° .
T -, N ° °
| TR e T ‘"".:::":’P.’""'"""-m..-.'g:,.'.'.‘..'..;..‘.'.‘.:.:_::.'J_.'.:"u.l 5 Mkl % S A St 4
12 - =
| | 1 | | | | | | | | | | | | | | | |
A 10 0 p 5 B _q% 15 15
%,‘L &2 o"' gt .5.1, T s .51 R 51 A 45 oA
o o L .o* 0n°°" > -;0*“ ,09 6,0"" 7 97 O OV P
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 = 10" percentile of CVs reported nationally by USEPA)

Entered and
Reviewed by
]IMS“HMU
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Acute LCs, Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC #

100

Dilution Preparation:

s

Page 1ofZ

*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Temperature and salinity performed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity performed by the analyst identified on the test specific

Test concentrations (mg/L KCI) 1000 1250 1500 1750 2000 A stock solution was prapared by diluting 100 g KCl into 2000 mL
i 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 (mL) 1000 1000 1000 1000 1000 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
Concentration = / 2
Analyst - | Ye |
H (S.U.
[P e 8.23 |7.99 |2.97

Dissolved oxygen (mg/L)

8.%

6\

bench sheet and transcribed to this bench sheet,

261

*Temperature (°C)

S0

A)

|

(;:Ttt;;:, *Salinity (ppt) ) g S 9\‘ ) l Zw. 0
*Alkalinity (mg/L Caco;) 100 ; Chemical analyses:
*Temperature (°C) 6.0 NS s\ |Parameter Reporting limit hod numb Meter serial number
|pH (s.u) 8 .08 v 9 ? 7.98 pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 33312452
— Dissolved oxygen (mg/L) g l,f qq ﬁ { Ipissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | Y51 Model 52CE 08A100271
*Salinity (ppt) ; S 7) ; ‘ q 2(45 salinity 1.0 ppt SM 2520 8-2021 Y51 PRO30 180104324
*Temperature (°C) ~As. | s 5.0 Alkalinity 5.0 mg CaCO/L |SM 2320 B-2021 Accumet AR20 93312452
IpH (5.u) ég : 08 7 : C} g 7 q 6 Temperature pic SM 25508-2010 Digital Thermomater l!db\bﬂ
|pissolved oxygen (mg/L) Q .{ /_}‘q 3 0
ke *Salinity (ppt) A{ &, o | ‘ b -3 2!05
*Temperature (°C) '\_; . AS-\ 1.0
pHIS.) 8.09 | 7.99 | 7.97
- Dissolved oxygen {mg/L) & l{ .C: 64'
*Salinity (ppt) :15 -~ 91 6 ,, zlp.q
*Temperature (°C) S AS-\ % T
F“ e B.09 7;,;98 7.97
Dissolved oxygen (mg/L)
1750 mg/L *Salinity (ppt) 1% 13 a b q 261?)
*Temperature (°C) -Ls; ' 1S. 21 8. L
s Bo9 |2.96 |\
|Dissolved oxygen (mg/L)
2000 mg/L *Salinity (ppt) g l\{ 2 ?2 \

SOP AT48-Revision 3-Exhibit AT4!



Page 2 of 2
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 # 100
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSw Batch
Time Analyst Time Analyst Incubator/Shelf Template

0 *

wiiaven | QM- 08-S \avs “ WHO H LD Newoo o018
24 «

oA-R-\S wag | M
48
Termination 0*" 1028 Vb"-ﬁ% “

*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): and-30-1%
Age (9 to 14 days old):
0%-12-1% 100
|Date organisms were born: -0
O3-S \WHO
Average transfer volume: <0.25 mL
Transfer bowl information: pH(S.U): ™13
Temperature (°C)
RS

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
FT1 M [N &d] - ad wd 0dl
24 10 | 10 o g | N b er |\ O | O
\.{ el vl 2
48 Io|lto [ /0 | /0 L | S| 3 ol \ O |o
Termination

Mean Survival {007 l_gﬂ 8 LS 7. "1“0?-. S 7. 07

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

Statistics:

Method P aLod . Comments:

Lower 95% confidence limit
(mg Kcl/L) V300, 4
Upper 95% confidence limit "! Gl
|(mg kai/L) -

48-hour LCq, (mg KCI/L) WEY. -

Test

Reviewed by:

CAD ATAZ Dauirian 3 Cvhihit ATAR 1



°

3 Environmental Testing Solutions, Inc.

Statistical Analyses

Acute Silverside Test-24 Hr Survival

Start Date: 4/8/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 4/10/2025 LabID: 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 0.6000 0.4000
1750 0.2000 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-Confrol 1.0000 1.0000 14120 14120 14120 0.000 2 o 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.2454 0 20
*1250 07500 07500 10492 09912 11071 7.818 2 4.214 2.850 0.2454 5 20
*1500 05000 05000 0.7854 06847 08861 18.129 2 7.278 2850 0.2454 10 20
*1750 0.1500 0.1500 0.3927 03218 04636 25550 2 11.838 2.850 0.2454 17 20
2000 00000 00000 01588 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 cannotl?f confirmed
'Hypothesis Test (1-tail, 0.06) NOEC LOEC Chv T MSDu  MSDp MsSB MSE  F-Prob df
Dunnett's Test 1000 1250 1118.03 0.12965 0.13297 0.37814 0.00741 3.0E-04 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 14.0716 2.32046 952351 18.6197 0 2.0112 7.81472 057009 3.16258 0.07107 4
Intercept -39.503 7.36362 -53.935 -25.07
[ TSCR _ . 1.0
Point Probits 96% Fiducial Limits 09:
ECO1 2674 993706 B10476 11089 e
ECO5 3.355 111093 852,042 121098 08
EC10 3718 117898 1036.14 127067 0?:
EC15 3.964 1227.23 1096.17 1313.64 i
EC20 4158 1266.98 114559 134873 0.6 1
EC25 4.326 1302.11 1189 138236 Eo_s:
EC40 4.747 1385 130072 147386 1
ECS50 5000 145405 1367.65 15377 5*‘-‘- )
EC60 5253 15156 143273 1610.25 0.3 -
ECT75 5674 1623.72 153553 175243 9
EC80 5842 1668.74 1574.85 1816.28 22
ECBS5 6.036 1722.8 162013 189579 0.1
EC80 6282 1793.3 1676.8 200337 1
EC95 6645 190314 176135 2178 e T a6 a%m  ancsn
EC89 7.326 212766 192549 255577 Dose mg/L
Dose-Response Plot
14 -
0.9 3 \ 1-tail, 0.05level
063 of significance
0.7 3
50_65
u_sg
E s
g 0.4
034
0.2 9
0.1 9
0]
5 2 g g g g
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Statistical Analyses

St by
B
o Emlmmunmfu;lnq Sol_ulin:s.;.
Acuts Silverside Test-48 Hr Survival a
Start Date: 4/8/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 4/10/2025 LabID: ETS-Enwvr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia berylina
Comments:
Cone-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 0.6000 0.7000
1500 0.5000 0.3000
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  Numb
D-Control  1.0000 1.0000 14120 14120 14120 0.000 2 0 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.2548 0 20
*1250 06500 06500 09386 08861 09912 7.916 2 5.295 2850 0.2548 7 20
*1500 04000 04000 06825 05796 07854 21317 2 8.159 2850 0.2548 12 20
*1750 0.0500 0.0500 0.2403 0.1588 03218 47,963 2 13.1086 2850 0.2548 19 20
2000 0.0000 0.0000 0.1588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality 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 1000 1250 1118.03 0.13652 0.14003 0.50074 0.00799 1.8E-04 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fducial Limits Control Critical P-value Mu a Iter
Slope 149313 248858 10.0536 19.8089 [+] 248744 7T.81472 047757 3.14088 0.06697 4
Intercept -41.897 7.84669 -57.277 -26518
TSCR 1.0
;?;:: Probits mg/L 95% Fiducial Limits ] f
2674 966226 792658 107431 4
ECO0S 3355 10733 923.092 1167.24 0.8 4
EC10 3718 113515 1000.06 122139 07 _
EC15 3.964 1178.88 105479 12603 o
EC20 4.158 1214.83 1099.72 129291 ® 06 1 y
EC25 4326 124655 113911 1322.34 EO‘S 3
EC40 4747 133019 124032 1404.51 E
EC50 5.000 138319 1300.92 146149 5 -
EC60 5253 14383 13599 152591 0.3 4
EC75 5674 153481 1453.01 165165 1
EC80 5842 1574.89 1488.52 1708.02 D2
ECB85 6.036 162292 1529.29 1778.16 0.1 4
EC90 6282 168544 1580.12 187294 s 1 /.
EC95 6645 178256 165559 202646 i 1 10 100 1000 10000
EC99 7.326 19801 1801.09 2356.93 Dose mglL
Dose-Response Plot
1
83 \ 1-tail, 0.05 level
083 of significance
0.7
g 06
,,,;, 05
0.4 3
g
033
023
0.1
0 . g I
§ g g g g g




> e e Menidia beryllina
Acute Reference Toxicant Control Chart

_ Environmental Testing Solutlons, Inc. So u rce : Aq u at l C I n d I cato rS’ I n C.
1.8 T T T T T T T T T T T T T T T T T
0 Control Limits (+ 2 Standard Deviations) 1
1.6~ N S N
— s — A L e s iy
@
g ° e -
®
el L4 @
e ————
14 |- g p - ~ i
® o
: e —— — ®
O N o 8 _©® ZZ ..__. @ i
x — — B ————
I 12
o5 «
S
2 L l L L 1 L | I [ S I I I | ! I I I |
= 1a T T T T T T T T T T T T T T T T T T 1
L
= .
] - Warning Limits 1
-
Q 16} i
..... ®
e o R L L S A e sy T T T T T i s 10
[ PSRRIt re i et e r R v >
°_ e ® o
14 . —e. =
.—. = ..‘ """""""" — e — . .
= . .............. .‘_. :"'.""—"\'h\-l-i.-"-:.‘_'-'-'-'-;..'.','.,‘_‘.'-'.';,:_;:.‘i-l-‘-lSH-L\QH-I-J'\\M o S -
12 =
| | | e [ S ) | I L1 |
ORI N SR S 3 13 & 5 15 .15
or .5.1, IV W @ oY :1 2P @ o 0t 3P 5.1, 5.1. 21 0 @ T
RS 0.,_.& 5 o @ A W2 2 1Y 09 0 o @ @ o" 29 @ O o
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

— e

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, 1, = 10" percentile of CVs reported nationally by USEPA)

ntered and
Revigwed by
Him Summer
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Acute LCs, Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0
Menidia beryllina Potassium Chloride Acute Reference Toxicant Test
MbKCIAC # 10\
Dilution Preparation:
Test concentrations {mg/L KCl) 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.
mL Dilution water 980 975 970 965 960
Total volume (mL) 1000 1000 1000 1000 1000 Stock solution INSS #: A% ‘a
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen ts only.
Concentration | analyst M" 2{0 ﬂ £z a &: Temperature and salinity performed at the time of test initiation or termination by the analys!
IpH (s.U.) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
e m 7’ 89 7 3—5 bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 6'3 -, s, B
Control, [+gajini t
Saltsw Y (oot ls'o 2'63 3\5‘]
*Alkalinity (mg/L Cac0,) a1 Chemical analyses:
tTemperature ("¢) ‘;,'6 ’ 6 ‘\; . 5 x\.‘ - S {Parameter Reporting limit | Method number Meter Serial numbe:
pH (5.U.) 6 m 7. 88 2 8 & pH 0.15.U. SM 4500-H+ B-2021  |Accumet ARZO 93312452
|Dissolved oxygen (mg/L) 6-3 -. & a4 |pissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |Y5I Model 52CE 08A100271
1000 mg/L
e/ *Salinity (ppt) 3\4 3 1$ '7 ;_ s .‘] salinity 1.0 ppt SM 2520 B-2021 ¥s| PRO30 180104324
*Temperature (°C) l; _% 2. S '\,.\ . '5 Alkalinity 5.0mgCaCOsfL |SM 2320 8-2021 Accumet ARZ0 93312452
IPH (s.u) g Dq 2.8 8 5 = 5 Temperature 0.1% SM 25508-2010 Digital Thermometer | 30\l
|Dissolved oxygen (mg/L) 6.3 . 1.4
125 L
0 mg/ *Salinity (ppt) L$.2 26 3 2 GS
*Temperature (°C} Q.é 3 L 16.$ w1
e Obs | 787] 7.8%
Dissolved oxygen (mg/L) gla . S 1.4
1500 mg/L |- ~
lini 23! Ab.
Salinity (ppt) TR SR 2 ‘)_6 .S
*Temperature (°C) % {. (J 1s.4L 18-0
pH (5.U.)
l by | 786 |7.8¢4
— FDissoIved oxygen (mg/L) 6‘3 A. g 1. E
M&/% satinity (ppt) 1.2 |26 264
*Temperature (°C) &ZJ 2 ‘3 28, 1 .1
H (S.U.
ik 808 |7.87 I\
Dissolved oxygen (mg/L) 6.3 n.& \
2000 mg/L *Salinity (ppt) 7\6 .-&‘ ag. 9 k
*Temperature (°C) = B 4' A "5 or N

SOP AT48-Revision 3-Exhibit A



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 # \ D\
Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
oo losens | W | W o | A Y | Newew|otwse
24
056119 WS W
Tcl:i:lion 05'0" 15 l 3 z 2 WJ
*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): ATHUL olws
Age (9 to 14 days old): WonemlsS
o\- %S VR0
|Date organisms were born: o
Al e WHO
Average transfer volume: <0.25 mL
Transfer bowl information: lHiu)r .14
Temperature (°C)
w1
Survival Data (number of living organisms):
Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Houre 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
q 54 4 1wl 14
24 ol o] o] o] w]at]ett]s ot o
lé
¢
a8 o [ o [0 | |9 ¢ g 0 | O |o
Termination
Mean Survival \Oo -/, 1007, 9 §/. g0 7. S/, 0 7.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method P&Dﬁ o Comments:
Lower 95% confidence limit
(mg KCi/L) i120. L
Upper 95% confidence limit
(mg KC/L) %39 M |
48-hour LCs, (mg KCI/L) M40 L

Test

Reviewed by:
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. Enviranmental Testing Solutions, knc.

Statistical Analyses

Acute Silverside Test-24 Hr Survival

24 Hr Survival

o o o o
w Bowm@
Kasal s

023
0.1 3

12501

1500
1750

Start Date: 5/6/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 5/8/2025 Lab ID: ETS-Enwvir, Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-B21-R-02-012 TestSpecies: MB-Menidia berflina
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 0.9000
1500 06000 05000
1750 01000 0.1000
2000 00000 00000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat  Critlcal MSD Resp Number
D-Control 10000 10000 14120 14120 14120 0.000 2 0 20
1000 10000 1.0000 1.4120 14120 14120 0.000 2 0.000 2850 01726 (1] 20
1250 09500 09500 1.3305 1.2490 14120 8.661 2 1.345 2850 01728 1 20
*1500 05500 05500 08357 07854 0.8861 8.518 2 9.513 2850 0.1726 9 20
*1750 01000 01000 03218 03218 03218 0000 2 17.998 2850 0.1726 18 20
2000 00000 0.0000 01588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew  Kurt
Mormality of the data set cannot be confirmed
Equality of variance cannot be confirmed _ .
Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu MSDp  MSB MSE _ F-Prob T
Dunnett's Test 1250 1500 1369.31 0.08088 008295 045815 000367 34E-05 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 20.8349 3.83725 13.3139 28.3559 0 0.18423 781472 098009 3.18016 0.048 3
Intercept -61.258 122281 -85225 -37.291
TSCR 1.0
Point Probits mg/L 96%Fiducial Limits
ECO1 2674 1170.85 985133 127041 0.8 1
ECO0S5 3355 126244 111603 134668 0.5 1
EC10 3.718 131415 118521 1390.74 07 4
EC15 3964 1350.24 123348 14222 o
EC20 4158 1379.63 127255 144851 o 0.6
EC25 4326 140535 1306.38 147223 05 4
EC40 4747 14723 139137 153846 4
EC50 5.000 1514.11 144087 1584.41 8 04
EC60 5253 15571 148801 163625 03 4
EC75 5674 1631.28 156054 1736.46
EC80 5842 1661.69 1587.66 1780.86 02
ECB85 6.036 1697.86 1618.47 183563 0.1 1
ECS0 6282 174448 1656.44 190883
EC95 6.645 181595 1711.99 202555 O 1 s S s IO
EC99 7.326 1958 181662 226986
Dose mg/L
Dose-Response Plot
1
- T 1-tail, 0.05 level
3 of significance
0.8 3
07
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o Environmenial Testing Solutions, Inc.

Statistical Analyses

Acute Silverside Test-48 Hr Survival

1000
1250

*1500

*1750

Start Date: 5/6/2025 TestiD: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 5/8/2025 Lab ID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia berylina
Comments:
Conc-mgiL 1 2
D-Control 1.0000 10000
1000 1.0000 1.0000
1250 1.0000 0.9000
1500 05000 05000
1750 0.0000 0.1000
2000 0.0000 0.0000
Ti form: Arcsin Square Root 1-Tailed Number Total
Cone: Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Numb
D-Control 10000 1.0000 14120 14120 1.4120 0.000 2 [¢] 20
1000 1.0000 1.0000 14120 1.4120 14120 0.000 2 0.000 2850 02077 8] 20
1250 09500 09500 1.3305 1.2480 1.4120 8.661 2 1.118 2850 02077 1 20
“1500 05000 0.5000 0.7854 0.7854 0.7854 0.000 2 8.598 2850 0.2077 10 20
*1750 00500 00500 02403 0.1588 03218 47963 2 16.077 2850 0.2077 18 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 dala 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
Dunnetl's Test 1250 1500 1369.31 0.10341 0.10606 0.53276 0.00531 5B8E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
P Value SE  95%Fiducial Limits Control  Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 227855 43743 142119 313592 0 0.14458 7.81472 0986 3.17336 0.04389 3
Intercept -67.307 13.9063 -94563 -40.05
TSCR 1.0
| Point Probits mg/L 95%Fiducial Limits 0 ] 1
ECO1 2674 117833 1005.61 12725 =2
ECO5 3355 1262.34 1119.49 1342 0.8 4
EC10 3.718 1309.54 118425 1381.91 07 1
EC15 3964 134239 122926 141041
EC20 4158 1369.07 126557 143424 @ 06 4
EC25 4326 139239 1296.92 145574 E_ 05 4
EC40 4747 145293 137529 151588 @ 1
ECS0 5000 148061 142063 15577 & 04 1
ECB0 5253 152926 1463.56 160495 0.3
EC75 5674 159575 1529.1 1696.28
EC80 5842 162293 155344 173671 021
ECB85 6.036 16552 1581.01 178652 0.1 1
EC90 6.282 1696.71 1614.84 1853 60
Eg% 6.645 1760.16 1664.09 1958.74 i 10 100 1000 10000
99 7.326 188565 175625 2178.97 Dose mgiL
Dose-Response Plot
14 =
0.9 4 v\& 1-tail, 0.05 level
of significance
0.8 3
07 4
_g 06 9
@ 0.5
;} 0.4 3
0.3 1
024
019
0




a 1 P_ Menidia beryllina
Chronic Reference Toxicant Control Chart

sk o Source: Aquatic Indicators, Inc.
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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)

25—
USEPA Warning Limits (mean logarithmic IC,; + S, ., converted to anti-logarithmic values,

S, = 75" percentile of CVs reported nationally by USEPA)

ntered and
Reviewed by
Jim Summner
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. Erviconmental Test

Menidia beryllina
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.

Ing Sohtiont, Inc.
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- USEPA Minimum Acceptance Criteria (> 0.50 mg per surviving larvae) ]
C 1 | | | | | | | | | | | | | | | | | | | ]
- I | | I | | | I | I | | | | I | 1 | | |
SQ" B USEPA Maximum Coefficient of Variation Guidance Criteria (< 18%)
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30 - USEPA Upper PMSD Bound Acceptaﬁce Criteria (< 28%) -
! \ i
— i \ ’
éﬁ 20 -_ }" ““““““““ - _-
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. e L. .o ]
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i Lower PMSD Bound " gl i
! | (>11%) / )
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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. atered and
Central Tendency (mean Control Growth, CV or PMSD) fm..m:f

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

Page 1 of 5

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

MbCuCR Test Number: 150

Dilution preparation information: Comments:
Cu Stock INSS number: INSS 1311\
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSO4 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: Aguatic Indicators, Inc. Randomizing template: 0 AW,
i Incubator number
A Wt ol and shelf location: b
Batch: Al Mb 03-30-25 Artemia CHM number: CHM1385
Drying information for weight determination:
. 03-29-25 1200 to —— -
Hatch dates and times: 03-30-25 1130 Dat_e';‘ Time in oven: o8-S 1201
*Initial oven temperature: Lo
= : pH(S.U)= VWY Date / Time out of oven: [ L S e M 0t
T fi ;:
ranster vessel information Temperature (°C)= {71 *Final oven temperature: Lo L
Average transfer volume (mL): <0.25 mL Total drying time: W -HoS
*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 04-08-25 osoo | U 180 }j‘ VY0 H NA -0\
1 d g
040925 | osou| W_ | ®©10| U oand | g | | L
2 ‘ ‘ L B
04-10:2% oo | W mﬂk“ n o | Y od. A 1§
2 04-11-25 oo0 | W (R Tl 0A3p E,«f‘ \
4
04-12-25 [« [} \n Nho| | 1208 [ A \ oM WS A
5 1 L LR
04-13-25 o500 | u© No %1 oA W \ oA A
6 L] LA 1
04-14-25 0s00 | 1100 1 0450 | A 4 \
7 04-15-25 ‘o [\
7 L
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.) 1.0mg/L SM 4500-0 G-2021 YSI 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 byl i S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: Ol <20% 7-day LCso (%) 0. 3%
Average weight per initial larvae: 1.4 71 NOEC (%) a.\0
Average weight per surviving larvae: P ] >0.25mg/larvae LOEC (%) 0.20
ChV (%) o-M
1C;5 (%) 0. 1;3‘
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| Testing Sol

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 150

Survival and Growth Data
Day CONTROL 0.025 mg/ L 0.05 mg/ L
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
1 oo (10| solio 0| rof o]0 {10 |10
2 (0| 10| tO] o] 0] /0] tQ| tO] D | 0| 1D|'0
# «0|1o|to| o] tolw|t0| 0] tO]to|to|to
4
(Q [0 VO [ (OQtO]| (O] (oo | tO[tD[(D|ID
® 10| (0] 1] 1o to| (o] (Q]1O]10 |10 O] 10
6 | | oliofw |w]| |l iv] o] [t
7 W | |0 ]r0]w]| |20 0] |0/
*A = Pan weight (mg)
e ——f A .00 141911502 13591289 [ 12,54 [1%. 5314, 22 4.3 [12.10 [V2.70
Date: _ 032 n-h ¥
*B = Pan + Larvae weight (mg)
Analyst: _ XL B2-0132.2\ |27 g1, [, M 3017 |3], 45 [31- 58| 25.40] 33.41] 33.10|21.05|31,09
Date: _ O4-1%-)&
C = Larvae weight (mg)=B-A
1860 | 0L | 11N IS R g s 14404 oy gad 1q.2d [ A0 16,43 11,34
Analyst: d\
Weight per initial number of larvae (mg) al
= C / Initial number of larvae RN
.‘f) \‘f“' i.‘\o \_l"s \f\“‘
Analyst: Jl fod A
Average weight per initial Percent
number of larvae (mg) reduction -w.17. i. 844 -5.4 1.
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,
Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6-Exhibit AT20.3
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Species: Menidia beryllina

Page 3 of 5

MbCuCR Test Number: 150

Survival and Growth Data

Day 0.1 mg/L 0.2 mg/L 0.5 rng‘/L
M N 0 P Q R S T u \' w X
g 10 10 10 10 10 10 10 10 10 10 10 10
1 t
1o 1o [10 [1o [0 |ro |10 | o g% 84| e4]a™
\& d A
2 (© (1o [t [to ftow|wo]w] At
3 wl|w | wlmwlwo|w|wlw] | |lw |L
4 | ol wlwolo] et ete [
LYY ST T
5 i 1
oo |[tofa* (o]wl|w]|5s]> q
6 A LY. Y]
wlw o [ v] & &% ¢ W L
z I | 1IN N|lNlAa | 4 ‘1"‘{ N N I W N IR
*A = Pan weight (mg)
e —gum 12.5% 14,49 11,0314 40 15,4433 [15.00 2. 21 [1352 (1160 [15.04|12u80
Date: _ 0> R0-3x
*B = Pan + Larvae weight (mg) 5 a
Analyst: _ %\ 2.\ | 0.99412%.22 |3.57 [25.90 |15 i >
na:efs M-\ 2 25 > 52.30 |3,.00 (3.4 §30.99 3.53 2590 19.906 1542 |iI509
C = Larvae weight (mg) =B-A "
1450 (M2 | 2048 g 0t [ 19959 i MA | 149V | 1g A8 1K |2 (US| 124
Analyst: (‘\'l.
Weight per initial number of larvae (mg)
= nitial number of larva
C / Initial num & .b\’ ‘e:v \0& %0‘0 ",’L, \:xp\ \5\ . A \J\t a) &5 ‘I.'\'&
Analyst: B .~ N\ Vv > ¥ L v v o o 0
Average weight per initial Percent
number of larvae (mg) reduction 1.4% -10.17. 884 0. &7 0.144 1.4 7\.
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,
Ig = unusually large, d&r = decanted and returned, w = wounded.

Comments:
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mtered and
Statistical Analyses pripon
h frmremmrs——
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 4/8/2025 TestiD: MbCuCR Sample ID: REF-Ref Toxcant
End Date: 4/15/2025 LabID: ETS-Envir. Testing Sol. Sample Type: Cuso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia bendlina
Comments:
Conc-mgll 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 10000 1.0000 1.0000
0.1 1.0000 1.0000 1.0000 1.0000
02 089000 09000 0.9000 0.8000
05 0.1000 0.2000 0.2000 0.2000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/lL.  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 1.0000 10000 14120 14120 14120 0.000 4 0 40
0.025 1.0000 1.0000 1.4120 14120 14120 0.000 4 18.00 10.00 0 40
005 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
01 10000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
*0.2 08750 08750 1.2136 11071 1.2490 5.846 4 10.00 10.00 5 40
*05 01750 041750 0.4282 0.3218 04636 16.570 4 10.00 10.00 33 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.61382 0.884 -2.1358 527706
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 014142
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq  Critical P-value  Mu Sigma Iter
Slope 5.36375 0.79993 3.79589 6.93161 0 012613 7.81472 0.98853 -04777 0.18644 3
Intercept 7.56235 04317 671621 B.40849
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits ol
ECO1 2674 012262 007973 0.15769 h
ECO0S 3.355 0.16429 0.119 0.20032 0.5 4
EC10 3718 019202 0.14671 0.22852 07 4
EC15 3.964 021333 0.1685 0.25046 ’
EC20 4158 023194 0.18766 0.27002 v 06 ]
EC25 4326 0.24919 0.20539 0.28862 05 -
EC40 4747 0.29857 0.25487 0.34538 w
ECS50 5.000 033288 0.28733 0.38862 & 04
EC60 5253 037112 0.3214 0.44071 031 |
EC75 5674 044467 038161 055117 j (
EC80 5842 047774 040898 06046 0.2
EC85 6.036 051941 043785 067474 0.1 4
EC90 6.282 0.57705 047897 0.77641 ad 1 L
EC95 6.645 067444 054537 095904 f 0.01 T 671 I 10
EC99 7.326 090365 0.69146 1.4342
Dose mg/L
Dose-Response Plot
1 — -0 &
0.9 4
0.8 1
0.7 1
g 06 ]
@ 057
>
8 041
P~
0.3 1
0.2 3 |
019 1
]

0051
0.1

*0.2

05

D-Control
0.0254




mernd and
Statistical Analyses ks
_.f- Environmental Testing Solutions, inc.
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 4/8/2025 TestlD: MbCuCR Sample ID: REF-Ref Toxcant
End Date: 4/15/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: CUso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benylina
Comments:
Conc-mg/L 1 2 3 4
D-Control 1.8690 1.8020 1.7740 1.5420
0025 17280 19540 19040 2.1830
005 19240 18400 18930 17390
0.1 19560 17420 2.1980 1.8060
02 15550 1.6490 1.6510 1.3750
05 01780 03160 04730 0.2290
oo Transform: Untransformed 1-Tailed Isotonic
Conc-mgiL  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 17468 10000 17468 15420 1.8690 B8.141 4 1.8659 1.0000
0025 19423 1.1119 19423 17280 2.1830 9.654 4 -1.723  2.290 0.2598 1.8659 1.0000
005 18490 10585 18490 17380 1.9240 4.387 4 -0.901 2290 02598 18659 1.0000
0.1 19255 1.1023 19255 1.7420 2.1980 10522 4 -1.575 2.290 02598 1.8659 1.0000
02 15575 08917 15575 13750 16510 B.324 4 15575 0.8347
05 02990 0.1712 0.2990 0.1780 04730 43.223 4 0.2990 0.1602
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.95167 0.844 0.23321 -0.306
Bartletl's Testindicates equal variances (p = 0.54)__ 2.18247 12—1:19
thesis Test (1-tail, 0.05) NOEC LOEC ChVv TU MSDu MSDp MSB MSE  F-Prob df
Dunnetl's Test 0.1 >0.1 0.25985 0.14876 0.03182 0.02575 0.33973 3,12
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL(Exp) Skew
IC05 0.1303 00154 00528 0.1563 -2.9549
Ic10 0.1605 00148 O0.1118 02126 02032
IC15 01908 0.0152 0.1416 0.2346 0.0045
Ic20 0.2154 0.0134 0.1677 0.2536 -0.1917
IC25 02377 00127 0.1929 0.2730 -0.1961
IC40 0.3044 00105 02670 03340 0.0724
IC50 03489 00099 03198 0.3769 0.2561

Response

0 02 0.4 0.6
Dose mg/L
Dose-Response Plot
25
L
2 -
1
£ 45 1-tail, 0.05 level
g : 1 L of significance
> ]
8 11
= ]
05 1 4
4 y
] ]
9 uy 8 o™ uy
o ) o= o =]
= =4

D-Control




| Testing Solut

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: 150

Day
(Analyst identified for each day, performed pH and D.O. measurements only.)
0 1
Analyst =K W 2 ;;b?“
Concentration Parameter | Ee et e | e e | TR PR PR Fa e e |
pH (S.U.) 2.22 7.94 7-89 7.26
Dissolved oxygen (mg/L} 6 9 '910 0 8.0
CONTROL,
i salinity (ppt) 5.0 2.1 25.9 0
Alkalinity {mg CaC0y/L) 100 R EY
Temperature (°C) R a4 M.k WM. §
PH (5.U.) %.lo ?.gﬂf- g-fq‘? ?-g;?
Dissolved oxygen (mg/L) é.3 .0 * 0
0.025me/l ol e 25 .0 6.7 AS.2 Z2s5
Temperature (°C) 1%-0 5.\ ML M-S
PH (5.U.) 8.0 7.86
Dissolved oxygen (mg/L) [] .3 9 0
.05 mg/L salinity (ppt) Z4 9 &ES
Temperature (°C) S0 R |
pH (5.U.) . 10 7.88
Dissolved oxygen (mg/L) Q ‘f & .0
0-1mg/t Salinity (ppt) 25:) Sy Z52. 233
Temperature (°C) s 0 w1 M. b w. b
pH(5.U.) . lo 2.88 734» P
0.2 mg/L Dissolved oxygen (mg/L) Q,'{ 2] A ‘}J
-= Mg salinity (ppt) 5.0 Zhs ZzA5.\ sy
Temperature (°C) . £ Mk M.l WM.
PH (5.U.) 3.1 Z.8% | 2.97 | 7A6d
Dissolved oxygen {mg/L) Q M % .0 6, r B ’}ach
0.5 mg/L salinity (ppt) A5.0 25N 25.1 Z5y
Alkalinity {mg CaCO3/L) —_—n s G | i R ] (IR Ve
Temperature (°C} 15-0 1"\ - b . ¢
Initial Final Initial Final Initial Final

SOP AT20-Revision 6—Exhibit AT20.3



| Testing Solutlons, Inc.

Species: Menidia beryllina

Page 5 of 5

MbCuCR Test Number: 150

Da
(Analyst identified for each day, perforr::!d pH and D.0. measurements only.)
4 5 6
Analyst M_-/ o5 esC . £ ﬁg"?
Concentration | Parameter s Oy ST [Ty LORa T RSN
pH (.U 9 3.54 3.4 193 B.o1 7.88
CONTROL Dissolved oxygen (mg/L) q_@ %.0 %1 }'G{ 5.0 .1\ 5.0
Sasw  JSNeier st A9 74 43 253 | 2448 | Z52 250
Alklinity (mg CaCOA/L) T ag |l ap o —————n
Temperature (°C) .1 w. ¢ R | . \e 4 ) Wy b
PH (5 ) 38%F 3.8 19 %.05 290 B.oo
0.025 mg/L Dissolved oxygen (mg/L) ©.0 39 B-2 1B 1.9 2 g | 8.0
: Salinity (ppt) 252 2.0 2<.2. 25 230 5.4 Zs 2
Temperature (°C) . £ W.¢ w7 : M. F . Al
PH (5.U) 6 ad }2é %% b B BT 7.9/( 7.99
0.05 mg/L Dissolved oxygen (mg/L) X8 13 B. | 1.9 ‘39 . 8.0
’ salinity (ppt) 259 Z3\ 252, Z8.0 ) 5 25\
Temperature (°C) "u{q WA.S e E &q 0 4. § "\-.\‘ s f LS W lo
pH (5.U) Rabh 318y $.03 3492 €=t z88 |7.99
0.1 mg!l. Dissolved oxygen [mg/L) @. ‘}.,I' %0 4% <3 0 b TP &‘. 0
' salinity (ppt) 23 Y 5.2 | 255 {2 Z5M Z5.
Temperature () A e W4 M.€ 147 GRS M.
pH (5.U.) A |l 290 323 143 3% 790 | 7. 99
0.2 mg/L Dissolved oxygen (mg/L) 8o 13 b | ”:l- B %.AO b £-0
-~ Mg, Salinity (ppt) 235 Lake 25\ 253 PAY)) 5 5.0,
Temperature (°C) w4 W\ . 4 w. S ™9 WS 4.1
pH 5.0) 0403 13w §=8 tao 51 | 7.89 7.99
0.5 mgﬂ_ Dissolved oxygen (mg/L) Q{) 1_% T ':L \o q—_d' s O [ 6- 4} )
’ salinity (ppt) 250 YA 251 z2<.7 2:‘(\’ 252 2590 \
Temperature [°C) 4.4 . ‘i .4 - S ™.4 14-1 'Lﬂ A WM. "I
Initial Final Initial Final Initial Final Initial Final
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* =y Menidia beryllina
| Chronic Reference Toxicant Control Chart
2 et Tsing s v Source: Aquatic Indicators, Inc.
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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,

Spys= 75" percentile of CVs reported nationally by USEPA)

ntered and
Ruviewed by
Him Sumner
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N S Menidia beryllina
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Test date
e 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.

Fentered and
Reviewed by
lim Sumner

Central Tendency (mean Control Growth, CV or PMSD)
95% Confidence Interval (mean Control Growth, CV or PMSD * 2 Standard Deviations)
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I Testing Solutions, Inc.

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

MbCuCR Test Number: 151

Dilution preparation information: Comments:
Cu Stock INSS number: INSS R
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSQ4 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 1950.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: Aquatic Indicators, Inc. Randomizing template: Q‘.EL
Incubator number
Age: 0:days o and shelf location: k"-&
Batch: Al Mb 04-26-25 Artemio CHM number: CHM1385
04-25-25 1200t Drying information for weight determination:
X -25- 0 -
Hatch dates and times: 04-26-26 1130 Dat‘e.f Time in oven: 051318 el
*Initial oven temperature: Lo 'L
; vy pH(S.U)= V- EA Date / Time out of oven: osWs WS |
Tridslir yemel information: Temperature (°C) = W *Final oven temperature: Wl (
Average transfer volume (mL): <0.25 mL Total drying time: Wrhouil

*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 05-06-25 Wi [ W oo W st | XM NA o 3018 B
v v o
1 05-07-25 0Sm n w10 h 0418 1 Lﬂjﬁ 050528
2 05-08-25 0400 1l L 1Y “ (W 1o J!\ o%:ab-1§
2 050925 | ogee | W woo || 08MS | WU 08-S
? 051025 | owop | W 110 | wso |y 050615
8 051125 | oleco |\ lvwoo |y 0add| R
° 051225 | oswo | \x | wow | W ofso| K v 08-0A-1S
7 05-13-25 J ’ wer | M
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.O.) 1.0 mg/L SM 4500-0 G-2021 YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YS! PRO30 180104324
Alkalinity 5.0 mg CaC0s/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 2550B-2010 Digital Thermometer | 130blaWo £S5
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: Ol. <20% 7-day LCso (%) 0.310
Average weight per initial larvae: 2 Mol NOEC (%) ¥ 0.015
Average weight per surviving larvae: 2.40b > 0.25mg/larvae LOEC (%) % 0.050
% woresdn fren MSe ReSPNL. ChV (%) % 0.03%§
LowesT VALWES Usehs ol MWM‘S&. 1Cs (%) 0.1
TeLTS - NOST CONIERIATIVE,

SOP AT20-Revision 6—Exhibit AT20.3
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I Testing Soluti Inc.

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 151

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

Survival and Growth Data
Day CONTROL 0.025 mg/ L 0.05 mg/L
A B C D E F G H | J K L
¢ 10 10 10 10 10 10 10 10 10 10 10 10
1 w |t [ tolwo] o || wlo] wfio]|0
o o |to [tof o) sa|1o| 0| o) toltdo] 0]
. oo ftoftojwfjto|W ool ol tol (o
4 o [1o |10 [to]to |0 |vo| 10| ] tof d] D
3 ol o] 1910 t0| 10| tO| (D] D] D] ‘0| 1D
g 0 ||| o] w|tofw|to] o] 0] o]
1 ol |t |w]'o|lto|p|w)o]| o]0 |s0
*A = Pan weight [r&g‘}
Tray color code: e Byl
hpaipsts Kb 250 10,8\ 10241097 flo.21 [ 39 [io.13 0.3% 1057 |10.63 10,35 o4
Date: _ QW-22- s
*B =Pan +knae weight (mg) J
Analyst: _1\& _ o 1320\ |33.48 (34,21 |33, 20 [2).25 [32.90 2).04{
g 24,8823, 614]34,90| 5.5 3421 (33,20 |3).25 3).24(3)
C = Larvae weight (mg)=B-A
.08 [12.25 [ 19.06 [24.64] 2140 [13.10| .04 | 2287 20,60/ 2133|2134 [20.068
Analyst: ‘L“\
Weight per initial number of larvae (mg)
= C / Initial number of larvae
" 5
RN
Analyst: :A : a\ n N\
Average weight per initial Percent
number of larvae (mg) reduction 2.0l 12.1 7.
from
control (%)

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 AT20-Revision 6-Exhibit AT20.3
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I Testing 5ol Inc.

Species: Menidia beryllina MbCuCR Test Number: 151

Survival and Growth Data
Day 0.1 mg/L 0.2 mg/L 0.5 mg/L
M N (o] P Q R S il U Vv w X

o 10 10 10 10 10 10 10 10 10 10 10 10
' NI IR B e kR
2 i | 1o |10 [0 o | oo [0 | % ]|
} |10 |p |to | ‘o 'of 0] ID t."" s § [L
4 o | [to 10 a0 |0 | a%| 2 5“ \«\Mt N
° olwo|to|mw|a |tolw]|a ] 3 NEE
. o o (1o | |4 e | & ¥ | (9
7 0 | 1o | 10 §'Y s ;‘A q RN

*A = Pan weight (mg)

olorcode: Davle B\ue
;::-:rh:st:‘,r XL 0.5\ [10.2% [10.09 [15.6Y §10.33 |1p.0% |i0.3% [10.34 [4.95 [10.34 10.20 (10,35

Date: O -h9

*B = Pan + Larvae weight (mg)

Analyst: _AL .29 2. M5 o, -
nalysts K= 32.2% (32,96 33,94 | 39.10 |25, 6 [23.70 [ 30- 93| 22.U2 |10, 39 [13. 03 UMb (1231

C = Larvae weight (mg) =B-A

Analyst: )&

L=

2125821 g5[23.24] 5.3 w1 [20410 (14,28 [ 0. 84 | 2- 2 34k (147

Weight per initial number of larvae.(mg)

= C / Initial number of larvae AN % . Q [N o A
<& ":, -;b '-;8\ 3 AB;\ ) “’\% 3 AR
Analyst: _)4 A ~ A \:’ v v N 0" b 0’ o’
Average weight per initial Percent
number of larvae (mg) ;eduction 2181 4,ﬂ 'L 1.110 IE.‘\ 1 0O 11 a0 .'o“-
rom 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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neved and
Statistical Analyses prenss
Testing Inc
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 5/6/2025 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 5/13/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: CUS04
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benylina
Comments:
Conc-mgl/L 1 2 3 4
D-Ceontrol  1.0000 1.0000 1.0000 1.0000
0.025 10000 1.0000 1.0000 1.0000
005 1.0000 10000 1.0000 1.0000
01 1.0000 1.0000 1.0000 1.0000
0.2 08000 08000 09000 0.9000
05 01000 0.1000 0.2000 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 10000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
005 10000 10000 14120 1.4120 14120 0.000 4 18.00 10.00 0 40
0.1 1.0000 10000 14120 1.4120 1.4120 0.000 4 18.00 10.00 0 40
*0.2 08500 0.8500 1.1781 1.1071 1.2490 6.954 4 10.00 10.00 -] 40
‘0.5 0.1250 0.1250 0.3572 0.3218 04636 19.861 4 10.00 10.00 35 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77127 0.884 0.84747 2.20368
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC  LOEC ChVv Tu
Steel's Many-One Rank Test 01 0.2 0.14142
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 56295 081389 4.03428 7.22473 0 0.14073 7.81472 0.98654 -0.5084 0.17764 3
Intercept 7.86214 046087 695882 876545
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits 09:
ECO1 2674 011977 0.0805 0.15188 =
ECO05 3.355 0.15827 011726 0.19115 0.8 9
EC10 3.718 0.18363 0.14272 0.21695 0?:
EC15 3.964 020299 0.16253 0.23693 ]
EC20 4158 0.21983 0.17983 0.25464 e 0-5:
EC25 4326 0.23538 0.19576 0.27142 §_U.5-
EC40 4747 027963 023993 032208 @ 1
EC50 5000 031016 026883 0.36012 @ 04
ECE0 5.253 0.34402 0.29914 0.40542 0.3 4
EC75 5674 040869 035269 050012 1
EC80 5842 043761 0.37521 0.54544 024
EC85 6.036 04739 040256 060458 0.1 9
EC90 6.282 052388 043888 068964 i 1eieit
EC95 6645 060781 049727 084083 .0.01 i 51 1 10
EC99 7.326 0.8032 0.62478 1.22697
Dose mg/L
Dose-Response Plot
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Statistical Analyses

ntered and
Reviewed by
S Sumaer

Larval Fish Growth and Survival Test-7 Day Growth

D-Control

Start Date: 5/6/2025 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 5M13/2025 Lab ID: ETS-Enwr. Tesling Sol. Sample Type: Cuso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benylina
Comments:
Conc-mg/L 1 2 3 4
D-Control 2.5080 2.2250 24080 24840
0.025 2.1800 23700 24040 22870
0.05 2.0660 2.1330 21390 2.0650
0.1 21770 22580 23850 23290
0.2 15350 13670 20100 1.9280
05 0.0840 0.2290 03960 0.18970
Transform: Untransformed 1-Tailed Isotonic
Conc-mgl.  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Mean N-Mean
D-Control 2.4058 10000 24058 22250 25080 5326 4 24058 1.0000
0.025 23128 09613 23128 2.1900 2.4040 4127 4 1.400 2290 01521 23128 09613
*0.05 2.1008 08732 21008 20650 2.1390 1.941 4 4.592 2290 01521 21940 09120
0.1 22873 09507 22873 21770 23850 3.936 4 1.784 2290 0.1521 21940 09120
02 17100 0.7108 1.7100 13670 20100 18.050 4 17100 0.7108
05 02265 0.0941 02265 0.0840 03960 56948 4 02265 0.0941
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p = 0.01) 0.92765 0.844 -0.7236 -0.1677
Bartlett's Testindicates equal variances (p = 0.41) 2.90025 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 0.025 005 003536 0.1521 0.06322 0.06536 000882 0.00456 3,12
Treatments vs D-Confrol
Linear Interpolation (200 Resamples)
Point mgiL SD 85% CL(Exp) Skew
IC05 0.0307 0.0183 0.0039 01440 23606
IC10 0.1060 00353 00000 0.1427 -04689
IC15 0.1308 00166 00984 0.1922 1.0766 1.0
IC20 0.1557 00208 0.1162 0.2425 08741 1
IC25 01805 0.0224 0.1300 02596 04099 0_9:
IC40 0.2539 0.0235 01742 03178 -04224 0.8
IC50 0.3026 00198 0.2307 03552 -05433 07:
@ 0.6 9
o
§_0.5-
. ]
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| Testing Soluti

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: 151

(Analyst identified for each day, performed pH and D.O. measurements only.)

Day

0 1
Analyst 7AW z 2
Concentration Parameter e tane gl e e
) Gu0.
Dissolved oxygen (mg/L) &9
CONTROL, salinity (ppt) 24.0
SaltSw
Alkalinity (mg CaC0y/L) X¥
Temperature (°C) ;_q ',
PH (5.U.) 0
Dissolved oxygen (mg/L) &‘
0.025 mg/L selotty (opt) SRS
Temperature (°C) 2u9
PH (5.U.) 9.0M
Dissolved oxygen (mg/L) X
0.0Sme/L I ity o) 2.5
Temperature (°C) 2 Uy, g
pH (S.U.) Q.M . :
bix 3 Dissolved oxygen (mg/L) '6,9 A 0
e salinity (ppt) 24.4 Ass  129.¢4 [A5% 25.2 5.\
Temperature (°C) 14,3 1%.0 4. ; ™. b A Al e
pH (5.U.) 8.0sS 7.8¢ 7.95 7.8% .88 | 3.90
0.2 mg/L Dissolved oxygen (mg/L) 6‘% <. 8 S.0 1.4 £.0 6 0
o salinity (ppt) 3 26.% 2.4 [ 357 25.0 53
Temperature (°C) A Q. 3 -2.\ ™4 '\...\\.1... S . w.4
o (5.0) ®0s | 787 | 735 |78 787 3.9
Dissolved oxygen (mg/L) @_1 1. 2 8.0 1A, £.0 255
0.5 mg/L Salinity (ppt) 25.) 4. $.3 x9. L
Alkalinity (mg CaCO,/L) —_—, L
Temperature (°C) LA 1_5 A . w1 Lo W
Initial Final Initial Final Initial Final

SOP AT20-Revision 6—Exhibit AT20.3



| Testing Inc.

Species: Menidia beryllina

Page 50f 5

MbCuCR Test Number: 151

Da
(Analyst identified for each day, perforr:ed pH and D.O. measurements only.)
Analyst
Concentration | Parameter
pH (5.U.)
Dissolved oxygen (mg/L)
cg::g'" salinity (ppt)
Alkalinity (mg CaCOs/L)
Temperature (°C) . "
pH (.U 1-90 784 gl 13w E5 >4 05 S
0.025 mgﬂ_ Dissolved oxygen (mg/L) 5, 5 8-0‘ 2 i -I-,C[ B‘O 4--‘1, - 3. l.?_q
’ Salinity (ppt) Z5\)\ 2R 75.0 255 M4 5.2 250 7255
Temperature (°C) EUH 5.0 BT Py | . At .4 ~w.
pH (5.U.) 34 ERTS %.ol T2 % .S\ 1 9% ?.0% A S
G Dissolved oxygen (mg/L) ) g0Q9] s.o 3.9 3.0 3.9 8.1 va
’ salinity (ppt) 25.0 52 250 ZaM 4.4 Z3.3 Z5 258
Temperature (°C) L AS. i— i . % T | .l w4 - b
0] 394 | 432 | so1 | Fet Sow_ 105 |3.09 Y.V
Bmali Dissolved oxygen (mg/L) 8.% 34 B. i 1% %\ 3.4 B\ 3.0
I salinity (ppt) 25.© 5\ 50 2 AR 259 Z5.9 zZ5%
Temperature (°C) w.b S.1 a1 . WM. ¢ 1 N 1_5. O Wb
PH (5.U) .90 32 <.0) 131 32w |3.93 $.04 W2
B3 y Dissolved oxygen (mg/L) 8.2 34 S 3.3 -1 EX) B\ "},0
.2 mg/ salinity [ppt) 25.0 Z5M ZA50 25.% M.A 25.7% 25,0 Z25.3
Temperature (°C) 't'-}-" S\ 5-0 . £ . e W.b 5.0 W.1
o 5.0) 3.%0 380 | 2.5v | 153 3o [ 3.95 | ®.o4 Yoy
05 L Dissolved oxygen (mg/L} 3, X l-q <. \ q-‘ g %,l 1 .q B i \" (’. ?
-5 mg/ Salinity (ppt) 250 252 Z5 254 AY.9 Z5.\ .0 253
Temperature (°C) b ‘\s & E '\s .0 M.b WM. ¢ M. 8.0 ™. S
Initial Final Initial Final Initial Final Initial Final

SOP AT20-Revision 6—Exhibit AT20.3




	Americamysis acute
	Americamysis acute, new concentration range - primary analyst - J. Perez
	Americamysis chronic
	Surveillance - Americamysis chronic, control charts in this document have been corrected.
	Menidia acute
	Menidia chronic



