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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).

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

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

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

50 =~ TA.10
Spai0= 10" percentile of CVs reported nationally by USEPA)

fintered and
Ravigwed by
Hem Sumner
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Page 1 of
Acute LC., Whole Effluent Toxicity Test, Species: Americamysis bahia
50
EPA-821-R-02-012, Method 2007.0
Americamysis bahia Potassium Chloride Acute Reference Toxicant Test
AbKCIAC # 1LE [+
Dilution Preparation:
Test concentrations (mg/L KCI) 250 375 500 750 1000 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 25 3.75 5.0 7.5 10.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 497.5 496.25 495.0 492.5 490.0
Total volume (mU) 500 500 500 500 500 Stock solution INSS #: 128 00000000
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxyg: ts only.
C tratio:
oncentraton |Analyst 'LD Ko VL m W 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
e = 1 - q‘ I A ‘%'q .l /;I :‘ bench sheet and transcribed to this bench sheet.
ssolved oxygen (mg/L] A \
* AD S
Control, *Salinit t) y
Saltsw i 248 Z5.0 ALR)
*Alkalinity (mg/L CaCO,) S0 s 23 } Chemical analyses:
*Temperature °c) uo xs_ L 15 . ‘L, Parameter porting limit hod number Meter Serial number
pH (s.U.) .1 8q ‘1 ; 3 5 "] . -‘S pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L) - Y ’_} } /). \J Iniuotwd oxygen 1.0 mg/L SM 4500-0 G-2021 | YSi Model 52CE 08A100271
250 mg/L — .
*Salinity (ppt) N .? 2=.0 Ly ISillnitv 1.0 ppt SM 2520 8-2021 ¥s1 PRO3D 180104324
S .
*Temperature (°C) .L‘Lq ‘]_s 3 o '\5 .6 Alkalinity 5.0 mg CaCO,/L |SM 2320 B-2021 Accumet AR20 93312452
IpH (5.U.) .Gt “‘1 .g 5' 1.1 1 Temperature 0.1°C 5M 25508-2010 Digital Thermometer I\gg“q‘ 49
Dissolved oxygen (mg/L) LY q
. 2%, N
375 mg/L 4
*Salinity (ppt) 2* q Z; 1&-1-'
*Temperature (°C) 1% .‘ 1s. \ 16.0
IpH :S‘U-} '1uq1‘ “\u B q 10-1 q
Dissolved oxygen (mg/L) - -Q /}_} ,}.'J
500 mg/L
*Salinity (ppt) 25.0 AR ‘\S.‘k
*Temperature (°C) 1% A 15. ( 1.0
PR 1.8 [1.21 1\
Dissolved oxygen (mg/L) (o) \
750 mg/L f—— $ f;o,
Salinity (ppt) =2 2"3 v \
* 2, 'T{
Temperature (°C) 5.2 1< .‘ \ r‘.tﬁ
be L
~as (187 &
Dissolved oxygen (mg/L) g .0 \
1000 mg/L |-—— qq
salinity (ppt) 25 FACEY \
*Temperature (°C) 1$.0 1s-\ N

SOP AT42-Revision 4-Exhibit AT4.
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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 # 150
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
initiation | (F}= Q&+ W\ i ‘w “_ ‘31 (0] }L \ b WK e 0N 'U\b
24 : i
a1 Bk a»(
48
Termination m\‘ “ \‘b’l—ﬂ' X\
*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\-od- 1"\
Age (1 to 5 days old): L Da\S
o-a-w VLol
Date organisms were born: To
ovof-ad WO
Average transfer volume: <0.25 mL
Transfer bowl information: s . 2'4
Temperature (°C)
1s.)
Survival Data (number of living organisms):
Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 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 10 10 10 10 10
Initiation
sk wed| ,rod] Lred | el
24 ol (0] |10 o | 1o | = 0 0 0 0
T
48 {0 |10 0 |ty [ro ] O] S |S 0 ol 0|0
Termination
Mean Survival 00 1. (00 1. (oot S01- 01l ot
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
IMethod 5 K Comments:
Lower 95% confidence limit
(mg KClI/L) ‘“("S
Upper 95% confidence limit SS(‘ _‘{

(mg KCI/L)

48-hour LCg, (mg KCI/L)

EK

ﬁ;ﬂ\
Reviewed by:
v b
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| Acute Mysid Test-24 Hr Survival
|Start Date: 7/9/2024 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date. 7/11/2024 LabID: ETS-Envir, Testing Sol. Sample Type. KCL-Polassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tes! Species: AB-Americamysis bahia
Comments;
Conc-mgiL 1 2
D-Contrel  1.0000  1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.7000 0.7000
750 00000 00000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Cone-m Mean  N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Number
D-Cenftrol  1.0000 1.0000 1.4120 14120 14120 0.000 2 0 20
250 10000 10000 14120 14120 14120 0.000 2 0.000 2850 0.0285 0 20
375 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.0285 0 20
*500 0.7000 07000 09912 09912 09912 0.000 2 42.086 2850 00285 ] 20
*750 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 125324 2850 0.0285 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
thesis 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 05936 00001 2.3E-09 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 86%CL
0.0% 55190 51406 59253
50% 55406 51167 599.96
10.0% 556.11 507.32 609.59 1.0
20.0% 55964 489.18 640.25 G
Auto-0.0% 55190 51406 59253 ’
0.8 4
0.7 4
0.6 4
g 0.5
é 0.4
0.2 1
0.2 1
0.1 1
0.0 Ot
10 100 1000
Dose mg/L
Dose-Response Plot
1 <+ - 1-tail, 0.05 level
0s 3 of significance
08 3
07
:E 0.6 1
; 0.5 4
0.4 3
S
0.3 9
0.2 4
0.1 4
0 = >
5 g 2 g
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Acute Mysid Test-48 Hr Survival
Start Date: 7/9/2024 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 7i11/2024 Lab ID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/lL 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
—— Transform: Aresin Square Root 1-Tailed Number Total
Conc-mglL.  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 o] 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 2850 00285 1] 20
375 1.0000 1.0000 1.4120 14120 14120 0.000 2 2850 0.0285 0 20
*500 05000 05000 0.7854 07854 07854 0.000 2 62662 2850 00285 10 20
*750 00000 00000 01588 01588 0.1588 0.000 2 125.324 2850 0.0285 20 20
1000 0.0000 00000 01588 01588 0.1588 0.000 2 20 20
Auxillary Tests Statistic Critical Skow Kurt
Mormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
is Test (1-tail, 0.06) NOEC  LOEC chv TU MSDu MsB MSE  F-Prob df
Dunnett's Test 375 500 433.013 0.00967 000991 062824 00001 20E09? 4.5
Treatments vs D-Conlrol
Trimmed Spearman-Karber
Trim Level ECE0 96% CL
00% 51494 47654 55643
50% 51343 47114 55951
100% 51192 46496 56362 1.0 > a
200% 50881 44882 577.05 1
Aulo-00% 51494 47654 55643 -
0.8 4
0.7 4
o 0.5 9
0.5 4
L]
& 044
0.3
0.2 4
0.1
0.0 i
1 10 100 1000
Dose mg/lL
Dose-Response Plot
1 o n. ¥ 1-tail, 0.05level
0.9 3 of significance
05 ]
07 3
E 0.6 3
@ 057
¥ 7
Pt 0.4 :
-
0.3 4
024
0.1
9 uy
& 8 g g g




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

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

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

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

we — - 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

<ot S, 10 CONverted to anti-logarithmic values,

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

fEntered and

Jim Sumner
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Acute LC5, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Page 1

ABKCIAC # 28\
Dilution Preparation:
Test concentrations (mg/L KCi) 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl inte 2000 mL
deionized water, This 50,000 mg/L KCl stock solution was used to
mL Stock solution 25 3.75 5.0 7.5 10.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 497.5 496.25 495.0 4925 490.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: ‘L"L‘\g
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
L« trati
oreentration fAnalyst % }'4 V(/ VL’ Temperature and salinity performed at the time of test initiation or termination by the analys
pH (5.U.) a5y performing the toxicity test. Alkalinity performed by the analyst identified an the test specific
. 3. “0 Zi 7( ,}‘5‘:’ bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 1. l‘ q_ } q ‘S
Control, *Salinity (ppt) I .
Saltsw Y AS 0 1s-3 %-5
*Alkalinity {mg/L CacO,) 100 Chemical analyses:
*Temperature (°C) -IS : 0 1"\ | S 1‘{ l\ Parameter Reporting limit  |Method number Meter Serial numbes
pH(s.U) =1L 1 222 q.g 6 pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved oxygen (mg/L) 1 q N Ay |vissoived oxygen  [1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
250 mg/L - . et
*Salinity (ppt} 2\ { 2\ sy '\S-‘\ salinity 1.0 ppt 5M 2520 B-2021 Y51 PRO30 180104324
*Temperature (°C) Ss. \ 1‘\‘ " "L{ . "‘ Alkalinity 5.0mgCaCcoy/L  [SM 23208-2021 Accumet AR20 93312452
pH (5.U) 0L [9.92 q.g Temperature 0.1°c SM 25508-2010 Digital Thermometer |3 pledb{
Dissolved oxygen (mg/L)
375 mg/L .4 q’u ’}“
*Salinity (ppt) —9\6 2 5.1 _15-1
* L]
Temperature (°C) 1S-1 '\.."L“ 1.‘{ .r\
H (5.U,
pHEU) L [ 272 | A6y
Dissolved oxygen (mg/L)
1.9 | M | A
500 mg/L ? I
/! *Salinity (ppt) %g é B LS ﬁ 15 ,‘!
* a
Temperature {°C) 15- ‘ 1..‘_ | 'L"l _ﬁ
pH (5.U.)
AL | 772 |
Dissolved oxygen (mg/L) g D q_ \
750 mg/L f—— . Ny
*Salinity (ppt) 2 é 6 L. (o) \
*Temperature (°C) 1%+ ‘ 1\\. iy R \
|pH (5.u.) - ('-5 2, B ‘L
Dissolved oxygen (mg/L) 3 ) '} 'L :" \
1000 mg/L |—— i = e
*Salinity (ppt) ;6 = .1 t}\
*Temperature (°C) 18.0| WA \

S0P 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 # 2\

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

*

0 |ob-vs

mston | gpogaeqaba 10D A\ 50 A L Vewow [oy-oavi b

24 R /
ol e | M
48
Termination | () " A8 - \"* \ 1.:1-1 A \
*Test organi were fed in holding 2 to 5 hours prior to test initiation. Test organisms were ndft fed during the test.

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.
Batch (Al Batch Ab): od-11-\A
Age (1 to 5 days old): -1 bﬁ'l S

od-i- ™ wo
Date organisms were born: o

0d -V \\%5p

Average transfer volume: <0.25mL
Transfer bowl information: PHSUE = )
Temperature (°C)

Survival Data (number of living organisms):

Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 mg/L
libiire Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 | 10 | 10 | 20 | 10 | 10 | 10 | 10 | 20 | 20 | 10 | 10
WA 34 e o nd TN [
24 | | ol |tofjre | §1 11010100
wh 3l «
a8 IO 10| 10|10l 4 |ip| S| | O] O] O]O0
Mean Survival (t0ol. fDQ?. 45 1. SS I ol. Q £
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method ‘0 Low v Comments:
Lower 95% confidence limit
(mg KCI/L) 46S.d
Upper 95% confidence limit
‘[mg KCI/L) 581 0
48-hour LCy, (mg KCI/L) S03.6

Test

Reviewed by:




] e

A — e
. Environmaental Testing Sclutions, inc.

' Acute Mysid Test-24 Hr Survival
Start Date: 8/13/2024 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/15/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type. KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mglL 1 ]
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.8000 0.7000
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 Nu
D-Control 1.0000 10000 14120 14120 14120 0.000 2 [v] 20
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1045 0 20
375 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1045 4] 20
*500 07500 0.7500 10492 09912 1.1071 7.818 2 9893 2850 01045 5 20
*750 00000 00000 01588 0.1588 0.1588 0.000 2 34167 2850 0.1045 20 20
1000 00000 00000 O0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests S Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
is Test (1-tail, 0.08) NOEC  LOEC Chv TU MSDu _ Ms| MSB MSE  F-Prob df
Dunnett's Test 375 500 433013 0.04275 004384 058996 0.00135 15E-06 4.5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95%CL
0.0% 56155 52510 60053
50% 56465 52353 609.00
10.0% 56747 51936 62003 1.0 <
20.0% 57163 49849 65551 ]
Auto-0.0% 56155 52510 600.53 98]
0.8 4
0.7 1
0.6 4
é 0.5
804
0.3 49
0.2 4
0.1 1
0.0 e
1 10 100 1000
Dose mgilL

Dose-Response Plot

0.9 7
0.8 3
0.7 3
0.6 3
0.5 4

24 Hr Survival

0.4 7
0.3 4
0.2 1

0.1 9

D-Controf
250
3751
5001
750
000

1-tail, 0.05 level
of significance




M e ol @

) e e s
> ronmental Testing Salutions, Inc,
Acute Mysid Test-48 Hr Survival
Start Date: 8/13/2024 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 8/15/2024 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-mgl/L 1 2
D-Control 10000 1.0000
250 1.0000 1.0000
375 09000 1.0000
500 05000 0.6000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mgl/L Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control  1.0000 10000 1.4120 14120 14120 0.000 2 0 20
250 1.0000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1726 ] 20
375 089500 09500 1.3305 12490 1.4120 B661 2 1.345 2850 01726 1 20
*500 0.5500 05500 08357 0.7854 0.8861 8518 2 9513 2850 01726 9 20
*750 00000 00000 0.1588 0.1588 0.1588 0.000 2 20688 2850 0.1726 20 20
1000 0.0000 00000 01588 01588 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, 0.06) NOEC LOEC ChV TU MSDu  MSDp MSB MSE F-Prob df
Dunnett's Test a7s 500 433.013 0.08088 008295 058948 0.00367 1.8E-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 13.9938 3.31443 74975 204901 0 034385 7.81472 095158 270209 007146 4
Intercept -32.812 890228 -50261 -15.364
TSCR 1.0 <y
Point Probits mg/L 96%Fiducial Limits 1 {7
ECO1 2674 343437 250566 389.808 99
ECO05 3.355 384.19 306.605 423.985 0.8 4
EC10 3.718 407.857 34045 444696 o7 '
EC15 3.964 424643 364587 460226 o
EC20 4.158 438476 3B4.252 473857 @ 0.6 4
EC25 4326 450.701 401.218 486778 g 05 _
EC40 4.747 4B3.041 442565 526574 7y 4
ECS0 5.000 503603 465286 557.021 & 04
EC60 5253 52504 486.136 592.91 0.3 1
EC75 5674 562714 517856 664144 1
EC80 5842 578403 529.87 696226 L f
ECB5 6.036 597.244 543691 736307 0.1 4
EC90 6,282 621825 560982 790.894 - 1 A
EC95 6645 660.131 586.743 BBOB57T : 7 10 150 bt 1600 10000
EC99 7.326 738465 636526 108043
Dose mgil

Dose-Response Plot

0.8

0.7

06

Aiidaiasiass

0.4

48 Hr Survival

0.3
0.2

01

D-Control

250

375

500
7504

000

1
09 ‘\k 1-tail, 0.05 level

of significance




> T o Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

: SR Source: Aquatic Indicators, Inc.

=T & & F & ¥ f & ¥ ¥ 4 & ¢t 3T 7T " 1 T % & -
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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).
e C@ntral Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
e 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)

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

Sa.10 = 10" percentile of CVs reported nationally by USEPA)

ntered and
Revigwed by
T Sumner
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EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

218

Acute LCs, Whole Effluent Toxicity Test, Species: Americamysis bahia

Page 1of

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 50,000 mg/L KCl stock solution was used to
mL Stock solution 25 3.75 5.0 7.5 10.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 4975 496.25 495.0 4925 490.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: 1‘5\“\
Chemical Analyses: Hours
0 24 a8 A,

i \ V«L ,C}ﬂ /\( A *Analyst identified fgr _each day, performed Pl—i and diss?I.v.ed_oxvgen me.asulrements only.
Analyst @ 27 Temperature and salinity performed 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

I q 'b % ,}HS Z 7'3 bench sheet and transcribed to this bench sheet.
Dissolved oxygen {mg/L) q/_),. q u‘ ’}f q
Control, +salinity (ppt) -~ |2
SaltSW Z‘)U mg | RS ‘6
*Alkalinity (mg/L CaCO;) 9‘5 Chemical analyses:
*Temperature {°C) %%, b 5. ~ i LY Parameter Reporting limit  |Method number Meter Serlal number
pH (s.U) q_{ w2 /}Mq 270 pH 0.15. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved oxygen {mg/L} m q ‘{ & \‘, Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
250 mg/L — 2 =t
*Salinity (ppt) 23-_1 D\g g ; Q -? |salinity 1.0 ppt SM 2520 B-2021 ¥l PRO30 180104324
*Temperature (°C) \S. 1 18, L w1 Alkalinity 5.0 mg CaCO,/L  |SM 2320 8-2021 Accumet AR20 93312452
pH (5.U.) {}, vl A U'{ 7.7 Temperature 0.1° SM 25508-2010 Digital Thermometer | 13glgerib €S
o 1 d -
- Dissolved oxygen (mg/L) ,q q‘ /}ls Qc'b
*Salinity (ppt) = d
252 [25.6 | 254
- @,
Temperature (°C) LT AT '\S-‘l
H (5.U.
el DQv3 | N |7.49
Dissolved oxygen (mg/L) q } 4 S g
500 mg/L - :
*5alinity (ppt) 2su 269 |2 6 Q
*Temperature (°C) 1S 1—| 8.0 WS-
H (5.U.
e vy | et [\
Dissolved oxygen (mg/L) q ’}_ 4 b \
750 mg/L — S -
*salinity (ppt) 2:; 1 1 5~4_‘) \
*Temperature (°C) AS- 1 18- 1= \\G"’
|pH (5.U.)
¥ R ¥S /};@'4 \
Dissolved oxygen (mg/L) 1.0 /} ) \
1000 mg/L 2 :
e *salinity (ppt) 2 & 6 2 6 D \
*Temperature (°C) S .| Bsed

SOP 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 # 1§

Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
Initiaticn OA- 10" A 1054 & \1S0 A\ W\ F ik oa-0M 1 A
¥ w7
24
AAVAA 1300 N\
48
Terminaton | QAL (AN w

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

Test Organism Information:

Organism Source: Aguatic Indicators, Inc.
Batch (Al Batch Ab): 0a.qd- A
Age (1to 5 days old): v vanS

nﬁ.q‘- A w0
Date organisms were born: o

0a-0%1 \130

Average transfer volume: <0.25mL

Transfer bowl information: leisu): =54

Temperature (°C)

.S

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

24 /ol 20| 10|10 |10 |10 q"{ g“‘ o't oA 0" | o™

A Yl ™
48 o] /0| o | 0 a | W] L | b ol of 0| ©
Termination
Mean Survival 1001. oo a5, Lol 61, Ol.
Comment codes: d =dead, u = unhealthy, s = stressed
Statistics:
|Method P ﬂ06 o Comments:
Lower 95% confidence limit
(mg Kci/L) q12.2-
Upper 95% confidence limit
(mg KCI/L) Stk \
48-hour LCy, (mg KCI/L) L1

Test

Reviewed by:

i\
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Environmental Testing Solutions, nc.

Acute Mysid Test-24 Hr Survival
Start Date: 9/10/2024 TestID; AbBKCIAC Sample ID: REF-Ref Toxcant
End Date: 9/12/2024 Lab ID: ETS-Enwr, Testing Sol. Sample Type: KCL-Polassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tes!t Species: AB-Americamysis bahia
Commenis:
Cone-mg/L il 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.9000 0.8000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin S 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
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 01279 0 20
375 1.0000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1279 4] 20
“500 0.8500 08500 1.1781 1.1071 1.2490 8.517 2 5213 2850 0.1279 3 20
*750 00000 Q0000 0.1588 0.1588 0.1588 0.000 2 27.929 2850 01279 20 20
1000 0.0000 00000 O0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Stati Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.06) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 375 500 433.013 005495 005636 05915 0.00201 4.1E-08 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECE0 96%CL
00% 58135 55005 61443
50% 58614 54969 62501
100% 58952 54345 ©39.50 1.0 <
200% 59085 56496 61793 09'
Auto-00% 58135 55005 61443 =]
0.8
0.7 4
v 0.6
§ 0s ]
3 4
& 04+
0.3 4
0.2 4
0.1 1
0.0 - - &
1 10 100 1000
Dese mg/lL
Dose-Response Plot
1 o =
] N 1-tail, 0,05 level
0.9 3 of significance
0.8 3
073
E 06
» O.Sé
b E
- 0.4 4
™~ 3
0.3 4
024
0.1 4
0 - - &
g 8 g g g

O-Control
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1 Acute Mysid Test-48 Hr Survival
Start Date: 9/10/2024 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 9/12/2024 LabID: 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 08000 1.0000
500 06000 06000
750 0.0000 0.0000
1000 0.0000 0.0000
| Transform: Arosin 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 10000 14120 14120 14120 0.000 2 o 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.1469 ] 20
375 09500 09500 1.3305 1.2490 14120 8.661 2 1.581 2850 0.1469 1 20
“500 06000 06000 08861 08861 08861 0.000 2 10.205 2850 0.1469 8 20
*750 00000 00000 0.1588 01588 0.1588 0.000 2 24318 2.850 0.1469 20 20
1000 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 confi d
Hypothesis Test (1-tail, 0.05) NOEC  LOEC ChV TU MSDu MSB MSE  F-Prob df
Dunnett's Test a7s 500 433.013 006555 0.06723 058072 000266 B.5E-06 4.5
Trealments vs D-Control
| Maximum Likelihood-Probit
F Value SE  96%Fiducial Limits ' Chi-Sq Critical P-value  Mu  Sigma Iter
Slope 137501 315512 7.5661 19.9342 a 060941 T7.81472 089428 2709 007273 5
Intercept -32.249 849454 -48.898 -15.6
TSCR 1.0 20
Point Probits mg/L  96% Fiducial Limits o ] V
ECO1 2674 346589 255817 393.471 3 |
ECO5 3355 3BB.488 312339 429.018 0.8 4
EC10 3718 412857 346387 450592 07:
EC15 3964 430156 370.63 466763 ?
EC20 4158 444421 390366 480935 o 0.6
EC25 4326 457.035 407.395 494329 E o5
EC40 4747 490431 448047 535215 i E i
ECS50 5000 511685 472.168 566.132 & 04 4
ECB0 5253 53386 493.594 602334 03 4
EC75 5674 57287 526511 67389
EC80 5842 589129 539.044 706.067 2
EC85 6.036 608.666 553489 746.246 0.1 9
ECS0 6.282 634169 571.589 B800.941
EC95 6645 673949 598598 890822 oo 1 10 100 1000 10000
EC99 7.326 755422 650897 1090.62
Dose mg/L
Dose-Response Plot
1 -
E R 1-tail, 0.05 level
04 3 o of significance
08 3
07
§ 06 3
A 059
§ 04 ]
0.3 3
0.2 3
0.1 4
¢} ~ - - -
g g 5 8 g g




o gy Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

D Sl mtg s Source: Aquatic Indicators, Inc.
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Test date
@ 7-day IC,. = 25% inhibition concentration. An estimation of the potassium chloride concentration

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

Central Tendency (mean logarithmic IC,; converted to anti-logarithmic values)

~— —- — 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,
Sas = 75" percentile of CVs reported nationally by USEPA)
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Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Test date
° Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

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

acceptance criteria.
Central Tendency (mean Control Growth, CV or PMSD)

— == == .+ 05% Confidence Interval (mean Control Growth, CV or PMSD * 2 Standard Deviations)

ntered and
Reviewed by
Jim Sumner




*san|eA gSWG JO AD ‘Yimou3 3yl Jo UonE|ASp pJepURlS =§

asuing

‘%L E > (3nuanad .__omu_ Wd35n AQ pauiwialap ealLd aoueldade punog gsing 1addn
‘1212 3ouejdanie WU B 10U 51 PUB POYISW 3531 341 JO AJMIISUSS a3 01 | [2a11desd e 53uasaudas punog gSiNg Jamo| ayL
%IT < (apuadiad  0T) ¥d3sn Aq paujuialap punog asind Jama
‘1581 AJ121X03 JUANYa ajoym B U] Jueayiudis A)|BIIS1IEIS palejoap 3G UED 1EY) JUILIESI) PUEB [0IUOD 3Y) UI3MIBG 3DURISYIP JUadad WnWiujw 3y} s1 0SNG YL "uoisidaad 1531 Jo Unseaw e §| asd

a pumarn \r ‘san|eA gsiNg 4o AD “Yimoud syl jo Auspua) [eauad = 1)

“20URIBHIP JUEIJIUSIS WNWUIW JUaad = SN
“23uRIaYIp JUeayuBis Wi = as

%82 > (3|nuadiad | 0g) BU211D 33URPING AD WINWIXBW Yd3SN

YImosd [013U0D JO) UORELIBA JO JUIIB0D = AD
“dwiiys Buimains/Bw 070 2 euaIU3 Ajljiqeidasoe 31533 WNWIUIW 435N = YIM0I9 Ueajy |03u0)

‘leAalans 9508 2 BUS1Uo AJjige1dadoe 153) WNWIUIW Y435N = [BAAUNS |0u0) :3joN
L'9Z 97 9vT 7St 61 98 7620 S8T'0 BEZ'0 TL 9100 71 £0T°0 001 vZ-60-L0 0z
99z SE 0'sT 8vT 6T 8'8 162°0 8810 6£7°0 vt £ZE0°0 9'g 0ZT'0 oot vZ-v0-90 61
5'9¢ £E 6'rT 8T 67T 68 1620 8810 6ET0 £TT €970°0 £01 E1T°0 00t vZ-L0-50 81
6'92 BE 'Sk 29t £T 6 S62°0 06T°0 EvEo 0°LT 68E0°0 60T 6IT°0 0ot vZ-60-10 LT
89T €€ 0'sT (481" T £6 00€0 0610 S¥Z0 60T TETO'O s9 1o 0ot vZ-S0-£0 91
viLT LE S'ST 9t 9T 6 66T°0 610 Lyeo (A ELTO0 o8 STT0 00T vZ-90-70 ST
94T o 8'stT 9ot LT L6 vOED S6T°0 0sZ°0 Loz 8v0°0 801 EETO 00T vZ-60-T0 vT
vz 127 LSt 991 97 96 SOE'0 610 6v2°0 8'vE 1860°0 fara 820 00T £2-50-ZT €T
9T £L 6'PL Vot LT S'6 T0E0 610 L¥Z0 TET LVEDD £9 vaz 0 00t £T-LO-TT 44
LET vL T'sT vot 0¢ L6 LOEQ 0610 BrZ0 0ET LIEOOD [1}] vrT0 00T £2-£0-0T It
LET L st 591 TE 86 LOEQ 6810 8rZ0 991 15%0°0 b4 €LT0 0ot £T-IT-60 ot
9ZT L o'st 9t 6T 96 SOE0 6810 LyZ’0 €IT €520°0 8T 90Z°0 00T £7-80-80 6
L2L Lt 'St [Al:) " rA ot ELEOQ 2610 ZsT0 9'vT LEVO'D 0L DOE'D (i1} £T-IT-L0 8
LTT L T'sT £91 v 0ot 90€'0 6810 BFZ0 A YIEOD'O [1R] SvT 0 00T £2-90-90 L
£'€C 9L b'ST 91 Le Tot £ZE0 6LT0 £52°0 98 08100 0's 01Z'0 001 £2-20-50 9
0'€z 98 8'sT zot vy €01 SZE0 £8T°0 pS2'0 €L 0500 9v1 192°0 0ot £2-v0-b0 5
672 T8 S'ST 8'sT 6€ 26 9z£'0 £81°0 520 6T 62£0°0 Lot 8EZ'0 0ot €7-L0-€0 v
o€z 9z €51 25T v'E 96 9z£'0 0810 £S2°0 6L 74100 s9 170 00T £2-£0-20 £
97z 28 st o9t Le 66 €EE°0 £81°0 8570 4 00£0°0 801 6v2'0 001 £2-0T-T0 4
£€7 9z 551 591 €7 v'6 VEE'D LLT0 952'0 01 9520°0 601 9vZ'0 001 72-90-7T 3
ST+1) SZ-1) ST+1) SZ-10 ST+1) ST-10 %) (%) (duwigs [eniuy/aw) %)
[BAIB3U| BIUBPYUOD %56 1 [BAI3JU] 2DUIPLUO) %S6 1 [BAIS3U]| 2IUBPIUO) %S6 1 asid asw A ueay [eAAIng alepisal | saquinuisay
(%) (%) (dwys |eniui/3w) 1591 YIMOJD |043U0D) |os3uo)
asing 1saL AD Yimous |o13uo) Yimoug |043u0) uoeuwIalaq |eJxXoL
*au| ‘si01e31puj anenby :32inos T —
eua) Aljigerdandy 153 ‘Sullsa] JUBIIXO ] 9IUDI3J9Y JU0IYD
piyoq (sisdopisAi) sisAwpdrLiawy il il -




Enwironmental Testing Solutions, Inc.

Page 1of6

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

AbKCICR Test Number: 253
Dilution preparation information: Comments:
KCI Stock INSS number: INSS 12.€8
Stock preparation: 50 g KCl/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 7.5 11.25 15 22.5 30
Diluent volume (mL) 1492.5 1488.75 1485 1477.5 1470
Total volume (mL) 1500 1500 1500 1500 1500
Test organism information: Test information:
Organism age: 7-days old Randomizing template: Greey
Date and times organisms 07-02-24 1200to Incubator number and shelf **1:%“ 53,_‘
were born between: 07-03-24 1130 location:
Organism source: Al Batch Ab: 07-03-24 Artemiag CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= .84 S.U. Date / Time in oven: by 1S
Temperature= Y-\ o¢ *Initial oven temperature: G0 -
Average transfer volume: <0.25mL Date / Time out of oven: el e
*Final oven temperature: M (0" C
Total drying time: '\v[-mﬁ_
Daily feeding and renewal information: *60°C Oven, Thermometer SN: 14-98585
Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SwW
termination batch used
Time Analyst Time Analyst Time Analyst
. 07-09-24 {\720 Jun 10 é( 1330 Al o B
1 3 b
07-10-24 a%00 &4 1100 }1\ ofdu A A"
2
i 0510 }4‘ [RACY Y{ 0430 J on-0é- ™M
3 ;
07-12-24 0530 }\V_ 1o L i | Y &
4
71324 | 0600 | W 1100 0a%3 | k 011
5 - )
07-14-24 b0 1100 h 04w | K \
. 07-15-24 0Soo \ 1100 \ duS - L
7 07-16-24 n ny | N
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 18D104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer i‘b(_i.k‘\\:ﬁs
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 7 <20% 7-day LCso (mg/L KCl) 443.4
Average weight per initial shrimp: n_—m NOEC (mg/L KClI)
Average weight per surviving shrimp: 0. Wil > 0.20 mg/shrimp LOEC (mg/L KCl) 31S
ChV (mg/L KCI) 0.2
ICas (mg/L KCI) 413.4

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutions, Inc.

Page 2 of 6

AbKCICR Test Number: 253

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
¢ 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
' sis|s|s|s|s|s|s]s]|s|s|s]|s|s]|s]s
’ o sl el s| slslslels]sls|lslels]| sls
3
S1s| & S| s| | S| | S|S|S|S|s|s|s |S
4 516 |s|[S|{S| s| s| ] s|t| g|s]| S| s| s|s
? sS|s|s|sls|s|s|s|s|s|s|s|s|s|s]s
g SIS 8| 8|88 |sS]S5 8|88 8| S8 ]s
’ S| % %l &8 S|%[s] 5] & gl 8§ &[%]%]5
# females with eggs in
llemulc:::::I:l::ulepln: | o r————-"-_'_"
i Immature females __,_,.----"'"'_—-."—-_-_- i
# males C""" a
*A = Pan welight (mg) " N c\ A % % b " . _g*—
“naaih? o | ] A8 | 2 ] 0 F A2 R e
is;:lfm % 16, o |63 | M4 (W8S [ [0 jm 19,43 |16 33]1s.38 | 67| L b s 43| 163 | (LS80
C= ; Sj-:mp weight (mg)
ekt 1.0 [0 [1.00 {00 [1-0% [1:05 [1.0d | 105 f.oS |00 [100 | 10&| 104 |1 ¥e |1 foOl
M)IM:__L
Welght per initlal number
:ft’:: :::;'tlpail:r::lmher of
shrimp ‘ 0 A
Hand calculated ":?/ h'sn h?o 'é) ’én ’oo ’9 ’c.o “}0 A" é) :so 1&1 '&‘v ‘6‘ '\9~
ﬂ'm=_61_ o o Y Q‘ 0. 0 L\ v (1] 3] ) 0 ol o V) o
[ R AR Percent reduction from control
g ' M _¢ 47

*Wei

ght 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.

Page 3 of 6

AbKCICR Test Number: 253

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

Survival and Growth Data
Day 375 mg KCI/L 500 mg KCI/L
Q R S T u \' w X Y Z AA BB 1 CcC DD EE FF
g 5 5 5 5 5 5 5 5 5 5 5 5 ) 5 5 5
! S| S| S| S|S| S| $|s|S]|s| s| o s| s|s|s
? s|s|s|s| s S| s sls|s|s|s|s|a"
3 ' wl
sis [s s |s|s|s|s |44 a)adaaeuay
‘ S M| gyl |43 s [R Y [s¥u [y Ul ygzts®
5
sl [s| uls|N NI
6 W T [CY (T §
sl d(d (4 |S |4 ls e TN T
7
slA(d (v s (v s|d|>» 3 (3 [ L|d]| 1|3
# females with eggs in
brood sac ——
# females with developing | —
ova in oviducts |l——
#immature females ,.,--""'-f---. . “.-1:"
# males C:/ [ 4 {\,’\.
oo :::1:'3::::; af A | gol Do o N2 | ap NI R \ \;f
Analyst: H i . . - - ~
Dat::m 1V Q’}- '\\}J Q?‘ \Q\ - “&? \?\ Q} \\‘1 y\ \Q\ Q\' \v\ e ‘g\ f ’?\ )
*B = Pan + Shrimp weight 14 c‘n? E 3
?ﬁ"‘:& 15.90115.94 ﬂt}:l 16.3% |16 [15.28 | ot |1 SE] A 16,03 [1n.$8 |4 g | L2 ) SU 3|0 b
l::a S_h:rnp weight (mg]
Hand calculated a! is oL D-‘I* i o‘ o'ﬁq ).0 ‘ 1.0 s "0\ I°01"' 0-“‘ & Z ."I D 0.1-S o.st & 1‘1 o.ﬂ 0'15 o.ss
Analyst:
Weight per initial number
of shrimp [mg)
=C / Initial number of
e v v v vl O NN .0
Hand :Imlaud WoQ \* :\p \m‘b ‘»“ 'é ’& '\9\ & .& 0@ o\’ 0'vA ‘e pb \\o
vt (G PR P [ D [ TS T o0 (0 | [0 |0 jor 00 |0 ¢
=5 : 1 Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
1 number of shri number of shrim
s cp v (o (%) 401, ] e 30.37

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

Comments:

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

Page 4 of 6

AbKCICR Test Number: 253

Day 750 mg KCl/L 1000 mg KCI/L
GG HH Il J KK LL MM | NN | OO PP QQ RR SS T uu VvV
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
sel S sl ol Sl _cl| sl A5l LS| el
2
: =
1
3 //
4 [
//
5 //
L =
6
//
7 =
//
LA les with eggs in
=I““b::md n:“ -] /
femal, d
. P
Hi ure females 1
mmature femal P / If:"'lr'
# males I | — 4
*A = Pan weight (mg)
Tray color code:
lyst:, ]
_/.’
*B = Pan + Shrimp welght ’.'—’/
i P
Date: _—
€ = Shrimp weight {mg) —
=B-A //
l.tan.d calculated ///J F/ q}lr’
a’\
Weight per initial number
of shrimp (mg)
=C / Initial ber of
shrimp Tmere O o O O o O O O O O O O O 0 O O
Hand calculated
Analyst:
5 T Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
5 ber of shri %, ber of shri %
L number of shrimp {mg) O (%) ‘06 'L number of s nmp813} (%) IOOT.

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

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

Comments:

SOP AT44-Revision 4—Exhibit AT44.1
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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: 253
Test dates: luly 09-16, 2024
Concantration (mg/LKCI}| Replicate Initial number of Final number of | A =Panweight (mg) | B =Pan+Llarvae | Larvae weight [mg) [ Weight / Initial number | Mean survival | Mean weight [mg) |Coeffi of Percent from
larvae larvae weight [mg) =B-A of larvas [mg) (%) 1%} control (%)
A 5 5 14.04 15.10 1.06 0.212
B 5 5 14.28 15.31 1.03 0.206
c 5 5 13.19 14.19 1.00 0.200
2] 5 5 13.85 14.85 1.00 0.200
Control £ 3 5 13.21 424 103 ETT 100.0 0.207 22 Not applicable
F 5 5 13.57 14.62 1.05 0.210
G 5 5 12.28 13.32 1.04 0.208
H 5 5 14.88 15.93 1.05 0.210
1 5 5 15.68 16.73 1.05 0.210
J 5 5 14.28 15.38 1.10 0.220
K 5 5 13.77 14.87 1.10 0.220
L 5 5 11.60 12.68 1.08 0.216
=0 ™ 5 5 14.39 15.43 1.04 0.208 100.0 0.219 69 59
N 5 5 14,08 15.34 1.26 0.252
o] 5 5 15.47 16.58 111 0.222
P 5 5 13.69 14.70 1.01 0.202
Q 5 5 14.50 15.50 1.00 0.200
R 5 4 14.70 15.49 0.79 0.158
S 5 4 13.26 14.27 1.01 0.202
T 5 4 14.40 15.39 0.99 0.198
3 u 5 5 15.25 16.26 1.01 0.202 e el B2 "
v 5 4 14.23 15.28 1.05 0.210
w 5 5 13.07 14.08 1.01 0.202
X 5 4 11.56 12.58 1.02 0.204
Y 5 3 14.44 14.92 0.48 0.096
Z 5 3 14.61 15.01 0.40 0.080
AA 5 3 13.30 13.55 0.25 0.050
BB 5 3 14.48 14.86 0.38 0.076
- cc 5 2 14.00 14.27 0.27 0.054 - O:a7 %3 il
DD 5 3 14.09 14.56 0.47 0.094
EE 5 2 14.13 14.38 0.25 0.050
FF 5 3 14.05 14.60 0.55 0.110
GG 5 [¢] 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
] 5 0 0.00 0.00 0.00 0.000
750 T 5 5 e .00 .00 .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
[+]5] 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
Qa 5 0 0.00 0.00 0.00 0.000
RR 5 [ 0.00 0.00 0.00 0.000
1000 s S ) 506 on 500 Py 0.0 0.000 0.0 100.0
L1 5 1] 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
wW 5 [ 0.00 0.00 0.00 0,000
Dunnett's MSD value: 0.0146 MSD = Minimum Significant Difference
PMSD: 7.1 PMSD = Percent Minimum Significant Difference

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

Lower PMSD bound determined by USEPA (10th percentile) = 11%.
Upper PMSD bound determined by USEPA (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
ity 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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Mysid Survival and Growth Test-7 Day Survival
Start Date: 7/9/2024 Test|D: AbKCICR Sample ID: REF-Ref Toxicant
End Date: T16/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
|Comments:
|_Conc-mg/L 1 2 3 4 5 6 7 8
D-Ceontrol  1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
250 1.0000 10000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
375 10000 08000 08000 08000 1.0000 08000 10000 0.8000
500 06000 06000 06000 06000 04000 06000 04000 06000
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
1000 00000 00000 0.0000 00000 0.0000 00000 00000 O0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mglL.  Mean N-Mean Mean Min Max CV% N Sum __ Critical Resp  Numb
D-Conftrol  1.0000 1.0000 1.3453 13453 1.3453 0.000 8 0 40
250 1.0000 1.0000 13453 13453 12453 0.000 8 €68.00 48.00 0 40
*375 08750 08750 11964 1.1071 1.3453 10.301 8 4800 4800 5 40
*500 05500 05500 08357 06847 08861 11.153 8 36.00 48.00 18 40
750 00000 0.0000 02255 02255 0.2255 0.000 8 40 40
1000 00000 0.0000 02255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.87479 0.904 0.01799 055012
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 250 375  306.188
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 11.3554 1.66292 B.09604 146147 0 242904 7.81472 048825 269322 0.08806 5
Intercept -25.582 446069 -34325 -1684
TSCR 10 =
Point Probits  mg/L  95% Fiducial Limits 09 f
ECO1 2674 307.857 254035 344.536 ’
ECO05 3.355 35348 306,739 385625 0.8
EC10 3.718 380.504 338.544 410.253 07 4
EC15 3.964 399.894 361377 428307 ' ]
EC20 4.158 416.007 380.198 443.709 o 0.6 1
EC25 4.326 430347 396.711 457.841 %”-5‘
EC40 4747 468712 43895 498433 @
EC50 5000 493421 464.126 527.248 & 041 I
ECB0 5253 519.431 488,827 550.916 03 - |
EC75 5.674 565.738 529.207 622.999
EC80 5842 58524 545236 651.041 0.2 1
EC85 6.036 608.821 S564.079 685875 0.1
EC90 6.282 639.847 588179 733.033 5% A
EC95 6.645 688.763 625.007 809.993 A 10 0 1000
EC99 7.326 790.833 69B.747 979.159
Dose mgl/L
Dose-Response Plot
4 &
00 §
08 ]
07 3
EXTE
@ 05 3
= 3
8 04
5 E
0.3 7
0.2
0.1 3
0 : = - b
S 8 g g g
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_\ ;nulmnmnml Testing Solutions, Inc,
Mysid Survival and Growth Test-Growth-Weight
Start Date: 7/9/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 7H6/2024 LabID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Cone-mglL 1 2 3 4 5 & 7 8
D-Control 0.2120 0.2060 0.2000 0.2000 0.2060 0.2100 0.2080 0.2100
250 0.2100 02200 02200 0.2160 02080 0.2520 0.2220 0.2020
375 0.2000 0.1580 02020 0.1980 02020 0.2100 0.2020 0.2040
500 0.0960 0.0800 00500 0.0760 0.0540 0.0940 0.0500 0.1100
750 0.0000 00000 00000 00000 00000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
'IT__ fie m:_l._.llﬂ formed Rank  1-Tailed Isotonic
Conc-mg/lL. Mean N-Mean Mean Min Max CV% N Sum  Critical Mean N-Mean
D-Control 0.2065 1.0000 0.2065 0.2000 0.2120 2.181 8 0.2126 1.0000
250 0.2188 1.0593 0.2188 0.2020 0.2520 6.910 8 89.00 45.00 0.2126 1.0000
375 0.1970 0.8540 0.1870 0.1580 0.2100 8.194 8 0.1970 0.9285
500 0.0763 03692 00763 00500 0.1100 30.280 -] 0.0763 0.3586
750 0.0000 00000 00000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 00000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew  Kurt
| Shapiro-Wilk's Test indicates non-nermal distribution (p <= 0.01) 0.81308 0.844 1.81934 6.08637
|F-Test indicates unequal variances (p = 4.90E-03) 11.2641 8.88531
‘Hypothesis Test (1-tail, 0.01) =
| Wilcoxon Two-Sample Testindicates no significant differences
| Treatments vs D-Control
Linear interpolation (200 Resamples)
Point mg/L SD 96% CL Skew
Icos 335.05 2750 29816 37941 0.1018
[Ic10 380.84 10.90 346.31 289.71 -1.9066
IC15 391.84 559 37945 40020 -0.3929 1.0 -0
IC20 402.85 527 39164 41107 -03104 0_9:
Ic2s5 413.85 5.08 40282 42165 -0.1989 08 ]
|1C40 446.87 540 43592 45673 0.2101 -
IC50 468.88 6.26 45743 48198 04013 873
06 4
2 054
E 04 4
§ 03]
0.2 4
0.1
00 4
014
-0.2 - T
0 500 1000 1500
Dose mg/L
Dose-Response Plot
03 7
0.25
x 02¥
§ 0.15
0.1
005
0 . . . >
g & 8 £ 8

D-Control
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 253

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

sheet.
Day
(Analyst identified for each day, performed pH, D.0. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst e o N ko A o i {0 (A n
pH (S.U.) 1,91 1.1 172 [1.uAa 1.18 Y b
DO (mg/L) 1.4 12 Y Y =) 4
CONTROL, [ Salinity (ppt) v, 2M 243 1S.0 1s.0 25|
Salt SW Alkalinity R ] i
(mg CaCO/L) \S0 By _ B \S0 3
Temperature (°C) AT e ) i L e T WS .L | L.0
pH (S.U.) .84 1. 1Yy 1112 .70 ‘\.j b ’1«{93
250mg | DO (mg/L) ~A 16 34 3 +b AN
KCl/L Salinity (ppt) 244 2553 20 g NS .\ 252,
Temperature (°C) ¢ .1 1b.0 5.0 o3 A5 e |
pH (5.U.) . al 2.9 |1.73 [1.22 |13 | 430
375mg | DO (mg/L) 1.4 18 £Y) 2 | 3 [ Y
KCl/L Salinity (ppt) Q] 238 AN .M NS\ 258
Temperature (°C) Ry .0 AS.1 e .\ S Ye.
PH (5.U.) .92 (115 97 [aa |14 |43y
500mg | DO (mg/L) 1.4 22 21 1 3N 33 14
KCl/L Salinity (ppt) 2s.0_| 2sS 2350 S-S S-3 259
Temperature (°C) 154 1s-4 as. L -\ S| .0
pH (S.U.) .93 (L7 I
750mg | DO (mg/L) g.0 .8 L
KCI/L salinity (ppt) 232 | 25.6 T,
Temperature (°C) 15 8 “s.9 ~ -
pH (S.U.) 1.93 | 1.1% e
1000mg | DO (mg/L) 8.0 14 {(Jll\
KCI/L salinity (ppt) 25 253 i TN
Temperature (°C) 1.9 6. | i
Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



Emvironmental Testing Selutions, Inc.

Page 6 of 6

AbKCICR Test Number: 253

Day

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

Conc. Parameter 4 5 6
Analyst vv BsL geL BsL gL Lo | W N, N
pH (5.U.) 119 1.8v 151 332 3¢ [1asy [ 1.18 [ s
DO (mg/L) 14 | %o 318 13 75 0.) Ty | LA
conTroL, [ salinity (ppt) : 250 231 | M8 2y, 449 1.4
Salt SW [ Alkalinity B j EC TR T R
(mg CaCOs/L) [rosng-nd 5 \So § <5 FEs ; :
Temperature (°C) 5.1 AL \ S . .. D e | NS .1 .0
pH (S.U.) 94 | 352 18% 13 181 11b |1.82 .S
250mg | DO (mg/L) Y6 | g0 .0 2.5 1K L) 1. ]
KCl/L Salinity (ppt) Z50 25.1 252 AN 2853 253 2s.3 S\
Temperature (°C) LU T I TR § 1§ - %.4 5.2 | Y%.0 NS\ G-
pH (S.U.) 313 [33e 390 332 75 1.8 1.83 RV
375mg | DO (mg/L) Q9] %o g.0 13 34 g 4.9 b-§
KCl/L Salinity (ppt) 25.0 25 252 Sy 253 235 255 RCR |
Temperature (°C) 5.3 1%L.0 B.1 16.9 163 Yo .0 AS.\ -\
pH (S.U.) 320 | 733 133 ¥ 382 (778 |71.8Y A-$8
500mg | DO (mg/L) 690 ) 9.0 T 34 142 24 G.£
KCl/L Salinity (ppt) 250 255 253 | Zsy 257, 2.0 25.0 \S.b
Temperature (°C) 5.1 e .0 AS-2- | 25.a 15.\ e L 1S-3 L. (y
pH (5.U.) ——
750mg | DO (mg/L) T~
kci/L | salinity (ppt) i
Temperature (°C) =
pH (5.U.)
1000 mg | DO (mg/L)
kcl/L | salinity (ppt) Trro T~
Temperature (°C) T~
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



> J— g Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart
) Srpresieal The e . Source: Aquatic Indicators, Inc.
OSS—T——T——7—T—7T T 7T T T T T T T T T 1 T T ]
[ Control Limits (+ 2 Standard Deviations) ]
0.50 = i
i L T T T T e ]
i ® ® ° N
0.45 - . e e e
e ) .
[ "‘“9‘-.*—-3---&.__._ mmmmmmm ,,.-_‘.__.u-m..:n_,__m__ﬁt__ 3 ]
0.40 & —— :
g i ]
~ 0.35 e 7
~ L, i
=T¢] 8 J
""":n | | | | | | | | | | | | | | | | | | | L
1 L) R P s eSS SUSO SOONS. NOUNS. NS YN Sy e oo s o /e oy sy s e S
B i Warnlng Limits ]
© TR e s o 4 ¢ 3 o 8 s i
M 05 E e
: [ ] L ® " . i ?l.
L e ® o 4 o ® ° o -
04 —v -
0.3 __ ....................................................................................................... _“
0.2 9§ F 4 ¥ F o o p. . § 4 e S T Y
0&&0'1;:’01 1’;0 1%.0“13 1-1:5051'3 1;'.091'3 01;;. ‘51;’;.01 1,';.0‘91'109 1’10 0&.091'& 060“ ,091’& 5
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).

Control Limits (mean logarithmic IC

Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)

,s £ 2 standard deviations converted to anti-logarithmic values)

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

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

S

ATS

= 75" percentile of CVs reported nationally by USEPA)

teved and
Revinwed by
Jim Sumner
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~  Environmental Testing Sokutlons, Inc.

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

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

acceptance criteria. ;
atered and

Central Tendency (mean Control Growth, CV or PMSD) i

Hm Sumner

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

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
AbKCICR Test Number: 254

Dilution preparation information: Comments:
KCI Stock INSS number: INSS 114%
Stock preparation: 50g KCl/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 7.5 11.25 15 225 30
Diluent volume (mL) 1492.5 | 1488.75 1485 1477.5 1470
Total volume (mL) 1500 1500 1500 1500 1500
Test organism information: Test information:
Organism age: 7-days old Randomizing template: [
Date and times organisms 08-06-24 1200 to Incubator number and shelf S $
were born between: 08-07-24 1130 location:
Organism source: Al Batch Ab: 08-07-24 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH = R Y\ S.U. Date / Time in oven: og-w-wl 1000
Temperature= 18.0 °C *Initial oven temperature: Lo C
Average transfer volume: <0.25mL Date / Time out of oven: 0d- W\ 1Dop
*Final oven temperature: Lo C
Total drying time: - Wouns
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 R
08-13-24 ™0 ‘ 1400 {}1 oo | K 08-0A 2l &
1
08-14-24 oLto | A o | 4 0400 | M L
2 08-15-24 Jo00 Lh \L1D U K 0AD R od-n-
3 0’ 4 b1
08-16-24 200 Q4 1\30 3.! 040y, X |
4 08-17-24 o A | \L00 H 0410 Y—( 08+ -4
5 08-18-24 0\ 00 11200 0410 | M 08-1$+ 1
Al vr U
6 08-19-24 00 x\ L0V % 0A\D - L
7 08-20-24 E 0460 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 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 Iw.jh s s
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 0O7. <20% 7-day LCso (mg/L KC) 3.1
Average weight per initial shrimp: 0.244 NOEC (mg/L KCl) NS
Average weight per surviving shrimp: o.Mk > 0.20 mg/shrimp LOEC (mg/L KCI) Sod
ChV (mg/L KCI) 433.0
ICas (mg/L KCI) Yo,

SOP AT44-Revision 4-Exhibit AT44.1



Envirenmental Testing Solutions, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 254

Day

CONTROL

250 mg KCI/L

D

—
=~

M

o

w

w

w

un
(¥ ]

v

w

A A N J‘\ N[N v o

7

VAN V.S I SR AR Y SR AN W

Y A A RZAR AN AN EZ)

I A IPA PR A R

Ajln|nln|p|SNA
A EARAPACAPA LS

A A AR AR AN A
(/\(/\J\wd‘mm

Al | p D n|n] |7
AN Al nln | N D

#females with eggs In
brood sac

9
S
S
S
S
S
&

H females with developing
ova In oviducts

# immature females

# males

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

Analyst:~ /&

Date: ;22_2 o - -

G

N\’
‘\C?'

el N

*8 = Pan + Shrimp weight
(mg}

Mll'!':l'. E! ‘ -

RC L L.t

™1 &

K.

U\ 16,57

oM 1a. 8k

C = Shrimp weight (mg)
=B=-A

Hand calculated

Analyst: é&

wy1

tal

L\

1.1

1.34

1.1k

L1 &

|.SO Iol&

Weight per initial number
of shrimp (mg)

=C/ Initial number of
shrimp

Hand calculated

Ny &
) ~

o) o o

n
0—

0

o

~
-

)

~

N n

¢)

o

NS

0

~
)
»
(o]

Analyst:, a‘ :

b

Py

Wi &
s =20 R r:’:»}

Average weight per initial

| number of shrimp (mg)

0.21b

e

| Average weight per initial

AE

number of shrimp (mg)

0.L13

(%)

Percent reduction from control

-al

*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:
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Environmental Testing Selutions, Inc.
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AbKCICR Test Number: 254

| Average weight per initial

Sy number of shrimp {mg)

Lt 4, BRI

0.2

(%)

5

Percent reduction from control

Average weight per initial

number of shrimp (mg)

| 0-1549

Survival and Growth Data
Day 375 mg KCI/L 500 mg KCI/L
Q R 5 T U Vv W X Y Z AA BB cC DD EE FF
9 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
sls [S|S| 8|5 315135495 is{s|siSls
. S S| SIS S| S| S| S| S| SIS sis]8]s
3
SIS S| SIS| s/ s s|s|[s|s]|s]|Hd]s]s
4 = 1 l&
ol S| g S slalsls s a[vYs]s]ulgYs
’ sl sl s|s]slsls|s[>™a|n|[uYs|alals
° sl sl s|s|s|s|sls|> x|t
\* ‘*
’ sl s| sl sl slslis|s]|> %M |27 »|22M |3
# females with eggs in =]
brood sac ] — =
iy po—"
Himm :Iure :ermlles W
# males ] NS
"A = Pan weight (mg) é -
Tray color code:
g1/ 0%6 ¢ v
Analyst: V| b 1 Y| Py 4 %) 9 \ vl X AN Q) qq/‘l X
g ; al | AP 5 N |4 A7 A G RN
e \?’% N RS &Y {‘7'\ \"J?’ >Ry [ O O Sl U RS
*B = Pan + Shrimp weight
L",',:’,m g S0 | th. 28 [13.88 15,00 [ 1L (W3 R T CYIT A o BT R EE S AR AR Ty R 1.4 | e
Date: bt 1
€ = Shrimp weight (mg)
=B-A
bl e 120 (A3 [ 1 [ (14T (1S 1aS (ke 1 88 1l (043 [0.11 [0.41 ] 0.M4 [0.62 [ 615
Ana;n:_L v
Weight per initial number
of shrimp (mg)
:hcrl.:'::iﬂal number of )? 9 o ) & o Q “:;) o h,:, ) N > % Q) )
Hand calculated ':‘ ’3. ,.\"," '{'V v '{? r\'? N "A L \'% {-, \" & ) &’
Analyst: ! L © 0 9 Q' o o 0 \\) o 1] 0 o o 0 L} b’
: T

Percent reduction from control

(%)

as.b 7.

*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:
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Environmental Testing Solutions, Inc.

Survival and Growth Data
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AbKCICR Test Number: 254

Day

750 m

7 KCI/L

1000 mg KCI/L

GG HH 1]

1

KK LL MM [ NN

00 PP QQ

RR

S5 uu [ w

5 5 5 3

5 5

0N 054

0%

034

5
0*4
/__

7

# females with eggs in
brood sac

# females with developing
ova in oviducts

Himmature females

# males

-

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

Analyst:
Date:

*B = Pan + Shrimp weight
(mg)

Analyst:

Date:

C = Shrimp weight {mg)
=B-A

Hand calculated
Analyst:

_“-

o8-

Weight per initial number
of shrimp (mg)

=C / Initial number of
shrimp

Hand caleulated
Analyst:

0| 0|0

0 |0 |0

01010

0 0

i m e gy
g _‘—',:?5"4*-'. For -

| number of shrimp (mg)

Average weight per initial

0

Percent reduction from control

e ’b ﬂ T-\.

Average weight per initial
number of shrimp (mg) O

Percent reduction from control

™) 1067

*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:
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: ! ] ! 'I! : ;!!!l:,. . Americamysis bahia Chronic Reference Toxicant Test

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

Quality Control

Enwimmes nul Feing Sl s Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 2
Test dates: August 13-20, 20
Concentration (mg/LKCI)| Replicate Initial number of Final number of | A = Pan weight [mg) B = Pan + Larvae Larvae weight [mg) | Weight / Initial number | Mean survival | Mean weight (mg) Colﬁ?dlm of variation| Percent reduction fra
larvae larvae welght mg) =B-A of larvae [mg) 1%) %) contral (%)
A 5 5 15.03 16.42 1.38 0.278
B 5 5 15.44 16.86 1.42 0.284
C 5 5 14.52 15.59 1.07 0.214
D 5 5 13.07 14.18 1.11 0.222 i
Control E s 5 1358 1202 134 rETT] 100.0 0.246 111 Not applicable
F 5 5 13.10 14.27 117 0.234
G 5 5 13.25 14.37 1.12 0.224
H 5 5 12.58 13.80 1.22 0.244
I 5 5 12.76 14.15 1.39 0.278
J 5 5 15.15 16.41 1.26 0.252
K 5 5 15.39 16.57 1.18 0.236
L 5 5 13.54 15.04 1.50 0.300
o M 5 5 12.68 13.86 1.18 0.236 1000 .73 ne 89
N 5 5 13.13 14.37 1.24 0.248
o 5 5: 13.85 15.35 150 0.300
P 5 5 10.96 12.62 1.66 0.332
Q 5 5 13.82 15.02 1.20 0.240
R 5 5 15.16 16.39 123 0.246
5 5 5 12.77 13.88 111 0,222
T 5 5 13,93 15.05 1.12 0.224
a7s M s 3 1479 1626 147 PETY] 100.0 0.2a2 9.6 15
v 5 5 13.25 14.50 1.25 0.250
w 5 5 13.18 14.33 1.15 0.230
X 5 5 13.33 14.49 1.16 0.232
Y 5 3 14.49 15.34 0.85 0.170
Z B 4 13.31 14.42 111 0.222
AA 5 4 13.92 14.85 0.93 0.186
BB 5 3 13.42 14.19 0.77 0.154
50 cc 5 3 1271 13.63 0.92 0.184 625 0159 264 356
DD 5 e 11.58 12.07 0.49 0.088
EE 5 3 12.37 12.89 0.52 0.104
FF 5 3 11.94 12.69 0.75 0.150
GG 5 ] 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
L] 5 Q 0.00 0.00 0.00 0.000
J 5 0 0.00 0.00 0.00 0.000
750 XK 5 2 5.00 00 T 0.000 0.0 0.000 0.0 100.0
LL 5 1] 0.00 0.00 0.00 0.000
MM 5 0 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
aa 5 0 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 5s = o 0.00 .00 00 6000 0.0 0.000 0.0 100.0
T 5 0 0.00 0.00 0.00 0.000
uu S 0 0.00 0.00 0.00 0.000
v 5 0 0.00 0.00 0.00 0.000
Dunnett's M5D value: 0.0406 MSD = Minimum Significant Difference
PMSD: 16.5 PMSD = Percent Minimum Significant Difference

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

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

Upper PMSD bound determined by USEPA {90th percentile} = 37%.

Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PMSD data from EPA’s WET

Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower 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, Volumes 1 and 2-Appendix. EPA-821-8-01-004 and EPA-821-B-01-005.
US Envi | Pr ion Agency, Cinci 1, OH.
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Statistical Analyses

Mysid Survival and Growth Test-7 Day Survival

| Start Date: 81372024 TestID: AbKCICR Sample ID- REF-Ref Toxicant
IEnd Date: 8/20/2024 LabID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
| Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 L] 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 10000 1.0000 10000 10000 1.0000 1.0000
375 10000 10000 1.0000 10000 10000 10000 1.0000 1.0000
500 06000 08000 068000 06000 06000 04000 06000 06000
750 0.0000 00000 00000 00000 O0.0000 00000 00000 0.0000
1000 00000 00000 0.0000 0.0000 00000 00000 0.0000 0.0000
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 10000 10000 13453 13453 13453 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 1.0000 1.0000 1.3453 13453 13453 0.000 8 68.00 48.00 0 40
| *500 06250 06250 09162 06847 11071 14934 8 36.00 48.00 15 40
750 0.0000 00000 02255 02255 02255 0.000 8 40 40
1000 0.0000 00000 0.2255 02255 0.2255 0.000 8 40 40
‘Auxiliary Tests Statistic Critical Skew Kurt
| Shapiro-Wilk's Testindicates nen-normal distribution (p <= 0.01) 0.53774 0.904 0.17453 8.81285
| Equality of variance cannot be confirmed
sis Test (1-tail, 0.05) NOEC  LOEC Chv TU
| Steel's Many-One Rank Test a7s 500  433.013
| Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
| 0.0% 537.74 50995 567.04
50% 53848 50754 571.30
10.0% 53921 50412 576.74 10 o
200% 54080 49231 59363
Aulo-00% 537.74 509.95 567.04 0.8
0.8
0.7
o 0.6
0.5
w
& 04
| 03
| 0.2
0.1
0.0 v " o
1 10 100 1000
Dose mag/lL
|
Dose-Response Plot
19 > -
0.9 3
0.8;
o7
| 5 o.aé
@ 0.5 3
> ]
8 047
| ~ 3
0.3 9
| 023
0.1 3
E - b
: B 8 2 g

D-Control




Tered and
Statistical Analyses g
.‘f Envirenmental Testing Sohutions, Inc.
Mysid Survival and Growth Test-Growth-Weight
Start Date: 8/13/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 8/20/2024 LabID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sampie Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species; AB-Americamysis bahia
Comments:
Conc-mgiL 1 2 3 4 5 & 7 8
D-Control 0.2780 0.2840 0.2140 0.2220 0.2680 0.2340 0.2240 0.2440
250 02780 0.2520 02380 03000 02360 0.2480 0.3000 0.3320
375 0.2400 02460 02220 02240 02940 0.2500 0.2300 0.2320
500 0.1700 02220 0.1860 0.1540 0.1840 0.0980 0.1040 0.1500
750 0.0000 00000 00000 00000 0.0000 0.0000 00000 0.0000
1000 0.0000 0.0000 0.0000 00000 00000 00000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Control 0.2460 10000 0.2460 0.2140 0.2840 11.062 8 0.2594 1.0000
250 02728 1.1087 0.2728 0.2360 03320 12978 8 -1.842 2799 00406 0.2584 1.0000
375 02423 09848 02423 02220 02940 9.561 8 0.258 2799 0.0406 0.2423 0.9240
500 0.1585 06443 0.1585 0.0980 02220 26.440 8 0.1585 06111
750 0.0000 00000 0.0000 00000 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 Testindicates normal distribution (p > 0.01) 093234 0.884 0.63585 -0.5648
Barlletf's Testindicates equal variances S_g = 0.54) 1.22554 9.21035
hesis Test (1-tail, 0.01) NOEC  LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 375 =375 0.04063 0.16517 0.00221 0.00084 0.09606 2,21

Treatments vs D-Control

Linear Interpolation (200 Resamples)

|Point mgiL sSD 96%CL Skow
IC05 34466 3321 29400 39370 -0.0027
Ic10 388.15  18.82 34171 416.14 -0.6819
Ic15 40751 1521 38098 44046 0.3902 1.0 o
Ic20 42687 1627 40275 466.16 0.7459 06 ]
IC25 44622 18.04 42083 49116 0.8849 )
1C40 50453 2044 47062 54517 0.2848 <]
IC50 54545 2002 50022 57931 -0.2220 0.7 7
0.5:
- 0.5:
§_ 0.4 4
§ 03 4
0.2 -
0.1 4
00 ¢—/
a14 ™
02 v .
0 500 1000 1500
Dose mglL
Dose-Response Plot
0.35
0.3 3
0.25 ¢
5, ] T 1-tail, 0.01 level
%‘ 0.2 of significance
= 1
015
]
019
1
0.05
]
o]

2501
3751
5001
7504
000

D-Control
1




Envitonmental Testing Solutions. Inc.

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

Page 5 of 6

AbKCICR Test Number: 254

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst | /O rFa . f/l AU W yL
pH (S.U.) : 2,50 INS M 13}
DO (mg/L) N9 ZR) Y
CONTROL, | salinity (ppt) . 15.0 .4 25,1
Salt SW Alkalinity : ; = 25
| (mg CaCOs/L) NS q g o
Temperature (°C) S We. 0 LA | A5.2 | W.0
pH (S.U.) ey 264 767 Na 340
250mg | o (mg/L) A3 | a7 20 734
KCi/L salinity (ppt) AS.A s S-S Wl 25,6
Temperature (°C) .M ALy - — 1S -\ S -\ .1
pH (S.U.) Ve | 74 7249 Y w8 ALY
375 mg DO (mg/L) =15 /-J,L{ ’},@ (23 N
KCl/L salinity (ppt) 35.6 1.6 | 1wy %S | ASa
Temperature (°C) 184 NS -& AS-\ \S-\ o 1
pH (5.U.) AN | 2.7 | 770 a1 7Y
500mg | DO (mg/L) =10 NS 39 2. 3.
KCl/L salinity (ppt) Kb 5.5 s 1s.b | 6.4
Temperature (°C) NS-3 A5 nS-\ 1S. | Ty
pH (5.U.) 6| 747 |
750mg | DO (mg/L) R.0 S5 T~
KCI/L salinity (ppt) 2L | TN
Temperature (°C) 159 K.4 S~
pH (S.U.) e 747 By
1000mg | DO (mg/L) §-0 Ve PPN
KCI/L Salinity (ppt) 259 15.4 Mg
Temperature (°C) s-y W -\ _
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—-Exhibit AT44.1



Page 6 of 6

Environmental Testing Solutlons, Inc.

ADbKCICR Test Number: 254
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst ’ﬂ’o W Bse B % o ) 5 && A
pH (S.U.) s | 14y 1132 ol | 9.0> 7 &b 272 L
DO (mg/L) g 3.3 38 M - Ly
conTRoL, | Salinity (ppt) 252, 232 [24.1 S0 16X
Salt SwW Alkalinity »':t' = -E\J Z s e ) ot
(mg CaCos/L) R e B
Temperature (°C) S\ 1S5 .4 as. L 'U-' \
PH (S.U.) 1My |255 14z |Asg : - ;
250mg | DO (mg/L) 2,0 .9 33 5n» ; " : Xl
Kcl/L | salinity (ppt) 2.3 253 5% 5.2, : g‘g& f.t A
Temperature (°C) 2S5 -\ .0 5.2 | s WS- 'u, S AS .\ S . f
pH (5.0 AY |35+ (345 | T | 80y | 272 | 72z | G0y
375mg | DO (mg/L) 20 | 3. 19 5.5 13 2.3 1 b.b
KCI/L Salinity (ppt) 25.4 Z<s Z54 53 Zs.\ RS. S 25G¢ s
Temperature (°C) A8 | as.1 .0 || Ww.D S\ W - As-V 1 8.§
o (5.U) Ay 1 +5x |23+ | T8 oy | 27z | 222 | 934
500mg | DO (mg/L) 090 | 1o 13 M 1Y 1.3 BTN by
Kci/L | salinity (ppt) 25.U ) 25w 254 252 |57 1as.4 AS-S
Temperature (°C) ~g. L \S-T7 1$-0 | w.0 1S, Uer L 15-\ \S-§
pH (S.U.)
750 mg DO (mg/L)
KCl/L salinity (ppt) s
Temperature (°C) \
pH (5.U.) -
1000 mg | DO (mg/L) i~
Kci/L | salinity (ppt) TNy
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final
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* y —_ Americamysis (Mysidopsis) bahia
| Chronic Reference Toxicant Control Chart

g Sebmions o Source: Aquatic Indicators, Inc.
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Test date
® 7-day IC, = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
~— — = 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,
S,,s = 75" percentile of CVs reported nationally by USEPA)
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e e Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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Page 10f6

Envirenmental Testing Solutions, Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
AbKCICR Test Number: 25

Dilution preparation information: Comments:
KCl Stock INSS number: INSS T™VY
Stock preparation: 50 g KCl/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 7.5 11.25 15 22.5 30
Diluent volume (mL) 1492.5 | 1488.75 1485 1477.5 1470
Total volume (mL) 1500 1500 1500 1500 1500
Test organism information: Test information:
Organism age: 7-days old Randomizing template: ey
Date and times organisms 09-03-24 1200 to Incubator number and shelf S
were born between: 09-04-24 1130 location: 8
Organism source: Al Batch Ab: 09-04-24 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= =1.06S S.u. Date / Time in oven: o jona
Temperature=  15.0D °C *Initial oven temperature: Ly L
Average transfer volume: <0.25mL Date / Time out of oven: 0% 1%-1M 1050
*Final oven temperature: Lo " C
Total drying time: 4-Ma0S .
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
2 09-10-24 B0 M0 U 110 U oA ol A
Al u ¥
1 09-11-24 0$00 W W00 )il {olly = n y
2 ’ o =
09-12-24 oso0 | LL00 n 1o\ | Kk oh-oM- - B
3 -13-
09-13-24 osos | 100 \4\ 0§ SD \
4
09-14-24 060 v L L0b }f 04Ax1 A 04- -l
5 Ll .
0152 | oo | I \“leo |k oo | M \
6 09-16-24 <00 )8 W00 \4 04db AU ~L
N h
7 09-17-24 1610 'N
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 | \ApdeVof S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: o1. < 20% 7-day LCso(mg/LKCl) | 523.9
Average weight per initial shrimp: .13\ NOEC (mg/L KCl) ;1S
Average weight per surviving shrimp: 0. 235\ > 0.20 mg/shrimp LOEC (mg/L KCl) 500
ChV (mg/L KCI) 43%.0
1Cys {myL KCI:l qbz.s

SOP AT44-Revision 4-Exhibit AT44.1



. Environmental Testing Selutions, Inc.

Survival and Growth Data

Page2o0

f6

AbKCICR Test Number: 255

f Average weight per initial

number of shrimp (mg)

| Average weight per initial
| number of shrimp (mg)
0.1

(%)

~ud 7

Day CONTROL 250 mg KCI/L
A B C D E F G H 1 J K L M N (o] P
. 3 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
slsl S| S| S]S| 9 S]S| §S|s8[SIS|S (S
2
Sl s | S| S| S| s S| S| S| s ] S S| S 58
3 = — o~ -~ _— — _— - - <
SIS |5 3/s|5|s|s|s|s5|S8| 5s|S|SS
4
SIS S| S| S| S| SIS S|S|S|S|s]S|9]s
5
ol <ls]s]s]s]s|s]2]ls]s]sls]s]<]s
6 ~ ~ < gl — =~ o~ —~ —
SIS |S|5|S|S|s|s|Ss|S|S|s|S|S|S|s
’ s| s| s| S| s| s|s|s]|s sl s|sls|s|s
lfemlhl:::iil;h‘:us in — —
# females with developing L —1
ova in oviducts =]
# immature females | — A
# males | — — — o Id ld;
*A = Pan weight [mg)
Tr‘Iyqurcqld : O
4—7:&13:‘- bt gz S R I 2 BN I R o BV N IS (R O | o8| & || O
:::::rst: 1) ¢: qz\ & ) 0, g\‘ \oh. . Q” {’\y \,}!’ \;)‘.a {)\‘Q Q}q’.j Q:,\ ‘\\’?‘ \q)? \")' {T\‘
*B = Pan + Shrimp weight
:?'::]“'"‘ A calo| W3 | 1sad [iead a7 W82 Tig MY 13,99 |1kl 15,26 (1622 [, a4 |1 OV 14,1 | LS [15. 2
ate: ol L B ~
C = Shrimp welght {mg)
A M0 1108 | iy [ 18 (s (s [ ks fuol 20 s e LoD (oY [as e
:::L :Iaulnud :
Weight per initial number
g o A
shrim ‘b \o \o
H dpl lated o | "}0 ’\S;V N&O ,C" 'e > "'og 4\'?’ &\\
and calculate P ~ 5 . e . 4 o’ o v
Analyst: ;& o o () (») 0 0 v 0 o

Percent reduction 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 AT44-Revision 4—Exhibit AT44.1



' Environmental Testing Solutions, Inc.

Page3 of 6

ADbKCICR Test Number: 255

Survival and Growth Data
Day 375 mg KCI/L 500 mg KCI/L
Q [ R s [Tt Julv]iw[ x| vy [z Ta[es | c [op] e | F
8 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
SIS|S|S|s|[s|S|S| S| S| SIS S| s S]s
2 A W) dA
SIS S| S| s|S| S|S| gl 8| s |43 a7
5| s|s|s|s|s|s|s[4]ur|5 |37 3|4 |1]3
4 VAL [
S| S| S|IS|S|s|s (S>3 >]|3 (4|1 |3
5 .
s|s|s|sls|s|s|s|als]s|s]2d]|s
° s|s|s|lsls|s|s |S]|3]|3| 33| 2|Y
o)
7
sl sl S| S| 3| s|sls | s s> s{r{d4]vp
# females with eggs in
brood sac ]
# females with developing | —
ova in oviducts —|
# immature females - —___________-—-‘
# males 4’"— ] Y *1"‘
;ﬂ!PI:'IWI;:hl[m,B]
ray color code: & N
igk ol IR P ISP I IO R I B ol I IO T I S S O
odyremll A D ol RN R KO S KN S K O KO O B R A
*B = Pan + Shrimp welght
(mg) 4 1.4 |33 w.S 15.4b6 [13.92[13. &S w14 s,
0 16.£4 [ 1540 128 16, 13703 15,57 [3.98 [iq.db i .99 [15.20 |y, 4S [ S-26
gl 5"
C = Shrimp welght (mg)
=B-A
e e V0 [ LOL .08 1 (LD fude i [10S o5 |0.4E [0.6N | 0A% [ 0 M2 [0 6L | .2k | 0- %€
Malwt:_&&“
Weight per initial number
of shrimp {mg)
=C / Initlal number of % \0 ‘ & N
shrimp \®]
IR ol A B AR IS P I 8 &
Hand calculated " . ! A £ i" o 3\ D . o . o D' Y o' ]
Analyst: gl o v} v} QO ) o V) (v} o o
I.f tsl | Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
o 2 | number of shrimp (mg) (%) number of shrimp (mg) (%)
RAsi e 0-118 v, 6.\ S\.&7.
| PSS

*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



: Environmental Testing Solutions, Inc.

Survival and Growth Data

Page 4 of 6

ADKCICR Test Number: 255

Day

750 mg

KCI/L

1000 mg KCI/L

GG HH 1] J)

KK

LL

MM

00

PP

QQ

RR SS

T

Uu

VA

5 5 5 5

5

5

5 5 2

5

tA Ohl

Osck

Sk

Sd

0*4

SA

SA

Sdo

OSJ\

OSﬁl.

S

/

7

# females with eggs in
brood sac

# females with developing
ova In oviducts

# Immature females

vl

# males

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

Analyst:
Date:

*B = Pan + Shrimp welght
(mg)

Analyst:,

Date:

C = Shrimp welght [mg)
=B-A

Hand calculated
Analyst:

&

L]

-

Welght per initial number
of shrimp (mg)

=C / Initlal number of
shrimp

Hand calculated

Analyst:

0

O

0

@)

| Average weight per initial

=
v
s -

' number of shrimp (mg) 0

Percent reduction from control

(%)

001

Average weight per initial
number of shrimp (mg)

(%)

0

100 7.

Percent reduction from control

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

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

Comments:
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T 5 4 . Americamysis bahia Chronic Reference Toxicant Test
' : EPA-821-R-02-014, Method 1007.0

) Environmental Testing Solutions, ln’ Quality Control
RN NG Verification of Data Entry, Calculations, and Statistical Analyses

Test number:

i

Test dates: September 10-17, 2C
Concentration (mg/L l(ﬂTI Replicate Initial number of Final number of | A=Panweight[mg)| B =Pan+Larvae Larvae weight [mg} | Weight / Initial number | Meansurvival | Mean weight [mg) of Percent reductian fro
larvae larvae weight ["E.I =08-A of larvae (n_sil (%) [£3] control (%)
A 5 5 14.12 15.26 1.14 0.228
] 5 5 13.83 14.93 1.10 0.220
3 5 5 12.69 13.74 1.05 0.210
D 5 5 14.81 15.94 1.13 0.226
Control F. s y 1398 457 T 35 100.0 0.231 6.8 Not applicable
F 5 5 13.74 14.89 1.15 0.230
G 5 5 14.29 15.44 1.15 0.230
H 5 5 12.67 13.59 132 0.264
1 5 5 15.65 16.66 1.01 0.202
J 5 5 14.06 15.26 1.20 0.240
K 5 5 13.83 15.22 1.39 0.278
L 5 s 13.70 14.94 1.24 0.248
20 M 5 5 14.98 16.01 1,03 0.206 10,0 0234 ng e
N 5 5 13.08 14.12 1.04 0.208
o 5 5 13.33 14.56 1.23 0.246
P 5 5 14.04 15.26 1.22 0.244
Q 5 5 14.69 15.89 1.20 0.240
R 5 5 14.08 15.10 1.02 0.204
H 5 5 13.91 14.99 1.08 0.216
T 5 5 15.50 16.74 1.24 0.248
375 U 5 5 12.63 13.73 1.10 0.220 T B2es 2 3z
v 5 5 14.31 15.57 1.26 0.252
w 5 5 1241 13.58 1.17 0.234
X 5 5 13.41 14.46 1.05 0.210
Y 5 3 12.94 13.46 0.52 0.104
z 5 3 13.04 13.52 0.48 0.096
AA 5 3 13.16 13.85 0.69 0.138
BB 5 3 14.00 14.99 0.99 0.198
#00 cc 5 2 14.78 15.20 0.42 0.084 5.0 0111 389 518
DD 5 4 13.84 14.45 0.61 0.122
EE 5 1 13.93 14.12 0.26 0.052
FF 5 3 14.78 15.26 0.48 0.096
GG 5 (1] 0.00 0.00 0.00 0.000
HH 5 4] 0.00 0.00 0.00 0.000
[} 5 Q 0.00 0.00 0.00 0.000
i 5 0 0.00 0.00 0.00 0.000
750 oK % 5 .00 0.00 0.00 0.000 0.0 0.000 0.0 100.0
[18 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
[]s] 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
Qa 5 [*] 0.00 0.00 0.00 0.000
RR 5 1] 0.00 0.00 0.00 0.000
000 - 5 0 0.00 0.00 0.00 0.000 “w e e 1000
jas 5 4] 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 MSD value: 0.0288 MSD = Minimum Significant Difference
PMSD: 12.5 PMSD = Percent Minimum Significant Difference
PMSD is a measure of test precision. The PMSD is the minimum percent difference between the control and treatment that can be
declared statistically significant in a whole effluent toxicity test.
Lower PMSD bound determined by USEPA (10th percentile) = 11%.
Upper PMSD bound determined by USEPA (90th percentile) = 37%.
Lower and upper PM5D 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 [imit 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 Method: I 1 and 2-Appendix. EPA-821-B-01-004 and EPA-821-8-01-005.

US Environmental Protection Agency, Cincinnati, OH,
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Envirenmental Testing Solutions, Inc

Statistical Analyses

wnd
Reviewed by
mas.{w

Mysid Survival and Growth Test-Growth-Weight

D-Control

2501

375

7504

| Start Date: 9/10/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
|End Date: 9/17/2024 LabID: 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 | 2 3 4 5 6 7 8
D-Control 0.2280 0.2200 0.2100 0.2260 0.2380 0.2300 0.2300 0.2640
250 0.2020 0.2400 02780 0.2480 0.2060 0.2080 0.2460 0.2440
375 0.2400 0.2040 02160 0.2480 0.2200 0.2520 0.2340 0.2100
| 500 0.1040 0.0960 0.1380 0.1980 0.0840 0.1220 0.0520 0.0960
| 750 0.0000 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000
1000 0.0000 00000 0.0000 00000 00000 00000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Conc-mgl.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 0.2308 1.0000 0.2308 0.2100 0.2640 6.824 8 0.2324 1.0000
250 0.2340 1.0141 0.2340 02020 0.2780 11.302 8 -0.316 2799 0.0288 02324 1.0000
375 0.2280 09881 0.2280 0.2040 0.2520 7.888 8 0.267 2799 0.0288 0.2280 09812
500 0.1113 04821 0.1113 0.0520 0.1980 38.926 8 0.1113 04788
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.97705 0.384 0.29486 -0.2874
Bartlett's Testindicates equal variances (p = 0.37) 2.000864 9.21035
Hypothesis Test (1-tail, 0.01) NOEC LOEC ChV TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 375 =375 0.0288 0.12481 7.2E-05 0.00042 0.84451 2,21
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95%CL Skew
IC05 382.76 35.03 248.02 38766 -3.5277
IC10 395.20 585 380.26 40093 -0.5728
_IC1S 407 64 6.27 39299 416.34 -0.2528 1.0 < v
lIc20 420.07 7.05 40512 43201 0.1013 09 1
Ic2s 432.51 8.08 417.21 44886 0.3988 i
Ic40 46983 1202 45016 49630 0.8968 08 1
11IC50 494 .71 17.18 471,53 53762 1.1047 0.7 1
| 0.6 -
@
g 0.5 4
o 0.4 4
& 0.3 4
0.2
0.1
0.0
0.1
0 500 1000 1500
Dose mg/L
Dose-Response Plot
0.3_
0.25
. \L 1-tail, 0.01 level
g 027 of significance
2 1
® ]
% 0.15 1
S 01
0.05
0 y




i Testing 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: 255

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst V\'/_ / 4 Jn WK 29 L A
o 5.0) 3 %.uz 5;145 756 | 7.45 | AN
DO (mg/L) 23 X %) : . LS
CONTROL, [ salinity (ppt) 2s0 [25.7 |a¢o 280
Salt SW Alkalinity _ | | = '
(mg CaCOs/L) 45 T ca
Temperature (°C) s 4 S A S - 1 UL
pH (5.U.) 202 [ Yl M Ay
250mg | DO (mg/L) 1Y Y| £5) , v
KCl/L salinity (ppt) 25 A6.% 29.% 124.4 26.L| 255
Temperature (°C) . oo tm 185 . L 18-3 L. O
PH (S.U.) 222 | Nl oA 745 | 7.72 | _AUS
375mg | DO (mg/L) Y Y (AN I3| 23 273 X
KCl/L Salinity (ppt) n2 6. 25.5 19kl 25.6 253
Temperature (°C) S .4 Wo.1m L TRAY -\_s, R \S-3 -0
pH (.U /%'uf‘; A0l AR 7.¢5 |z75 | A9
500mg | DO (mg/L) Y ; A% N3 | 6 ba
KCl/L salinity (ppt) 25.M 284 24-6 264 s/ 239
Temperature (°C) L. Ue.Q 151 1!.- 0 As-1 U
pH (5.U.) e | Al |~
750mg | DO (mg/L) I3 S
KCl/L salinity (ppt) 253} [26.3
Temperature (°C) Wb 1%.0 e
pH (S.U.) IS | N8 S~
1000mg | DO (mg/L) 74 Yy S
KCl/L Salinity (ppt) 259 26-) N
Temperature (°C) 1.0 1L \
Initial Final Initial Final Initial Final )

SOP AT44-Revision 4—Exhibit AT44.1



Environmental Testing Selutlons, Inc.

Page 6 of 6

AbKCICR Test Number: 255

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst A | B | ese 8sc gsc | 2o fBn J\é,,
pH (5.U) 50 |59 |2.u8 | 361 |23 =7z |79%3 |70
DO (mg/L) A 15 13 1y .0 %S 1-4 -
CONTROL, | Salinity (ppt) 246 || 243 24.6 249 | Mo 2o | 2s) | 252
SaltSW | Alkalinity PR WP T Aol A o]
(mg CaCOs/L) s e |00 s R e i
Temperature (°C) ~s.) k-5 g T O 2 1 P, T % e b AS. 2 War Yy
pH (S.U.) Q 2ua 11 154 130 P IS 7.3l 7.5
250 mg | DO (mg/L) v 35 28 15 I Y e B | 1.3
kci/t | salinity (ppt) 250 | 252, | 250 250 2s.1 25, z<) || 253
Temperature (°C) NG in (R e L W W O 5. Ws. | 1 0 W..D
oH (5.U) Yol | %12 1328 17v2 1390 | =80 |23 | 720
375mg | DO (mg/L) Y 15 18 4 3.0 24 1.9 13
KCl/L salinity (ppt) 250 2 25.) 253 25.\ 2773 25.) 253
Temperature (°C) AS.S \e-) S| W0 1S-5 el 5.2 We. 0
pH (5.U.) ’lf,u 1 [ 3 134 3. %o 333 2.8/ 2,85 7.6/
500 mg | DO (mg/L) Yo 3:5 3.§ J.¢ q.0 1.3 N4 -3
KCl/L Salinity (ppt) 25.0 255 23) oM 25.2 Z5M 232 Zsg
Temperature (°C) 1s. \ V. L WS L W.0 S-3 Vo. L 8. e O
pH (S.U.)
750 mg DO (mg/L) ‘\1
KCl/L Salinity (ppt) T~
Temperature (°C)
pH (S.U.) R
1000 mg | DO (mg/L) 9|1y
KCl/L Salinity (ppt)
Temperature (°C) =
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1




> p—m—— g Menidia beryllina
Acute Reference Toxicant Control Chart

£ . .
- Source: Aquatic Indicators, Inc.
1.8 S N e e A SR e T e e e i e e
- Control Limits (+ 2 Standard Deviations) -
1.6 e g =
- —
— e S — — ——— " — — —— — —— T T .
[ [ ]
i @ ® 4
®
°® ® L e
1.4 + ° ® o .
@ ® .
— - i — ) Y, I | Wa S Sh— T — — c— ®
O - o . :
x —— — — —
I 12
g i
—
2 | I 1 I l I L L l L L l | L l I | | |
Y 13
o | . T T T T T T T T 1 T T T 1 T T 1 T T 1
S
= .
] i Warning Limits 1
£
X 16t A
L > = 4
®
° - o
1 4 = L L4 T ) =
w.___"._,,_...--.--..-,.-,'--..:-u-.l.‘._:.,...n...._.,.,_‘- i R —
[ iR ® T 0O T O g @iz, i
1.2 =
1 L | 1 L J_ | I [N NN N N L l | L 1 L I
1.° 2> A At ot ) ) ,1:'— o P 1:5 2> Ak ah
yg‘\ 0&01 0,0 &q‘) ,06 s {5 QQ‘J 01;;_0’0 oy 96’01 09 Ay _Q% ngl '\— o 09 O&’Qh AY
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,, t+ 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic LC,, + S, ,, converted to anti-logarithmic values,
Sai0= 10" percentile of CVs reported nationally by USEPA)
nered and
Reviewed by

Fim Sumner
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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 & 3 3

Dilution Preparation:

Page 1of

Test concentrations (mg/L KCI) 1000 1250 1500 1750 2000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
| ized water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 10.0 12.5 15.0 17.5 20.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 490.0 487.50 485.0 482.5 480.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: ‘L'lqa
Chemical Analyses: Hours
0 24 48
Concentration *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
|Analyst % é’" A" Vt/ 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
Dissolved (me/U a ’:o ?}f}?‘fg 2‘1( ' bench sheet and transcribed to this bench sheet.
issolved oxygen (mg 1. 3 ‘},
Control, *Salinity (ppt)
Saltsw Ve 2.9 8.y | 8-
*Alkalinity {(mg/L CaCO,) I 00 Chemical analyses:
*Temperature (°C) 1‘_\‘ﬂ '\_‘-\."\ -\.Q\ 4 j |Parameter Reporting limit  |Method number Meter Serfal number
IpH (5.U.) -4 o 2 e B /}56 pH 0.15.U. SM 4500-H+ B-2021  |Accumat AR20 93312452
Dissolved oxygen (mg/L) g. 0 ’} iv) /}.‘}, Dissolved oxygen 1.0 mg/L SM 4500-0G-2021 | YSI Model S2CE 08A100271
1000 mg/L ~—
*Salinity (ppt) 1 S é A8 _‘1 "Ls, o Salinity 1.0 ppt SM 2520 8-2021 Y51 PRO30 180104324
*Temperature (°C) 1.0 . ‘\ wi. L Alkalinity 5.0mg CaCOy/L  |SM 2320 8-2021 Accumet AR20 93312452
pH (5.U.) 2| 7.7 3 /}_ L2 Temperature 0.1°% M 25508-2010 Digital Thermometer M\UJS
Dissolved oxygen (mg/L) (b}
1250 mg/L = $ q'g ,}"U
*Salinity (ppt) lg g 4,.-0 1% G\
J . a -
*Temperature (°C) 15.0 '\."\ o 1‘{- L
|eH (s.u.) .L49 7,72 o LS
Dissolved oxygen (mg/L) L0 /S
1500 mg/L -— Lf Yo
*Salinity (ppt) a G 9\ 1 3 =L 5
*Temperature (°C) 5.0 WA | WA
PH S 1-LS | 7,49 Yl
Dissolved oxygen (mg/t) 8‘ 0
1750 mg/L - P‘)s"‘r q.lﬂ
*Salinity (ppt) a 6 | -“..q L .‘I
*Temperature (°C) -Ls "—I 3 ..\ A 1\{ . S
pH (s.u} 1. 2 7(_} \
: ES
Dissolved oxygen (mg/L) % \ i:‘
2000 mg/L 5 §.0 q'b +—
*Salinity (ppt) D\ g a_ "u' ; L,\ \
*Temperature (°C) -0 1‘{ . 3 \

S0P AT48-Revision 3-Exhibit AT4E
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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 # 9\‘-!

Feeding Test Initiation or Termination Location Randomizing
Hours Date Saltsw Batch
Time Analyst Time Analyst Incubator/Shelf Template
n *
eaton | @ GVl A DY) zﬂ Mo n \C Jouaw | 0804038
a T
2 lotarwd Y ¢ X
48
Termination a t '\s- \‘\ ‘ 1;35 X(

*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): 0R- -1

Age (9 to 14 days old): 10 HwlS

Date organisms were born: o '““‘a‘; e

04-0% -l Wap

Average transfer volume: <0.25mL

Transfer bowl information: PHSU): = 2§

Temperature (°C)

M.
Survival Data (number of living organisms):
Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Hars Replicate Replicate Replicate Replicate Replicate Replicate
A B o D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
Ty . Kl L) [P A WwA|  fod
24 il ol 10 4 & 3|1 2| V| 2
W 14 2

48 10 (o]l 10 |to | 4 ¢ | © \ (| O OO0

Termination
Mean Survival 10O I 1001 &S 1. IS?- 5T O &
Comment codes: d = dead, u = unhealthy, s = stressed

Statistics:
Method Pﬂoﬁ ‘1__ Comments:
Lower 95% confidence limit
(mg KCIfL) ih2.8
Upper 95% confidence limit “‘ISO 8
(mg KCI/L) '
48-hour LC;, (mg KCI/L) VN8 L

Test
Reviewed by:

SOP ATAR-Rewvicinn -Frhihit AT4R 1
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..\ Environmental Testing Sobutions, Inc.

Statistical Analyses

Acute Silverside Test-24 Hr Survival

10001

D-Control

*1250 4

*1500

*1750

Start Date: 8/13/2024 TestID: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/15/2024 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: ME-Menidia berdlina
Comments:
Conc-mg/L 1 2
D-Contrel 1.0000 1.0000
1000 1.0000 1.0000
1250 09000 0.8000
1500 0.3000 0.2000
1750 01000 0.2000
2000 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  Critical MSD Resp  Numt
D-Control 10000 1.0000 14120 14120 14120 0.000 2 4] 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.2089 0 20
*1250 08500 08500 11781 1.1071 1.24%0 8517 2 3.191 2.850 0.2089 3 20
“1500 02500 02500 05216 04636 05796 15723 2 12.148 2.850 0.2089 15 20
*1750 0.1500 0.1500 03927 03218 04636 25550 2 13.807 2850 0.2089 17 20
2000 0.0000 00000 0.1588 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
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TV MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1000 1250 1118.03 0.1042 0.10687 048374 000537 7.6E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  96%Fducial Limits Control  Chi-Sq  Critical P-value Mu Sigma Iter
Slope 16.1221 274859 10.7349 21.5093 0 3.03416 7.81472 0.38639 3.15471 0.06203 4
Intercept -45.86 B.B9957 -62.912 -28.809
TSCR s 10
Point Probits m 86% Fiducial Limits 1
ECO1 2674 102426 848.155 1131.45 02
ECO05 3.355 1128.97 978.136 122146 0.8
EC10 3.718 11891 105424 127372 07 « ]
EC15 3.964 123146 110809 1311.2 o
EC20 4158 1266.2 1152.15 134258 @ 0.6 4
EC25 4326 129679 119065 137089 0.5 :
EC40 4.747 137719 1289 144992 o 1
ECS50 5.000 1427.93 134747 150472 & 04
EC80 5253 148054 140404 156666 0.2
ECT75 5674 1572.33 149275 1687.25 1
ECB80 5842 161031 152641 1741.14 929
ECB85 6036 165575 156486 180803 0.1 4
EC90 6.282 171474 16129 189816 - 1
Eco 7326 199089 181070 20407 T o0 oo 1000
- . - - Dose mg/L
Dose-Response Plot
14 -
0.9 3 \ T 1-tail, 0.05 level
] of significance
08 3
0.7 -
E 06
@ 05 7
¥ i
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. Environmental Testing Solutions, Inc.

Statistical Analyses

Acute Sit Test-48 Hr Survival Rl
Start Date: 8/13/2024 TestiD: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 8/15/2024 LabID: ETS-Envr. Tesling Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia benyllina
Comments;
Conec-mg/L 1 ]
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 0.9000 0.8000
1500 0.2000 0.1000
1750 0.1000 0.0000
2000 00000 00000
Transf Arcsin Square Root 1-Tailed Number Total
Conc-m, Mean N-Mean Mean Min Max CV% N t-Stat __ Critical MSD Resp Number
D-Control 1.0000 1.0000 14120 14120 1.4120 0.000 2 0 20
1000 1.0000 10000 14120 14120 1.4120 0.000 2 0.000 2850 0.2330 Q0 20
*1250 0.8500 08500 1.1781 11071 1.2490 8517 2 2.861 2850 0.2330 3 20
“1500 01500 01500 03927 03218 04636 25550 2 12.489 2850 02330 17 20
“1750 00500 0.0500 0.2403 01588 03218 47963 2 14,334 2850 0.2330 19 20
2000 00000 00000 01588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critioal Skow  Kurt
Normality of the data set cannot be confirmed
Equality of variance canng!_l_:'l_e confirmed
thesis Test (1-tail, 0.05) NOEC  LOEC Chv TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 1000 1250 1118.03 0.12079 0.12388 064531 0.00668 6.4E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 96% Fiducial Limits Control  Chi-Sq Critical P-value Mu Sigma Iter
Slope 20.7256 399919 128872 28564 0 223037 781472 0525959 3.1409 0.04825 3
Intercept -60.097 12.5882 -84.77 -35.424
TSCR 1.0
Point Probits mg/lL  96% Fiducial Limits 09 1
ECO1 2674 1068.2 B95879 11827 :
ECO05 3355 115222 1008.52 123247 0.8 4
EC10 3718 119968 1073.15 127265 07 A
EC15 3964 12328 111831 130139 "
EC20 4158 1259.77 115489 132546 @ 0.6
EC25 4326 128338 118658 13472 0.5
EC40 4747 134485 126619 1408.16 o
EC50 5.000 138324 131246 145075 @ 041
EC60 5253 142273 135636 14991 034 |
EC75 5674 149088 142344 1593.27
EC80 5842 1518.82 144838 163519 &2
ECB85 6.036 155205 147662 1687.01 0.1 9 |
EC90 6282 1594.9 151133 1756.42 o I
EC95 6645 166059 156197 1867.35 b B TR SR i W
. A . 00.35
EC99 7326 1791.2 1657.09 21 Dose mglL
Dose-Response Plot
14 =
09 \l 1-ail, 0,05 level
083 of significance
0.7 3
§ 0.6 7
@ 051
:
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g
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0.1 4
0 v —
E g g g g g




e Menidia beryllina
Acute Reference Toxicant Control Chart
Source: Aquatic Indicators, Inc.
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Test date
5} 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).

e Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)

wn v« Control Limits (mean logarithmic LC,, +

2 standard deviations converted to anti-logarithmic values)

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

Sat0= 10" percentile of CVs reported nationally by USEPA)

#entered and
Reviewed by
Jim Suminer
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Page 11¢

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 #

Dilution Preparation:

_as

Test concentrations (mg/L KCl) 1000 1250 1500 1750 2000 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 10.0 125 15.0 17.5 200 prepare the concentrations evaluated for toxicity.
mL Dilution water 490.0 487.50 485.0 482.5 480.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: u\“
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
C i { L
oieEration Analyst {V ?’rj V\J _2/) ."{7}/*" Temperature and salinity performed at the time of test initiation or termination by the analys
pH (s.u.) } performing the toxicity test. Alkalinity performed by the analyst identified on the test specifi
- ,‘}J"% ‘w} 7‘ 7 Z bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) ql"_; QA q‘q
Control, [+safinity (ppt) ~ ¢
saltsw 250 [28.4 |24
*Alkalinity (mg/L CaCO,) a5 Chemical analyses:
*Temperature (°C) 1.\ %.0 % Parameter Reporting limit  |Method number Meter Serial numbe
H(5.U. - - %
|pH (5.U) q ‘{4 (‘ /}MS 7765 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR2O 93312452
Dissolved oxygen (mg/L) /}‘ ‘]. q T q‘s Dissolved oxygen  |1.0 mg/L SM 4500-0 G-2021  |¥SI Model 52CE 084100271
1000 mg/L —
*Salinity (ppt) Z_? } R S C} 2 E: 9\ salinity 1.0 ppt SM 2520 B-2021 Y51 PRO3O 180104324
*Temperature (°C) G S 5.0 |atkalinity 50mg CaCO,/L  |5M 2320 8-2021 Accumet AR20 93312452
|pH (5.U) A I E Q,,US =, 7 é Temperature 0.1°%C SM 25508-2010 Digital Thermometer \‘!dﬁ%?
Dissolved oxygen (mg/L) q 3} q S /} .,(
U . .
1250 mg/L
g/ *Salinity (ppt) 25. > 2 42 26 L
. 9 : y
*Temperature (°C) &K1 R L s 1
H(5.U.
P 23 | M [ 275
Dissolved oxygen (mg/L) "} 6 q A q q
[ [}
1500 mg/L
g/ *Salinity (ppt) ) 2 6 .;k 24 7
*Temperature (°C) - %1 1s.0
H (5.U. ;
e QY | AS |2 74
|oissolved oxygen (mg/L) q &i q G '}-U
1750 mg/L . u -
¢/ *Salinity (ppt) 25.8 2 6 3 2 6 7
*Temperature (°C) R 5.0 s . {
H(s.uU) i
i A6 | Y42 |2.75
Dissolved oxygen (mg/L) /}_q q_ q /}‘l’
2000 mg/L - : -
*Salinity (ppt) Z'O \ a' é _ g ;}\7 ) 1
*Temperature (°C) 1.0 15-3 s -. |

SOP AT48-Revision 3-Exhibit &



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

Page 20of 2

MbKCIAC # 0\5
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSw Batch
Time Analyst Time Analyst Incubator/Shelf Template
*
.ni.f.h" Qa0 T T\ s 8 \J\ \F PNV 0a-0 W A
2 Ao 300 K
e | O3V 5o 1!
*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: Aguatic Indicators, Inc.
Batch (Al Batch Mb): 0 2-3\-14
Age (9 to 14 days old): \Q eSS
0é 3v-) 100
Date organisms were born: o
06 3\- v\ WhO
Average transfer volume: <0.25 mL
Transfer bowl information: pH (5.U.): -\.\-\'l
Temperature (°C)
.S
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 I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
o sd| - &d whk |, 3¢
22 | oo |0 |10 | &f|ro [ et T Y| 0™
A 7y wl )’ 8 ol 1L v
48 npflto| w || ¢ 11 S Vo ol o
Termination
Mean Survival too1. 1001 ST vO 7 104, Ol
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method Pﬂ-o e Comments:
Lower 95% confidence limit
(mg KC/L) q13. 0
Upper 95% confidence limit
(mg KCI/L) 1570.0
48-hour LCq, (mg KCI/L) 1415. 0

Test

Reviewed by:

v
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Enviranmaontal Testing Selutions, inc.

Statistical Analyses A

et by

Acute Silverside Test-24 Hr Survival

Start Date: 9/10/2024 TestID: MbKCIAC Sample 1D: REF-Ref Toxicant
End Date: 9/12/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina
Comments:
Conc-mgiL 1 2
D-Control  1.0000  1.0000
1000 1.0000 1.0000
1250 09000 1.0000
1500 0.9000 0.7000
1750 0.2000 0.2000
2000 00000 01000
Tr m: in 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 10000 1.0000 14120 14120 14120 0.000 2 o] 20
1000 10000 1.0000 14120 14120 1.4120 0.000 2 0.000 2830 0.28286 0 20
1250 09500 09500 1.3305 1.2480 1.4120 8.661 2 0.8186 2830 0.2826 1 20
“1500 08000 08000 1.1201 089912 12490 16280 2 2.924 2830 02826 4 20
*1750 02000 0.2000 04636 04636 04636 0.000 2 9.499 2830 0.2826 16 20
*2000 00500 00500 0.2403 01588 03218 47963 2 11.736 2.830 02826 19 20
Auxiliary Tests Statisti Critical Skew Kurt
Nermality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.06) NOEC LOEC __ ChV TU MSDu___MSDp __ MSB MSE __ F-Prob df
Dunnet's Test 1250 1500 1368.31 0.15746 0.16149 0.53119 0.00997 6.8BE-05 5.6
Treatments vs D-Control
Maximum Likelihood-Probit
F t Value SE __ 96%Fducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 18.0466 3.2436 11.6891 24.404 0 1.73708 7.81472 062872 3.2069 0.05541 3
Intercept -52.873 104184 -73293 -32.453
TSCR - 1.0
Point Probits mgll. 96%Fiducial Limits oe i
ECO1 2674 1196.71 100288 13089 =
ECOS 3355 130543 114314 140051 0.8 4 L
EC10 3718 136736 122445 145348 07 _
EC15 3.964 14108 128161 149145 o
EC20 4158 144631 132811 1523.28 @ 0.6 9
EC25 4326 1477.48 136852 1552.06 Gl
EC40 4747 155905 147048 1633 1
EC50 5000 1610.27 152993 1689.77 § 047
EC60 5253 1663.17 158652 1754.33 0.3
EC75 5674 175498 167377 1879.94 1
EC80 5842 1792.81 170662 193576 02 T
EC85 6.036 183793 174415 200472 0.1 ]
EC90 6282 189632 1790.72 209712 1
EC95 6.645 1986.29 185946 224507 80 1 10 100 1000 10000
EC99 7.326 2166.74 199063 255773 Dose mgiL
Dose-Response Plot
14 .
09 \\
3 T 1-tail, 0.05 leve|
083 of significance
0.7 7
g 06 3
& 0.5 7
£ o043
3 0.4
0.3 4
0.2 1
0.1 4 1
4
0

O-Control
1000 1

12501

*1500 1
750
*2000
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. Environmantal Testing Selutlons, Inc.

Statistical Analyses

Acute Silverside Test-48 Hr Survival

1000
*1250
*1500
1750

2000

Start Date: 9/10/2024 TestlD: MbKCIAC Sample ID- REF-Ref Toxicant
End Date: 9/12/2024 LabID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012  Test Species: MB-Menidia benylina
Commenis:
Cone-mg/L 1 2
D-Contral 1.0000 1.0000
1000 1.0000 1.0000
1250 08000 0.9000
1500 0.7000 0.5000
1750 0.1000 0.1000
2000 0.0000 0.0000
Tr 'm: Arcsin Square Root 1-Tailed Number Total
Cone-mg/L Mean  N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Numt
D-Control 1.0000 1.0000 14120 14120 14120 0000 2 0 20
1000 1.0000 1.0000 14120 1.4120 14120 0.000 2 0.000 2.850 0.2253 4] 20
*1250 08500 08500 1.1781 1.1071 1.2490 8.517 2 2.960 2850 02253 3 20
*1500 06000 06000 08883 07854 09912 16379 2 6.626 2.850 02253 8 20
*1750 0.1000 0.1000 03218 03218 03218 0.000 2 13.794 2850 0.2253 18 20
2000 00000 00000 0.1588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Statis th Critical Skew Kurt
MNormalily 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 _ FProb __ df
Dunnett's Test 1000 1250 1118.03 0.11538 0.11834 041737 0.00625 1.6E-04 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  956%F Limits Control _ Chi-Sq  Critical P-value Mu Sigma Iter
Slope 16.9676 29321 11.2207 22.7145 "] 216136 7.81472 05396 3.17405 005894 3
Intercept -48.856 9.33187 -67.147 -30.566
TSCR 1.0
Point Probits _mg/L__96%Fiducial Limits i ] y
ECO1 2674 1088.79 908197 1197.02 ]
ECO5 3.355 119428 10409 12871 0.8 4
EC10 3.718 125464 1118.2 133929 a7 ]
EC15 3964 1297.08 117273 137668 4
EC20 4158 133182 121723 140798 @ 0.6 4
EC25 4326 136237 1256.02 1436.22 i 654
EC40 4747 14425 135469 151514 @ E
EC50 5000 149296 141299 1569.96 @ 041 i
EC60 5253 154518 1469.11 163194 031
EC75 5674 1636.06 155666 175241 1
EC80 5842 167359 158979 1806.11 Rt
ECB85 6.036 171843 162769 187262 0.1 1
EC80 6.282 1776.55 167477 1962.02 0.0 /
EC95 6.645 1866.33 174431 210575 ' 1 10 100 1000 10000
EC99 7.326 204717 1B77.3 241122 Dose mglL
Dose-Response Plot
4 i
093 \‘r 1-tail, 0.05 level
08 of significance
0.7 4
:
4
g
0.1 4
0




> W~ Menidia beryllina

Chronic Reference Toxicant Control Chart

-\ L ] -
.. Environmental Testing Solutions, Inc. Source: Aquatlc Indlcators’ Inc.
0.4 N R R e B B EES LS. i R e e T e e . e
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- Control Limits (+ 2 Standard Deviations)
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Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the copper concentration

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

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

tered and
Reviewed by
Jim Sumner
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A 4 Menidia beryllina
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.

3.5 T T_Jo I Lol == ] =& JooI—d= L1 ]
30F T y o 3
— - ® [ ] -
£ g 2 5 - ]
S ! 3 ® @ o
gf_aﬁ - L S @ = ® ® B .
S5 20 F ® e
- s - e ® ® ® L ]
9c 15F @ 3
= - E ]
¥ R o P :
Q ‘éﬂ 1.0 SRR S 3
05 F — — — -
C USEPA Minimum Acceptance Criteria (> 0.50 mg per surviving larvae) ]
E_ | L L I | | L L L 1 [ L L | l | l | [
L I ! [ | | | | | | | | | | | | | | | | |
< - USEPA Maximum Coefficient of Variation Guidance Criteria (< 18%) 1
= 20 | -
5 £ -
; § B Sy, —— S S g A
T o s e SIS LIS e e S ESES pm e, WSS s ° _
§ o L e ® . ® J
w O 10 |- ° ® o ® ®
S = F — . N -
c O - ® ® -
0 O | ° ® i
2 5 e e O °
£ 8 L ~ e e o i o B . ]
g 0 J
o - 2
C | l l | l | | | | | | | | | | | | | | | &
T T 1 L1 _1_J_71T T T T T T T T T T T T T 7
. .,' ""'-\- mmmmmmmmmmmm i
30 r---_.,.__,/‘/ USEPA UpperPMSD Bound Acceptance Criteria (< 23‘;:] —
_ \
— - \'\ i
2\?" 20 B s e e e e o _|
3 . . . -
S L * % ¢ & e e .2 ]
o - &) ® o - ® i
® C] i v —
10F USEPA ]
i Lower PMSD Bound ;o |
R i / ]
] \l ] I | | 1 1 | | | | Jz‘ | ] l l 2]
] 0 0 0 '\. A A 1 1 1 1 1 > %} > B
420 428 11. 2 o7 g:L o oW @ 1 W @ (o R k)
o 8 0 8 Y L A L G 9 P 0
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)
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- === - 95% Confidence Interval (mean Control Growth, CV or PMSD + 2 Standard Deviations)
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Testing Solutl 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: 147

Dilution preparation information: Comments:
Cu Stock INSS number: INSS W1\
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSQ: in 500-mL deionized water
Dilution prep (mg/L} 0.025 0.050 0.100 0.200 0.500
Stock volume (mL) 0.5 1.0 2.0 4.0 10.0
Diluent volume (mL) 1999.5 1999.0 1998.0 1996.0 1990.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: Aquatic Indicators, Inc. Randomizing template: o ANNER.
Incubator number
Age: 10-days old and shelf location: =)
Batch: Al Mb 08-03-24 Artemia CHM number: CHM1294
atch dates and timec B4 1300t gg:nf :r{;rfnaﬂ:n Ifor weight d’etermfnat:‘ir:
es mes: 08-03-24 1130 e ime in oven: AgE-1b 13460 |
*Initial oven temperature: Wb C
. ] pH(S.U)= M.AE Date / Time out of oven: af-w.1\ 100D
fi <
Transfer vessel information Temperature (°C)= 4. § *Final oven temperature: o C
Average transfer volume (mL): <0.25 mL Total drying time: ™-Hown S

Daily feeding and renewal information:

*60°C Oven, Thermometer SN: 14-985B5

Day Date Morning feeding Afternoon feeding Test initiation, renewal, Sample Saltsw
or termination number batch used
Time Analyst Time Analyst Time Analyst used
5 08-13-24 ro3o] M | ooe | M 1ol M NA | of-oAtN S
VA
A 08142 | guo0 | W 3wl Y 0doo| )\ L
2 v A'
08-15-24 Q0o I‘[A M0 % od 00 GH S o
4 08-1624 | 000 V| o odoo | K L,
By u U
4 08-17-24 Yo yP \"LOO F., oq 1D O&olq".\v\
A U
: %1824 | od | M 1200 | M 0400 | 0d-%-1
6 08-19-24 31\00 " \VLOQ ﬂ 00 M & \’
o &k
7 08-20-24 ¢ 1000 A
Chemical analyses: )
Parameter Reporting Limit Method number | Meter Serial number
E
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 18D104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 2550B-2010 Digital Thermometer \obetlLES
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: O1. <20% 7-day LCso (%) 0. b
Average weight per initial larvae: 2.41 NOEC (%) 0.\
Average weight per surviving larvae: 2 .44 > 0.25mg/larvae LOEC (%) O. 2
chv (%) 6.14\
ICas (%) g.15¢

SOP AT20-Revision 6-Exhibit AT20.3



[ Testing Solutions, Inc.

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 147

Survival and Growth Data

Day CONTROL 0.025 mE/L 0.05 mg/L
A B C D E F G H I J K L
9 10 10 10 10 10 10 10 10 10 10 10 10
! |10 |10 jt1o] ofly|lo] D] Io|(Q| D] /0
2
({10 [ 10| W] IO {70 [tD | 1Q O] 1Ib |1
3
10| 10 [tQ [tQ | IQ| Q] 0|0 Jto [t0 [ (O[O
¢ v o [ 1ot | ol 1o 2ol e ] so] oo |1
’ 1o 1o l1o o] w ool o] ro| to]so |r0
° w|1oft1ojw|tofto|to|to] rolto]0]co
! [N m{to]to{tollo] | |||
*A = Pan weight (mg)
Tray color f}de: QQ A o \
Analyst: _Ze7 o VEEN o < % S oy o % Qb
Date: (27-73- 7_}4’ D \"I.,lk {\. ‘QX") \l\’ ‘\'\r 3 o‘ \\q \\X"\)? \,.v- \\4‘ \\:1)
*B = Pan + Larvae weight (mg)
Analyst: 3656 35 3530 |42 N PA. &Y (45048 41,07 38 M 2 18] 36,43 [ 35. 81 3Lk
Date: 42 -1
C = Larvae weight (mg) =B-A
2141 (2148 |21. 38 |27.64] 22.25[30.87 2265 (WM [24.55 (259 oy 04 |24. 66
Analyst: XK
U
Weight per initial number of larvae (mg)
= C / Initial number of larvae
N
& | S :"& 93’%
Analyst: ) 4% ~ ~
o
Average weight per initial Percent
number of larvae {mg) reducti -
g | reucks 2sM | -3.47.
control (%) e

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

Page 3 of 5

MbCuCR Test Number: 147

Survival and Growth Data

Day 0.1 mg/L 0.2 mEIL 0.5 mgfl
M N (0] P Q R S T U Vv W X
a 10 10 10 10 10 10 10 10 10 10 10 10
4] nd] wd
. o|to|to [w ]| | o] w|w]o* " o™ "4
2
[ 0] | o] tofn 1D ~7
3
| toltolw]tolw]io]
a4
(O |10 | D IO} (o 0| (D]|(0
5 \
1010|110 atfin|a4m /
" oo w o] alatfa [0 /
? 1o | 1ol [a*] 4| & | &
*A = Pan weight (mg)
Tray color code: JIOL < 0 % Q 9 ’\so X
Analyst: 2 X N A A, M} 0 K 0 \ ’\
Date: __ ©2-75%-24 v [ \\XS’ % {\;0 &R e e \‘7}0
*B = Pan + Larvae wei}g{ht (mg) \ & /
Analyst: . Mb a8t &0 AL
g [t PR hana)
C = Larvae weight (mg)=B-A
28.W\ [25.5 3.6 21.14 [1§.54 | 204l Ea.a‘l 16.25
Analyst: X\ 1
(9 v
Weight per initial number of larvae (mg)
= C / Initial number of larvae O~ ~
Sl FT|E & &l ol afo |0
Analyst: vX\ A ~ N?, ~ S i m v
Average weight per initial Percent w A
number of larvae (mg) reduction 241171 o.\1. : L o1 O (20 1.
:;;m control 2. Jsd

*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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abered and
Statistical Analyses vl
. Environmental Testing Solutions, Inc.
! Larval Fish Growth and Survival Test-7 Day Survival
Start Dale: 8/13/2024 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 8/20/2024 Lab ID: ETS-Enwr. Testing Sol. Sample Type: CUsSO4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benlina
Comments:
Conc-mg/L 1 2 3 4
D-Control 10000 1.0000 1.0000 1.0000
0025 10000 1.0000 1.0000 1.0000
0.05 10000 1.0000 10000 1.0000
0.1 1.0000 1.0000 1.0000 1.0000
0.2 08000 09000 05000 09000
0.5 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 14120 14120 14120 0.000 4 0 40
0025 10000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
0.05 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
0.1 1.0000 1.0000 1.4120 14120 14120 0.000 4 18.00 10.00 0 40
*0.2 08750 08750 12136 1.1071 1.2490 5.846 4 10.00 10.00 5 40
05 0.0000 00000 01588 0.1588 0.1588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.5089 0.868 -2.7962 116732
Equality of variance canna&_e confirmed
Hypothesis Test (1-tail, 0.05) NOEC  LOEC Chv TU
Steel's Many-One Rank Test 0.1 0.2 0.14142
Trealments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 02860 0.2629 03111
50% 02921 02643 03227
10.0% 0.2957 02587 0.3379 1.0 S
20.0% 02962 02782 03153 -
Aulo-0.0% 0.2860 0.2629 0.3111 *
0.5 4
0.7 9
o 0.6 1
2
S 05 -
w
& 04 -
0.3 1
0.2 1
0.1 19
0.0 < * -
0.01 0.1 1
Dose mg/L

Dose-Response Plot

0.9 4
0.8 4
0.7 4
5 05
£
@ 0.5
>
8 047

~
0.3 7

£
LY

o
D-Confrol faitatosiats
0.0251

o

0.05
0.11
0.2 4
05




Statistical Analyses

. Envirenmental Testing Sobutlons, Inc. =
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Larval Fish Growth and Survival Test-7 Day Growth

Response

Start Date: B/13/2024 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 8/20/2024 LabID: ETS-Enwir. Testing Sol. Sample Type: Cuso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia berlina
Commenits:
Conc-mg/L 1 2 3 4
D-Control 2.4970 24980 21380 2.7840
0025 27250 30870 27650 26480
005 2.8550 25440 24090 24880
01 28640 25560 23680 2.1190
02 18590 20910 3.0370 28280
05 0.0000 0.0000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/lL.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 2.4793 1.0000 24793 21380 27840 10671 4 2.6428 1.0000
0.025 28063 11319 28063 26480 30870 6.890 4 -1.872 2290 04001 26428 1.0000
0.05 25740 1.0382 25740 24090 28550 7.589 4 -0.542 2290 04001 25740 09740
01 24768 09990 24768 2.1190 2.8640 12.684 4 0.014 2290 04001 24768 09372
0.2 24538 09897 24538 1.8590 3.0370 23.121 4 24538 09285
0.5 0.0000 00000 0.0000 0.0000 00000 0.000 4 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.94156 0.844 0.24466 -0.5705
Bartlett's Testindicates equal variances (p = 0.82) 0.90542 11.3449
| Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu__ MSDp __ MSB MSE  F-Prob df
Dunnett's Test 0.1 >0.1 0.40012 0.16139 0.09596 006106 0.24752 3,12
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL{Exp) Skew
IC05 0.0826 00689 00118 0.2944 03240
IcC10 0.2092 00558 0.0000 0.2425 -0.7916
IC15 0.2254 00385 00242 0.2568 -1.5611
Icz0 0.2415 00267 0.1128 02711 -1.4671
Ic25 0.2577 00234 0.1455 0.2854 -1.3755
1C40 0.3061 00185 02199 03283 -1.3245
IC50 0.3384 00154 0.2666 0.3569 -1.3245
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[ Testing Sol

Inc.

Species: Menidia beryllina

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

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

Page 4 of 5

MbCuCR Test Number: 147

(Analyst identified for each day, performed pH and D.0O. measurements only.)

Day

Analyst
Concentration Parameter
pH (S.U.)
CONTROL, :T;:T::““ Lot WY
Saltsw Alkalinity (mg CaCOs/L)
Temperature (°C)
pH (S.U.)
Dissolved oxygen (mg/L)
0.025 mg/L Salinity (ppY) ,
Temperature (°C) -
pH (5.U.) A | 770 2.72 q.‘SL é;}".% :qsr‘-lq-
Dissolved oxygen (mg/L) b | ,q - v | /‘a b~
00Sme/t ISty o] e Qgs i_s@.\__ “ff,\ AS.1- ggu@ ke
Temperature (°C) Bt P § i - w4 .9 ~.
pH (5.U.) .6b 278 2.77 /;15‘3 3% | ‘%\9
S Dissolved oxygen (mg/L) 14 Ad Y] e X Y
salinity (ppt) A5 & \S-3 Ns- \ ) .7 [3A5.2
Temperature (°C) ‘\,‘\-ﬂ EX ! A8 A 'S 4.6 NS .0
pH (5.U.) 1.L7 77¢ 7.79 13 334 .48
0.2 mg/L Dissolved oxygen (mg/L} £.0 I LR l: 9.2 1Y
' salinity (ppt) 254 1s.S 15-) NS-D $.1 (6.4
Temperature (°C) }S -\ -k \,\-{.‘* 5.0 -4 AS.0
pH (.U} .67 7. bf 7.78 || S~
Dissolved oxygen (mg/L) £.0 A% 3.9 - [~
0.5 mg/L salinity (ppt) 253 S| 1$.D0
Alkalinity (mg CaCOy/L) NA L RS e g 5 T L ~ '
Temperature (°C) 1"! -q 1..* & S ™. "l
Initial Final initial Final Initial Final

SOP AT20-Revision 6-Exhibit AT20.3



I Testing Solut Inc.

Species: Menidia beryllina

Page 5 of 5

MbCuCR Test Number: 147

Day

(Analyst identified for each day, performed pH and D.0O. measurements only.)

3
Analyst K/ L
Concentration | Parameter SRS | e h
pH (.U Y2 [7.5%
o, [ A2
Saltsw Alkalinity (mg CaCO/L) — gt A
Temperature (°C) AN g .‘{
pH (5.U.) 19 3.5
Dissolved oxygen (mg/L) 9 0 1.5
0.025 mg/L ] 250 Z< U
Temperature (°C) LS . 1
pH (5.U.) /}s‘] 19
Dissolved oxygen (mg/L) 8,0 Fw
0,05 mg/L Salinity (ppt) 26.0 Z5\N
Temperature (°C) -\-‘\ . 5 "L‘r. |
pH (5.U.) /.]»‘SC} 155
Dissolved oxygen (mg/L) .0 q".[p 8
R [, 25.0 25\ \
Temperature (°C) -\.'{-§ "L"L " ‘\.‘{ -q '\."l ‘\}l-b 15-0 - b \§- -
oH (5.0 "¥A20 %59 330 % Boa | 777 | 290 o2
0.2 mg/L Dissolved oxygen (mg/L) 6,0 '.1-,5’ :}‘G‘ b.w r}(@ 1.0 . 8 3.2
: Salinity (ppt} ‘l_u, A q ZS-. \ z‘s-'l _ 25w 2‘16 A S- l 2 g s g '\C‘ -"\
Temperature (°C) '\,“t . S -\."k- 5 1"{-“ AS:-0 —‘-‘{' -1 '\;* g -L"{q -\_S_ L
pH(5.U.) [—
Dissolved oxygen (mg/L) 574613 D i |
0.5 mg/L salinity (ppt) %-;; 1 R ‘ﬂ;" :-_EL___
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT20-Revision 6-Exhibit AT20.3
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