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Test date
e 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

wm..—.. Laboratory Warning Limits (mean logarithmic LC_, 2 coefficent of variations converted to anti-logarithmic values)

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

Sii5= 10™ percentile of CVs reported nationally by USEPA)
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Acute LC;y Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

18k

Page 1 of

Test concentrations (mg/L KCI} 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
deicnized water. This 50,000 mg/L KCI stock solution was used to
mL Stock solution 5.0 7.5 10 15 20 B the i d for toxicity.
mL Dilution water 995.0 992.5 990 985 980
Total volume (mt) 1000 | 1000 | 1000 | 1000 | 1000 Stock solution INSS #: peS 0y
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Col trati - .
neentration Janalyst £z % )l ?pg/"’ Temp e and salinity performed at the time of test initiation or termination by the analyst
pH (5.U.) 2 performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
g ol 7 g .20 7 .90 bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) AN /} 6 / ) 5
Control,  [+galinity (ppt) z
Saltsw ‘lﬁo ag} )‘g’-))
*Alkalinity (mg/L Caco,) no Chemical analyses:
*Temperature [°C) 5~ ° 1%.0 ‘\..L "\ Parameter Reporting limit  |Method number Meter Serial number
|pH (5.U.) i -H4+ B-
p! g 09 8 ol 292 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen {mg/L) 2.7 /}' S‘ q g Dissolved oxygen 1.0 mg/L SM4500-0 G-2021 |5l Model 52CE 08A100271
250 mg/L = .
*Salinity (ppt) 2\4 ] \ A § _5 ;J\q R L,l Isalinity 1.0 ppt SM 2520 B-2021 ¥s| PRO30 180104324
*Temperature (°C) s LI T WLk 15 \ Alkalinity 5.0 mgCacOy/L  |SM 2320 B-2021 Accumet AR20 93312452
pH (5.U) B.10 8’ o2 7.92 Temperature 0.1% SM 25508-2010 Digital Thermometer | A2yl €'
Dissolved oxygen (mg/L) B '} ;{
ELUO e - q—-ﬁ -
alinity (pet) 262 |25y [2s¢
*Temperature (°C) 1%.0 W.f 6.0
|pH (5.U.) =
P &1 %.of( 7.9
Dissolved oxygen (mg/L) -
Y ygen (m A N ’}_.,J
*Salinit t 7
inity (ppt) Rga‘ agH ’;{sé
*Temperature (°C) 1S. 0 1%\ e |
pH (5.U.)
Bl 1803 |\
Dissolved oxygen (mg/L) iz \
150/ [ 3?2 Nbo
o s |\
*Temperature (°C) l(:.\ 1<. \ \
H (S.U. P
[P g 796 | ok
Dissolved o L
1000 mg/L i g ’}'} 2”\
*salinity (ppt) o
24.5 1263 | &\
- L]
Temperature ("C) %.0 1%.0
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Page 2 of 2
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

AbKCIAC # 5L
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

o *

winion | geovas | WHS N s | Y ' e | ov-01rsd
24

0\-0 k8 {00 )g(
48
Termination ' \.m. 1'5 l bbq d«

*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): ool 1S
Age (1 to 5 days old): -1 palS
aV-05%-15 vuw
0

Date organisms were born:
0vDet 1S who

Average transfer volume: <0.25 mL

Transfer bowl information: pH (S.U): 1.A0

Temperature (°C)

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
1k S, LA WO nnd ok moL
24 [0 | (O (0] ] 10 4 = 6o o)
A 24 1A
48 o (/0 |10 ¢0 4 | 14 S 19 0 0 o| o0
Termination
Mean Survival 'Dﬁ'- ]OQL 401. Sgl. 07- O1.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Methad Pﬂ-o& - Comments:
Lower 95% confidence limit
(mg KCI/L) 444 .4
Upper 95% confidence limit
(mg KCI/L) S1b.3
48-hour LCs, (mg KCI/L) "M' 4. L

Test

SOP AT42-Revision 4-Fxhihit ATd2 1




a —— By
. Environmental Testing Solutions, nc.
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Acute Mysid Test-24 Hr Survival
Start Date: 11772025 TestiD: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 1/9/2025 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-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 10000 09000
500 07000 0.7000
750 0.0000 0.0000
1000 00000 0.0000
T form: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp  Number
D-Control 1.0000 1.0000 1.4120 14120 14120 0.000 2 0 20
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1469 0 20
375 09500 09500 13305 1.2480 14120 8.661 2 1.581 2850 0.1469 1 20
*500 0.7000 07000 09912 09912 09912 0.000 2 8.166 2850 0.1469 6 20
*750 00000 0.0000 0.1588 0.1588 0.1588 0.000 2 24318 2850 0.1469 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
sis Tost (1-tail, 0,06) NOEC LOEC ChV TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 3a7s 500 433.013 0.06555 006723 056898 0.00266 B8.9E-06 4.5
Treatments vs D-Control
‘Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits Control Chi-Sq  Critical P-value Mu Si Iter
Slope 13.5631 295357 7.77407 19.352 0 1.60351 781472 065859 2.7229 0.07373 6
Intercept -31.931 799322 -47.598 -16.264
TSCR 1.0
Point Probits 96% Fiducial Limits 6]
ECO1 2674 355945 268.013 403.777 "
ECO0S 3355 399603 325274 441497 0.8 4
EC10 3.718 425025 359567 464411 o7 4
EC15 3.964 443.085 383.912 481.556 '
EC20 4.158 457984 403,707 496522 @ 061
EC25 4326 471165 420.796 510.585 §D.5-
EC40 4747 506086 462887 55284 w
ECS50 5000 528.328 4B6.642 584.178 & 0.4 1
EC60 5.253 551.547 508.984 620.484 0.3 -
EC75 5674 592425 54379 691.734 1
EC80 5842 609.475 557.134 723678 Dt
ECB85 6.036 629.969 572547 763.518 0.1 4
EC90 6.282 656.737 591895 B17.679 Gt ‘A
EC95 6.645 698.518 620.809 906.515 e P o ne0e raat00
EC99 7.326 784.195 676.896 1103.29
Dose mgi/lL
Dose-Response Plot
1 <
e, 1-tail, 0.05 level
094 e of significance
0.8 9
0.7 9
2 06 1
E 0.5 7
§ 04 -:
0.3 -
023
0.13
0]
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o~ Emdrenmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival
Start Date: 17772025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 1/9/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tesl Species: AB-Americamysis bahia
Commenls
Conec-mglL 1 2
D-Control 10000 1.0000
250 10000 1.0000
375 09000 0.9000
500 05000 0.5000
750 00000 0.0000
1000 0.0000 0.0000
T form: Arcsin Square Root 1-Tailed Number Total
Cono-mgl. __Mean _ N-Mean _Mean __ Min Max___ CV% N t-Stat _ Critical MSD  Resp M
D-Control 10000 1.0000 14120 14120 14120 0.000 2 Q 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 00285 0 20
*375 09000 09000 1.2490 1.2490 1.2490 0.000 2 16.297 2.850 00285 2 20
*500 05000 05000 0.7854 0.7854 07854 0.000 2 62.662 2.850 00285 10 20
*750 00000 00000 0.1588 0.1588 0.1588 0.000 2 125.324 2.850 0.0285 20 20
1000 00000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skow Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
sis Test (1-tal, 0.05) NOEC  LOEC ChV TU MSDu __ MSDp MSB MSE __ F-Prob df
Dunnett's Test 250 375 306.186 0.00967 000991 057759 0.0001 24E-09 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 122852 2.70352 6.9863 17.5841 0 0.5411 781472 0590977 268948 0.0814 5
Intercept -28.041 723729 -42226 -13.856
TSCR 10 o
Point Probits mglL 96%Fiducial Limits 1
ECO1 2674 316.317 228545 363918 05
ECO05 3.355 359.415 284.002 400827 0.8 4
EC10 3.718 384741 318.008 423.159 07
EC15 3.964 402829 342542 439.798 :
EC20 4158 417.809 36275 454.279 & 061
EC25 4.326 431.104 380.387 467.877 E_ 0.5 4
EC40 4747 466512 424438 509067 H] 5
ECS50 5000 489.198 449414 540273 £ 044
ECE&0 5253 512.988 472755 577.159 0.3 9
EC75 5674 555.121 50B.762 6€51.101 021
EC80 5842 572785 522508 684.696
EC85 6.036 594086 538.382 726.881 0.1 /J
EC90 6.282 622.016 558.334 784667 0.0 ™
EC95 6645 665846 588.246 BB0.407 1 10 100 1000 10000
EC99 7.326 756.566 646.669 1096.14 Dose mg/L
Dose-Response Plot
1 e T-Tam, U UsTeyel
of significande
09
08
0.7 1
E 06 3
@ 05 ]
E
@ 0.4 4
-
033
021
0.1 4
9 uy
g B B g g

D-Controt




° P gy Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

. Environmental Testing Solutlons, Inc. source: Aquatic Indicators’ Inc.
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Test date
o 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

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

ntered and
Reviewed by
Him Sumner
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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 #

RP3

Dilution Preparation:

A stock solution was prepared by diluting 100 g KCl into 2000 mL

prepare the concentrations evaluated for toxicity.

Stock solution INSS #:

Test concentrations (mg/L KCI) 250 375 500 750 1000
ml Stock solution 5.0 75 10 15 20
mL Dilution water 995.0 992.5 990 985 980
Total volume (mL) 1000 1000 1000 1000 1000
Chemical Analyses: Hours
0 24 48
Concentration Analyst W ?{) Ba? 20 z
H (s.U. a -
i N4s |ze8 |2.8s

Dissolved oxygen (mg/L)

5

q'aq

{ water, This 50,000 mg/L KCl stock solution was used to

g

Pagelof2

*Analyst identified for each day, performed pH and dissolved oxygen measurements only.

Temperature and salinity performed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
bench sheet and transcribed to this bench sheet.

Control, *Salinit t
sattsw | o P M3 [2.2 A5.6
*Alkalinity (mg/L CaCO,) 100 Chemical analyses:
*Temperature {’C] 1%.90 -\s.\. ls A P Ref g limit  |Method number Meter Serial number
IPH (s.U.) /_]_ qﬁ}. 7.9 8 7 3 32 oH 015U SM 4500-H+ B-2021  |Accumet AR20 93312452
|pissolved oxygen (mg/L) q,_q /} a, ’) I.{_ Dissolved oxygen 1.0 mg/L SM 4500-0G-2021  |¥SI Model S2CE 08A100271
250 mg/L >
g/ *Salinity (ppt) 2\‘ 3 %g ) J_{ 25 et § Isalinity 1.0 ppt SM 2520 B-2021 ¥sl PRO30 180104324
*Temperature {°C) T L. S AS.8 Alkalinity 5.0 mgCacO,/L |SM 23208-2021 Accumet AR20 93312452
pH (5.U.) f_}‘q q 2.88 = 2 2 Temperature 01°% SM 25508-2010 Digital Thermometer | \30ldMbES
Dissolved oxygen (mg/L) ’}q /.}6 q \.‘
gl *Salinity (ppt) 2_\‘ 3 ;\6“7 16 2
*Temperature (°C) hn T N e € S-S
H (s.U. .
[P B |7g9 |28
Dissolved oxygen (mg/L) q_q q /} 3
il L e 2S.0 25, A5 .9
*Temperature (°C) 15 .0 8.9 as.L
H (s.U.
P 801 1789 |\
|Dissolved oxygen (mg/L) q c{ /} % \
750 mg/L |—— > =
Salinity (ppt) 220 lé QO \
*Temperature (°C) 5.0 RYRY| M
FH (5.U.) 8’0—2_ s % 9 "
Dissolved oxygen (mg/L}
—_ 90 | A9 \

*Salinity (ppt)

253

244

*Temperature (°C)

S\

5.8

SOP AT42-Revision 4-Exhibit AT42.1
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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 # 181
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/shelf Template
, LAWY
Imtgllen 01- Q‘\"\S \ O\lQ X{ ‘-"\kg h "F-b (roeee 0\'“'15 6
24
0L-08-\S 1500 k\
48
Terminaton | O Ol \s \ 1;6 n

*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): oOL-0™ LS

Age (1 to 5 days old): [T B Y. XU
42-61-18 V100

Date organisms were born: TOo

OL-E%-d WD

Average transfer volume: <0.25 mL

Transfer bowl information: pH(SU): .§E

Temperature (°C) Ng

Survival Data (number of living organisms):

Control 250 mg/L | 375mg/L | 500 mg/L | 750 mg/L | 1000 mg/L

Hoiir 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

' (1 wa wd

48 ! W 0fm |0 |4 L. | 4 gl 0|0

Mean Survival |00]. 'I,D_(}',', d\‘:T-- ‘éOL O /. 0 I-.

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

Statistics:
|Method P(LDB\'T' Comments:
|Lower 95% confidence limit

(mg KCI/L) 4sg. b

Upper 95% confidence limit -

(mg KCI/L) sy

48-hour LCs, (mg KCI/L) Jas

Test
Reviewed by:

CA0 ATAY Dauieinn A_Evhikir ATAD 1
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D-Control
250

Acute Mysid Test-24 Hr Survival
Start Date: 2/4/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 216/2025 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-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 09000 08000
750 0.0000 00000
1000 0.0000 0.0000
P, Transform: Arcsin 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 10000 14120 14120 14120 0.000 2 Q 20
250 1.0000 10000 14120 14120 14120 0.000 2 0.000 2.850 0.0285 o] 20
375 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 00285 ] 20
“500 098000 09000 12490 1.2490 1.2490 0.000 2 16.297 2850 0.0285 2 20
*750 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 125.324 2850 0.0285 20 20
1000 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data sel cannot be confirned
Equality of variance cannot be confirmed
| Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MS| MSB MSE _ F-Prob df
Dunnett's Test 375 500 433.013 0.00967 0.00991 0.58802 0.0001 2.2E-09 4.5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 96%CL
0.0% 59151 56464 61967
50% 59672 563.70 631.68
10.0% 59873 57896 619.18 10
20.0% 598.73 57896 619.18 g
Auto-0.0% 59151 56464 61967 :
0.8 4
0.7 4
o 06 4
E 4
g 05
7 4
& 04
0.3
0.2 4
0.1 1
0.0 T T B
1 10 100 1000
Dose mgllL
Dose-Response Plot
1 ot S 1-tail, 0.05 level
3 of significance
0.9 4
0.8 é
0.7 7
% 06 7
& 0.5
o
- 0.4 4
o~
0.3 4
0.2 5
0.1 4
4] : - >
8 7 g g
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Acute Mysid Test-48 Hr Survival

Start Date: 2/4/2025 TestID® AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 2/6/2025 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-mgl/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 0.8000
500 0.6000 04000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 10000 14120 14120 14120 0.000 2 (o} 20
250 1.0000 1.0000 14120 14120 1.4120 0.000 2 0.000 2850 0.2335 0 20
375 09500 09500 1.3305 1.2490 14120 8.661 2 0.995 2850 0.2335 1 20
*500 05000 05000 07854 06847 08861 18129 2 7.649 2850 0.2335 10 20
*750 0.0000 00000 01588 0.1588 0.1588 0.000 2 15299 2850 0.2335 20 20
1000 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu MSDp  MSB MSE  FProb df
Dunnett's Test 375 500 433.013 0.12113 012423 060026 0.00671 7.7E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
P tor Value SE  965% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 143605 351976 74618 21.2592 0 0.17806 7.81472 098105 269519 0.06964 4
Intercept -33.704 9.43318 -52.193 -15215
TSCR 1.0 D0
Point Probits mg/l.  95% Fiducial Limits 08 ]
ECO1 2674 341348 245982 387.152 iy
ECO05 3.355 380.762 301.411 419.772 0.8 A
EC10 3718 403601 334964 439493 07 i
EC15 3964 419779 358932 454273 4
EC20 4.158 433.099 37848 467.26 o 0.6 9
EC25 4326 444862 39535 4796 E_ 05 ] y
EC40 4747 4758939 436335 5179523
ECS50 5000 495671 45862 54768 é 0.4 4
EC60 5253 516.22 478.836 582992 0.3 4
EC75 5674 552.283 509.223 653.418
EC80 5842 567.283 520655 685.187 g2
EC85 6.036 585283 533773 724894 0.1 4
EC90 6.282 608.744 550.147 77899 0.0 jy
EC95 6.645 645258 574.488 B67.975 g 10 100 1000 10000
EC99 7.326 719.763 621.393 1066.13 —
Dose-Response Plot
1 <
0.9 \*\ 1-tail, 0.05 level
08 1 of significance
0.7 4
§ 06 3
@ 0.5 1
£ 0.4 9
3 <
0313
023
0.1 9
04 -

D-Control

250

3751

*750 %

1000




> e Americamysis (Mysidopsis) bahia

Acute Reference Toxicant Control Chart

R Source: Aquatic Indicators, Inc.
T T T T T T T 1T T 1 T T T 1 T T ]
0.65 . i -
Control Limits (+ 2 Standard Deviations) .
0.60 —
0.55 e e o e o e ot a1 -
" T N . 4
© o ®
050 o i e M s 50 e s i O T
— 0.45 -
g -
= 0.40 -
\ -
& o35 -
2 L I | I I I I I I I I | I I I I 1 I I L
3 T T T T T T T T T 1 1 T T T T T T ]
S5 065
o ' . Warning Limits |
_? ogol LA I s e o R TS S mer 1 b b g g
g e 4 -—— ., n.“‘ N - |
0.55 —
o o e ® I
0.50 o ® . . » e o © o
0.45 e b e o N e A L — T T e -
0.40 _
0.35 -
| I | I I I I | I I L I I I I I I I I L4
Bk T T i T, s TS < T | Y, | S, | NG, | G, | G, |- SRS, 1 S, L S, L S, L TR, L NS, | . - T, - T )
B @ 9 AT O (Y g O 0 O O O 0% @ @Y (0T a8 g I Y O
Test date
™ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

50 &

. 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,

Sa10 = 10™ percentile of CVs reported nationally by USEPA)

ntered and

Jien 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
AbKCIAC # r&E
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
ized water. This 50,000 mg/L KCI stock solution was used to
mL Stock solution 5.0 7.5 10 15 20 prepare the concentrations evaluated for toxicity,
ml Dilution water 995.0 992.5 990 985 980
P 1000 | 1000 | 1000 | 1000 | 1000 | Stocksolution INSS i: AHs
Chemical Analyses: Hours
0 24 48
; “Analyst identified for each day, performed pH and dissolved oxygen measuraments only.
concentration | Analyst ZO;M 2 s 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
g“ 08 of 7. 9 ~ bench sheet and transcribed to this bench sheat.
Dissolved oxygen (mg/L) E \ 1 } -\_-\
[}
Control, *Salinity (ppt) "
saltsw A6.0 e T e T
*Alkalinity (mg/L Caco,) 11D Chemical analyses:
*Temperature (°C) b e I 1*"\ '\-‘l‘ [ |Parameter Reporting limit  |Method number Meter Serial number
PH (s.U) 8 ) 5- 8 ol 2 9 3 pH 0.15.U, SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen (mg/L) £ 'J. '}_ b Dissolved oxygen 1.0 mg/L SM 4500-0G-2021 | ¥SI Modael 52CE 08A100271
250 mg/L f—— e
Salinity (ppt) 3\ 5 | '\‘s _S \5:‘\ | salinity 1.0 ppt 5M 2520 8-2021 Y5l PRO30 180104324
*Temperature (°C) 5.0 -\.\_ \ ‘-"k‘b | alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 |Accumet AR20 93312452
EH (s.U.) Q.06 8 ol 7.9 Temperature 0.1°C SM 25508-2010 Digital Thermameter | 1 tlolalb 8
!Dissolved oxygen (mg/L) g-\— ’}-\_ b T VY
375 mg/L [l
g/ *Salinity {ppt) 2 S a 151 2S. ¢
*Temperature (°C) 8.1 .‘-,‘,_)0 \*. ‘.
H (5.U.
P .06 ol | 72.9¢
|Dissolved oxygen (mg/L) .1 —}_} 2. b
500 mg/L *Salinity (ppt)
S K-V | .o
*Temperature (°C) %1 j T PR VS -
P o7 g.00 |\
|Dissolved oxygen (mg/L) o P -J, ( \
. ¥
750 L
mg/| *Salinity (ppt) R 6 LA 18 .s \
*Temperature (°C) . w-S \ o5
H (5.U.
JpH (s.U.) g o2 8 O /
|Dissolved oxygen (mg/L) & "_ Ao \
1000 mg/L . -
Salinity (ppt) QS 6 “L.0
*Temperature (°C) S = | W \

SOP AT42-Revision 4-Exhibit AT42.



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 # 4%
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

0 A e'

nitiation om' 159 1L00 B\ \500 A \ ?l\d\/\. el \S 3
“ levaas 1150 g
48

Termination m&" Ls ‘ Iq S 6‘

*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): 0363-19%
Age (1 to 5 days old): L el S

0411 VWO
-0

Date organisms were born:
@40¥S WHo

Average transfer volume: <0.25 mL

Transfer bowl! information: pHisU): &. 04

Temperature (°C)

WS

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| 20| 20| 20| 20| 20| 20| 10 | 20 | 10 | 10
' v Ll 'J\ v
2 o] 1o 1o {10 1o | 0] %] &t | gt]o" [0 ] 0"
i i
48 wl 00 |10 |0 | 4 s|S olo || o |0
Termination
Mean Survival 100 { 001.. a9 1. SO 1. Q I. 01.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Comments:
IMethod Pros 1T =
Lower 95% confidence limit
(mg KCI/L) 4s & L
Upper 95% confidence limit
(mg KCI/L) 541‘1
48-hour LCy, (mg KCI/L) 44s.1

Test

Reviewed by:

FAR ATAN Podaian A Fubilis ATAY 4
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Acute Mysid Test-24 Hr Survival

Start Date: 3/4/2025 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 3/6/2025 LabID: 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-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.8000 0.9000
750 0.0000 0.0000
1000 0.0000 0.0000
Ti form: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control  1.0000 1.0000 14120 14120 14120 0.000 2 0 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 01279 0 20
375 10000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1279 0 20
*500 08500 08500 11781 1.1071 1.24%0 8.517 2 5.213 2850 0.1279 3 20
*750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 27929 2850 01279 20 20
1000 0.0000 0.0000 01588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu _ MSDp MSB MSE  F-Prob df
Dunnett's Test 375 500 433.013 0.05495 0.05636 05915 000201 4.1E-08 4.5
Treatmenls vs D-Control
Trimmed Spearman-Karber
Trim Level ECB0 __95%CL
00% 58135 55005 61443
50% 5B86.14 54969 62501
10.0% 58952 54345 63950 1.0
200% 59085 56496 61793 o 1
Auto-0.0% 58135 55005 61443 ,g:
0.8 4
0.7 4
@ 064
0.5 4
5 b
# 04
0.3 4
0.2 1
014
0.0 <
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 < .
: e 1-tail, 0.05 level
09 E of significance
0.8 7
0.7 ]
%o.a-
2053
ol ]
0.4 4
3
0.3 3
024
0.1
0] 7
g 8 g 2 g
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_\,' Environmental Testing Solutions, Inc. (“
Acute Mysid Test-48 Hr Survival
Start Date: 3/4/2025 TestiD: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: a/6/2025 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-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 09000
500 0.5000 0.5000
750 0.0000 0©.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Talled Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp N
D-Control 1.0000 1.0000 14120 14120 14120 0000 2 0 20
250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1489 0 20
375 08500 098500 13305 1.2490 14120 8.661 2 1.581 2850 01469 1 20
*500 05000 05000 07854 0.7854 0.7854 0.000 2 12.159 2850 01469 10 20
*“750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 24318 2850 0.1469 20 20
1000 0.0000 0.0000 O0.1588 01588 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 conlirm_gg__
thesis Test (1-tail, 0.05) NOEC  LOEC Chv TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 375 500 433.013 0.06555 006723 060026 0.00266 7.BE-06 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Vaiue SE___ 96% Fiducial Limits Control Critical  P-value Mu Sigma lter
Slope 143605 351976 74618 21.2592 (4] 0.17806 781472 098105 269519 0.06964 4
Intercept -33.704 9.43318 -52.193 -15.215
TSCR 1.0 o
Point Probits mg/L. 96% Fiducial Limits - G
ECO1 2674 341348 245982 387.152 2
ECO05 3.355 380762 301411 419772 0.8 4
EC10 3.718 403601 334964 439493 07 1
EC15 3.964 419779 358932 454.273 ¥
EC20 4158 433099 37848 467.26 @ 0.6
EC25 4.326 444862 39535 4796 05 4
EC40 4747 475939 436335 517.953 @
EC50 5.000 495671 45862 54768 & 041
EC60 5.253 51622 478836 582992 0.3 4
EC75 5674 552283 509.223 653.418
ECB0 5842 567.283 520655 685.187 921
EC85 6,036 585283 533773 724894 0.1 4
EC90 6.282 608.744 550.147 77899 i
ECO5 6.645 645258 574.488 B67.975 0o 1 e T i oW
EC99 7.326 719.763 621393 1066.13 Dose mgiL
Dose-Response Plot
4 &
] R 1-tail, 0.05 level
0.9 9 of significance
0.8 -
0.7 :
% 06 3
@ 053
¥
3 04
0.3 4
0.2 4
0.1 4
0 -

250

D-Control

375

*750 4




ol of o Americamysis (Mysidopsis) bahia
| Chronic Reference Toxicant Control Chart

R g e Source: Aquatic Indicators, Inc.

055 71— | T T T 1 — T T )
[ Control Limits (+ 2 Standard Deviations) ]
0.50 - .
i e e g T T e T T i
L = e ® Py ® i
0.45 N s o __ e ® _ e =]
— ® 4
[ e ® ) . 7
e —— N S cu— —— — e — — — __-.___. @ ? — -
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K : e aTIE LM -]
M~ 05 [ e =
X o . -
b ° ® o ° -
A - e e ."_-i >
| o @ ® ° @ ™Y ® |
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Test date
@ 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,; converted to anti-logarithmic values)
e « = 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 Warnmg Limits (mean logarithmic IC,, £ S, ., converted to anti-logarithmic values,
Sazs= 75" percentile of CVs reported nationally by USEPA)
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Him Sumner



“UOIIBLIBA JO JUSIDIJR0D = AD

(2€'0 = 5£¥5) wd3sn Aq Ajjeuoneu paniodal spD Jo 3juadiad s/ auy1 03 Buipuodsa.od UoKeIASp plepuels = Vs
‘sanjea Jjwyedo|-jue 03 pAUBAU0D SLYS 10 ADZ F S7D1 d1wyjedo| ueay = sywin Sulusepy

‘san|en JiW31iedo|-1jUe 0} P3JAAUOD SUOIJBIASD PJePURIS 7 T 5S¢ Jjwylesdo] uealy = sywn [043u0)

"S3N|BA 13| YY) JO UOIIRIADP PIEPURIS = §

"sanjen 5t)) ayy Jo Aduapua) (enuad = 1o

*(9jeoxoL Suisn paieindjed) YIMoI8 siSAWDILaWY Ul UCIIINP3I %SZ B 35NEJ PINOM JBY] UOIIBAIUSIUDI 3PLIO|YD Wnisselod 3y) JO UOHBLWIS3 Uy "UCIIBUSIUOI UonIgIyul %ST = Sty) Aep-¢ 210N
0£8S°0 €00€°0 997s'0 PESED Z6LY'0 TL0¥'0 LTIvP0 LLTO0 6VSE0- 989¢°0- 08¢y 0 ST-L0-T0 0¢
¢85S0 6662°0 ¥62S'0 009€0 008¥°0 ESOV'0 Tivr'o 8100 GSSGE0- BESE'O- 8Cvv'0 YZ-£0-21 6T
60850 £662°0 ¥0ES'0 C¢LSED 864170 9E0¥'0 To¥v'0 88T0°0 S9SE0- T9LE0- 90Z¥°0 ¥2-S0-1I1 81
SIBS0 966Z°0 68250 #6SE0 S6LV'0 8v0r°0 90vv'0 ¥8T0°0 09SE°0- 6CLE0- 8ETI'0 vZ-ST1-01 LT
1850 S66T°0 26250 06SE0 964¥°0 9rov'0 Sovy'0 S8T0'0 T9SE°0- 0t9¢'0- SZEV'0 vZ-01-60 91
91850 96620 16250 £65E°0 96410 8¥0t°0 90vr'0 ¥810°0 09SE°0- S05E°0- 29vi°0 VZ-€1-80 ST
Y1850 56670 88¢S'0 £6SE'0 veLy'0 LYOV'0 SOvv0 ¥8T0°0 T9SE0- CEBEO- 6ETV'0 ¥Z-60-L0 4
S¥8S'0 TT0E0 8LZS0 St9E0 08%°0 ¢80%7'0 8Z¥Y'0 LLTOO BESE'D- 9SLED- T1Zv'0 vZ-v0-20 €l
59850 ZZ0e'0 85¢S'0 069¢'0 S08r'0 60T¥°0 Evvy o 0L1T0°0 £2SE'0- 6vE0- SLv'0 vZ-£0-S0 4%
L9850 [ado ] 19¢5°0 069¢°0 808¥°0 60TV 0 ] 0L10°0 TZSE0- CLEED- 80LV'0 $2-60-v0 138
09850 6T0E0 ¥eeso CTLED 88LY°0 LTITV0 [0} d7ardli] ¥910°0 LTSEO- 869¢°0- 89¢¥°0 ¥Z-S0-€0 01
04850 ¥Z0E0 80TS0 OvLED S8LY'0 EETVO Lyyy'0 6ST0°0 6T1SE0- 60vE0- T9s¥°0 ¥Z-90-20 6
£985'0 0Z0g0 6150 vvLE'D SLLY'0 TETV O Triv0 LSTO'0 SZSE0- £8¥E°0- 80 ¥Z-60-T0 8
€5850 ST0E0 06150 CELEOD 69.1'0 EZIV0 veEYE 0 851070 CESE0- 9€ZE0- LVLY0 £€2-50-¢T L
8€8S°0 800€°0 S0TS'0 8LE0 STLY0 ovIvo €Ty EVI00 EVSE0- 86EE£'0- ELSYO €T-L0-1IT 9
0T8S0 £66C°0 ¢ZIs0 0ELE'D 6TLV'0 901¥'0 ovyo TIST00 ¥9S€°0- 0TEE0- £99%°0 ET-E0-0T S
16450 €867°0 L¥0S0 69L€E0 LL9Y'0 9TI¥0 LBEY'O 6ETO0 8LSE°0- ersSeEo- ETVY0 €Z-21-60 ¥
S6L5°0 S86T°0 9S50S0 99/¢E°0 €89%°0 91TV’ 0 06EV'0 0¥10°0 SLSE0- B9EE'0- S09¥°0 £€7-60-80 €
€84S0 64620 900S°0 v6LE'0 SS91°0 vZivo 18EY'0 CETO0 ¥85€°0- SZ9E'0- OVEY0 €T-1T-L0 z
084S0 LL6T°0 11050 V8LED SS97°0 8TIV0 8LEV'O EETO0 L8SE'0- 00LE°0- S9¢v'0 €7-90-90 1

SENG+ 1) SLYg - 1D AT+ 1D -0 ST+ 1D SZ- (19 7/3)
sywi] Suwepn sy Suiuaepn sywiI [043U0) 1D S 1D Sy1 Aep-z | uoneuiwiialag [eJX0L
AJ 8|13uddIdd YIS/ A paiendje) Asojesoqer 5931 Aep-£ ajepisal | Jaqunuisal
(123 1/8) senjep s1wuyyuedol-pnuy uoisianuo) 5o
pelil| ﬁ.-OH-wu_ﬂ_.__ Jlen U< :32JNn0§S ¥

Hey) |[041U0) JUBIIXO| IIUIIB]Y d1UoIY)
piynq (sisdopisAin) sisAwpatiawy

) Bupse)




- NS O

R
. Ervironmental Tost

Ing Sokutions, nc.

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

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

acceptance criteria.

Central

Tendency (mean Control Growth, CV or PMSD)

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

JEntered and
Reviewed by
Jim Sumner
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Page 1of 6

* Enviranmental Testing Solutions, Inc.

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

AbKCICR Test Number: 259
Dilution preparation information: Comments:
KCI Stock INSS number: INSS 1aM&
Stock preparation: 50 g KCI/L: '
Dissolve 50 g KClin 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume {mL) 10 15 20 30 40
Diluent volume (mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: Gned
Date and times organisms 12-31-24 1200 to Incubator number and shelf &
were born between: 01-01-25 1130 location: S
Organism source: Al Batch Ab: 01-01-25 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH = 140 S.U. Date / Time in oven: o WS V118
Temperature= <\%$.0 °C *Initial oven temperature: Lo C
Average transfer volume: <0.25 mL Date / Time out of oven: (RN I A
*Final oven temperature: L' L
Total drying time: Wagoas
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
¢ 01-07-25 w4 | W | W i | X 0roL-1s B
1
2 01-09-25 90sod | Y s 4 oave | A o\ ib-1S
3
01-10-25 0% 00 }A‘ \\0o 'Yl 0§1S _}4 \
1 01-11-25 oeoo |\ “hoo [y WS A 0o 18
2 01-12-25 okoo | Y oo hi oL v \
7 ¥
8 01-13-25 DRYN \ -1\ I/l okde 41 J’
7 01-14-25 : E 1\00 W
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L SM 4500-0 G-2021 | 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 lbnu.'\bi@
Control information: Acceptance criteria Summary of test endpoints;
% Mortality: ol. <20% 7-day LCso (mg/L KCI) sob. |
Average weight per initial shrimp: 0.1\L NOEC (mg/L KCl) 31<
Average weight per surviving shrimp: 0.1l | =0.20 mg/shrimp LOEC (mg/L KCl) Soo
ChV (mg/L KCl) 33,0
IC25 (mg/L KCl) $22.0

SOP AT44-Revision 4-Exhibit AT44.1



" Environmental Testing Solutlans, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 259

Day

CONTROL

250 mg KCI/L

D

E

L

M

w
w
w

5

5

wn
w

v

5

(%]

w

AN
N

N

wn

an | A

-

v

N

v [n |y

U‘\J‘\/\L;‘

7

NAl®|wv | v |
Al Tn N |l

N

>
S
S
S
S
S
S

Al pn|N || A

AlAa|PM|p N[N

ANrlala|p|V]e]le

J“/]U'\‘/\\ﬂ

Al RN |wn|vt |V

AN RN A

AN AN | n]|D | n|n

Al | n

(/‘L}jmw

AN u‘ U" N J‘ v (/‘ [, (o]

v

# females with eggs in
brood sac

#females with developing
ova In oviducts

Himmature females

H males

ol- M 15

*A = Pan welght {mg)

Tray color code:
Analyst: ﬁ%
Date: 12~

13.%5 |1%.13

13.4¢

1.9

1%.%%

1y. 23

12.49

12.52

102 (14,73

1y.04

.49

1.5

IyMs

14.50

.53

*B = Pan + Shrimp weight

14 1d

M. s

13.00

M.t

5.3k

15,86

13.L0

13 1882

15. 0k

15.50

3.6\

15. LS

15,7

Lkl

C = Shrimp welght (mg)
=B-A

Hand calculated

Analyst:, a s

Lod |1.0d

pood

L.ov

1.04

.06

1.0f

.04 \.04

LA

1.04

t-\T

113

Welght per initial number
of shrimp {mg)
=C/Initial number of
shrimp

Hand calculated
Analyst: 55

\3
1
AP

2ot

o

Vv

V] 0 °°

S\

e 2

'1}%

o

o
W
&

03\

o.

hd
W
0-

- | Average weight per initial

B

number of shrimp (mg)

6.2\

o

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

0.3

Percent reduction from control

-3.2.7

(%)

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutlons, Inc.

Survival and Growth Data
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AbKCICR Test Number: 259

Day 375 mg KCI/L 500 mg KCI/L
Q R S T U \'} W X Y F A AA BB CC DD EE FF
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5
! 3 S S SIS
< S| S| S sl & S T[S S
2
S SISIS|IS|IS] SIS S] S| S s| §| s S
3 ~ . | o AT W N W 1a] W
2 S| s|s|s|{s|s|s ]| d d 4y 15| 4] €[« | Y
4 EEBEL) R
sls|s|ls|s|s|s|s |33 aq ol |3
5 L \‘ "A A L1 ~
slalsls|ls|ele]s |39 ot af M4 1*
6 = o | ~ 29 214
S |S|S)| §S|3 S|ISsS|s|3|3]| 2|1 2| 2(2"|&%
7
SIS | S| S| S| S| &8 S I SO T . e
# females with eggs in
brood sac ——
i females with developing ]
ova In oviducts l—— |
#immature females -._-____‘________-
H males | — .‘-tﬁ
*A = Pan weight {(mg)
Tray color code: ; :
% 14.51(1%.4%(12.95 13- 01 | )4 261995 | i3, 4; 12.U2] 13.78(12.5Y 4. 89| 14. 39|13 .53 12331374 3.5
Date: |Lf‘1'm
*B = Pan + Shrimp weight
{mg) [}
o bl 3 .00 [l oL |16 B [1M. 66 1.0\ [t [P9-qO | 1418 15,34 [ 15,10 | 12.&b| .0 § [ 1300 1341
::IEI\:M ]f : 15 Mg (14 1sME
[3 =a s‘n:mp weight (mg)
(10 | 1oL [0S | ot [T [ 12\ | w10 1044 o602 |, 6\ | pus | 0.3% 0.33] 0.3k |04 | 6.d)
Hand calculated .
Analyst: 85
Welght per Initial number
of shrimp (mg)
:htﬂf'r:nitlzl number of o A k 0 0 ~ - g‘l-
Ha dnaltulated ‘\:\P :‘P :" \0 A'D N‘} /\‘}N '{\’ e.\’ \,\,‘L \"a’ .(g‘ 6\ Du “ v ot‘x n'p
An:l\r:t: r& LB ° 0 Q o’ o ) 0 o (o} O o o o o
| Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
- | number of shrimp (mg) (%) number of shrimp (mg) (%) s1.4 z
0.2 “2.67 0.0 e &

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



" Environmental Testing Solutions, Inc.

Survival and Growth Data
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ADbKCICR Test Number: 259

Day

750 mg KCI/L

1000 mg KCI/L

GG HH 1] J) KK LL MM | NN

00

QQ

RR SS T uu Vv

5 5 5 5 5 5 5

w

5

5 5 5 5 5

ok 0“ osd\ Gsd. osds 0% 0% g%

O‘atk

sd

0% | 04[¢*¢ | 0] g L

7

H females with eggs in
brood sac

# females with developing
ova in oviducts

#immature females

H males

PV R AN

[

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

Analyst:
Date:

*B = Pan + Shrimp weight
(mg)

Analyst:

Date:

C = Shrimp weight (mg)
=B-A

Hand calculated
Analyst:

1

o\-i g+

Weight per initial number
of shrimp [mg)

=C / Initlal number of
shrimp

Hand calculated
Analyst:

olololo]o]ofofo

| Average weight per initial Percent reduction from control

=4

number of shrimp (mg) 0 (%) i ODT-

Average weight per initial
number of shrimp (mg)

Percent reduction from control
(%)

0 1007,

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

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

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



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

Envi @l T ting Solutions, | Quality Control
Sl e Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 259
Test dates: January 07-14, 2025
Concentration (mg/LKCI)| Replicate Initial number of Final number of | A=Panweight [mg] | B =Pan+larvae Larvae weight {mg) | Weight / Initial number | Meansurvival | Mean weight [mg] |Coefficient of i Parcant from
larvae larvae wmmd =8-A of larvae |;||(J (%) %) contral (%)
A 5 5 13.75 14.79 1.04 0.208
B 5 5 13.18 14.22 1.04 0.208
C 5 5 13.48 14,56 1.08 0.216
D 5 5 11,26 13,00 1.04 0.208 i
Control z s : TET FET3 202 6,306 100.0 0.212 22 Not applicable
F 5 5 14.27 15.36 1.09 0.218
G 5 5 12.43 13.55 106 0.212
H 5 5 12.52 13.60 1.08 0.216
| 5 5 12,02 13.11 1.09 0.218
J 5 5 14.73 15.82 1.08 0.218
K 5 5 14.04 15.16 1.12 0.224
L 5 5 14.44 15.50 1.06 0.212
20 M 5 5 12.52 13.61 1.09 0.218 e o2z a8 R
N 5 5 14.45 15.65 1.20 0.240
(o] 5 5 14.30 15.42 112 0.224
P 5 5 11,53 12.66 1.13 0.226
Q 5 5 14.51 15.61 1.10 0.220
R 5 5 13.48 14.49 1.01 0.202
H 5 5 12.85 14.00 1.05 0.210
T 5 5 13.01 14,02 1.01 0.202
L u 5 5 14.26 15.48 1.22 0.244 100 217 Be i
v 5 5 13.45 14.66 1.21 0.242
w 5 5 12,91 14,01 1.10 0.220
X 5 5 12.62 13.60 0.98 0.196
Y 5 3 13.78 14,40 0.62 0.124
Z 5 3 13.54 14.15 0.61 0.122
AA 5 2 14.89 15,34 0.45 0.090
BB 5 2 14.74 15.10 0.36 0.072
500 cc 5 2 1253 12.86 0.33 0.066 450 0.089 =1 579
DD 5 2 13.72 14.08 0.36 0.072
EE 5 2 12.74 13.16 0.42 0.084
FF 5 2 13.50 13.91 0.41 0.082
GG 5 0 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
1] 5 0 0.00 0.00 0.00 0.000
1 5 0 0.00 0.00 0.00 0.000
750 KK 5 0 0.00 0.00 0.00 0.000 00 0.000 00 1000
LL 5 0 0.00 0.00 0.00 0.000
MM 5 0 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
aa 5 0 0.00 0.00 0.00 0.000
AR 5 0 0.00 0.00 0.00 0.000
1000 ) : e 510 00 e o000 0.0 0.000 0.0 100.0
TT 5 Q 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
Vv 5 0 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0219 MSD = Minimum Significant Difference
PMSD: 104 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSD s 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 PMS5D bounds were determined from the 10th and 90th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the
sensitivity of the test method and is not a minimum acceptance criteria.

USEPA. 2001a, 2001b. Final Repart: Interlaboratory Variability Study of EPA Shart-term Chronic and Acute Whale 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.




Statistical Analyses

A —
. Environmental Testing Sohutions, Inc.

Mysid Survival and Growth Test-7 Day Survival

D-Control

Stari Date: 1/7/2025 TestID: AbKCICR Sample 1D: REF-Ref Toxicant
End Date: 1/14/2025 Lab ID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Tesl Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control 1.0000 10000 1.0000 1.0000 1.0000 10000 1.0000 1.0000
250 1.0000 10000 10000 10000 1.0000 1.0000 1.0000 1.0000
375 1.0000 10000 10000 41.0000 10000 1.0000 10000 1.0000
500 0.6000 06000 04000 04000 04000 04000 04000 0.4000
750 0.0000 00000 00000 00000 00000 00000 0.0000 0.0000
1000 00000 ©0.0000 00000 0.0000 00000 0.0000 0.0000 0.0000
Ti form: 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 10000 13453 13453 13453  0.000 8 o 40
250 10000 10000 13453 13453 1.3453 0.000 8 6800  4B.00 1] 40
375 1.0000 10000 13453 1.3453 1.3453 0.000 8 68.00 4800 o 40
*500 04500 04500 07351 06847 08861 12681 a 3600 4800 22 40
750 0.0000 00000 02255 02255 02255 0.000 8 40 40
1000 0.0000 00000 0.2255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.55437 0.904 2.42457 766092
Equality of variance cannol be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 375 500 433.013
Trealments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95%CL
0.0% 50610 479.24 53446
50% 50374 47423 53507
10.0% 50139 46885 538.20 1.0 .
20.0% 496.78 456.13 541.04 9:
Aulo-0.0% 50610 47924 534.46 % ]
0.8 4
0.7 4
@ 0.6 4
2 -
S 05 4
o j
2 044
0.3 1
0.2 1
0.1 1
0.0 —d
1 10 100 1000
Dose mgiL
Dose-Response Plot
1 ©- . u
D.Qé
o.a%
0.?%
5 06
g
@ 0.5 7
> ]
8 0.4 4
~ 3
034
O.Zé
013
E - - . -
g 5 8 2 g
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Statistical Analyses

Mysid Survival and Growth Test-Growth-Weight

D-Control

Start Date: 11712025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 1/14/2025 Lab ID: 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-mgl/L 1 2 3 4 5 [] 7 8
D-Control 0.2080 0.2080 02160 0.2080 0.2060 0.2180 0.2120 02160
250 0.2180 02180 02240 02120 02180 0.2400 02240 0.2260
375 02200 02020 02100 02020 02440 02420 0.2200 0.1960
500 0.1240 0.1220 0.0900 00720 00660 00720 0.0840 0.0820
750 00000 0.0000 0.0000 0.0000 00000 00000 0.0000 0.0000
1000 00000 0.0000 0.0000 00000 0.0000 0.0000 0.0000 0.0000
Transform: Untransformed Rank 1-Tailed Isotonic
Conc-mg/L  Mean  N-Mean Mean Min Max CV% N Sum __ Critical Mean  N-Mean
D-Control 02115 1.0000 0.2115 0.2060 0.2180 2.189 8 0.2170 1.0000
250 02225 1.0520 02225 02120 02400 3776 8 95.00  43.00 0.2170  1.0000
375 02170 1.0260 0.2170 0.1960 0.2440 8.375 8 72.00 43.00 0.2170 1.0000
500 00890 04208 00890 00660 01240 25110 8 0.0890 0.4101
750 0.0000 00000 00000 00000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 00000 0.0000 0.000 8 0.0000 0.0000
[Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Testindicales normal distribution (p > 0.01) 09248 0.884 0.75355 1.11716
Bartlett's Testindicates unequal es (p = 3 48E-03) 11.3205 9.21035
Hypothesis Test (1-tail, 0.01) NOEC  LOEC Chv TU
Sleel's Many-One Rank Test 375 >375
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL Skew
IC05 385.60 539 37539 386.49 -53864
Ic10 396.19 311 38652 39799 -1.2503
IC15 406.79 310 397.54 409.48 -0.7951 1.0 > <
IC20 417.38 3.25 40859 421.02 -0.2956 09 1
IC25 427.98 353 41959 43308 0.0980 i
IC40 459.77 492 45146 46864 05437 .
IC50 480.96 6.08  471.24 49242 05827 o
0.6 1
e 054
g 041
é 03 1
0.2 4
0.1 4
0.0 e
-01 1
-0.2
] 500 1000 1500
Dose mgiL
Dose-Response Plot
0.3
0.25 1
b
= 0.2 4
£
g
50.15-
(3 0.1:
0.05
0 - %
& 5 & 8 g




Page 5 of 6

Environmental Testing Solutions, Inc.

ADbKCICR Test Number: 259

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

sheet,
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst 9@ E~ | 5 I ﬂ/J £ Na. ||+
pH (S.U.) 8.7 7. 98 g.o4 7.99 g.06 1243
DO (mg/L) R e 77 9 | B A4 | A2
CONTROL, | salinity (ppt) 26.0 o 1955 8.2 129.0
Salt SW Alkalinity e Lol I
(mg CaC0,/L) W\ O R RO agssn 1o
Temperature (°C) 5.1 \S. 4 g T 8 Voo b= 6.\
pH (S.U.) .09 |zeg oz 2.9¢4 18 03
250mg | DO (mg/L) TN “Yo 2% ) ‘hd
KCI/L salinity (ppt) 24 ] Wy MA Fas.2 25|
Temperature (°C) . — W | RPN ‘!_‘\,. 0 s e .0
pH (S.U.) g. 1o 294 802 7.97 |B.03 | Z 9«
375mg [ DO (mg/L) A T3¢ [939 Y ‘v | 32
KCI/L salinity (ppt) A5 A s As.dy 1259 2571 234
Temperature (°C) A%.6 g, i GO . D S - WO
pH (S.U.) &, U 794 18203 7.92 oy | 792
500mg | DO (mg/L) A [Ab 29 | Ay 730 Y2
KCI/L salinity (ppt) A5 A 5.5 NS A6y 257 270
Temperature (°C) K.k - NS Ao L e -1
pH (S.U.) .1 T
750 mg DO (mg/L) 1 ¥y T
KCl/L Salinity (ppt) 25.4 5.7 T~
Temperature (°C) %-3 R
pH (5.U.) g.l2 2144 arl,
1000 mg | DO (mg/L) .& .4 e e "™
KCI/L salinity (ppt) QLA 8.9 T~
Temperature (°C) 1S.6 .-
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1



Page 6 of 6

Emvlronmental Testing Solutions, Inc.

AbKCICR Test Number: 259

Day
{Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3
Analyst | Z-> W o
pH (S.U.) g os N8Y 819
DO (mg/L) Qo 19 1y
CONTROL, | salinity (ppt) 25\ | zs2 25\
SaltsSW | Alkalinity R S
(mg CaCOs/L) "ofed | 10O
Temperature (°C) 1. Ve | 1S,
pH (S.U.) S04 04 | 810
250 mg DO (mg/L) B0 39 4}
KCl/L Salinity (ppt) 7252 25,3 zs.2 25\ 53 154 252 25
Temperature (°C) i GO A.-D 1G.n .0 S - .3 AS. L. 0
PH (S.U) ot | 41 | 0 |4 | 808 [ A0l | A48 |z e9
375mg | DO (mg/L) 9.0 oY 1Y | vg 1S [ 22 | & RIR)
KCl/L salinity (ppt) 2 2S5 253 2s8 1553 25U S33 Z5. %
Temperature (°C) s .- e 3 %Y We- .- We.3 8. 5.4
pH (5.U.) o5 | dad | 610 | a3 | 8601 | %5 | 443 | 7.93
500mg | DO (mg/L) a0 N 1 | o As | 1.5 8. L
kei/L | salinity (ppt) 253 | 259 234 | B4 | 253 255 | 25y | 256
Temperature (°C) 5. e 15 L T w. e\ RNy . L
pH (S.U.) s
750 mg | DO (mg/L) [———)
kci/L | salinity (ppt) e
Temperature (°C) . s ~—~——
pH (S.U.) ' ] B 72
1000 mg | DO (mg/L) %;:: e
KCl/L Salinity (ppt) x i
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1



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

.. Environmental Testing Solutlons, Inc. Source: Aquatlc Indlcators’ Inc-
OSS—T——7—7—7T—7T 77T T T T T T T T T T T 1 ]
[ Control Limits (x 2 Standard Deviations) i
0.50 i -
" _____________,.s-—--"'““"““‘“—"-._ ““““““““““““““““““ i
[ é » i
0.45 |- 2 e ) T @ 5 - —
i ® @ ® ]
| e o i e s s s % e -
0.40 |- T 5
g B ]
o 035 [ n
~ ¥ i
oo i N

~ i % 7§ % -§ ¥ % § ¢ 35 ¥ W 4 F o 4§ 9
[7s]
I Ll e S R R S T R e ey o i v S et T S ST T, B e
© [ Warmng Limits ]
o e i P T ¢ ]
~N 0.5 [ meibmm = —
! 3 " !
J« ® ® ® ® 2
- { . @ S .ﬁ —i ® =
L o ® ° o e o ® o
0.4 - =
B3 [ sisssripimiimsanisnersmssnassns uammmpssanessmrins s R S AR SN R SRS S i
op L1 1 1y e T ]
' b I S, I I, P, I | :1.“ 1.°' A b ad b a5 a5
o e o L L G (G o o
Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,; converted to anti-logarithmic values)
wn e - 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; £, .. converted to anti-logarithmic values,
S,,s = 75" percentile of CVs reported nationally by USEPA)

tered and
Reviewsd by
Jam Sumner
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o Environmental Testing Selutions, Inc.
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Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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S ";; A USEPA Minimum Acceptance Criteria (> 0.20 mg per surviving shrimp) - 3
o i il
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= | | | | | | | [ | | | | I | | | I | | | E
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30 | Lower PMSD Bound -
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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)

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

Fennered and
Reviewed by
Jim Sumner
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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: 260
Dilution preparation information: Comments:
KCI Stock INSS number: INSS A%
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume {mL) 10 15 20 30 40
Diluent volume (mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: G#.EA
Date and times organisms 01-28-25 1200 to Incubator number and shelf S®
were born between: 01-29-25 1130 location:
Organism source: Al Batch Ab: 01-29-25 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= ~\.&%k S.U. Date / Time in oven: LS wil
Temperature= ~ &3+0 oC *|nitial oven temperature: L * L
Average transfer volume: <0.25mL Date / Time out of oven: 0L \1% WwWB
*Final oven temperature: L 'C
Total drying time: W -Nows
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 02-04-25 tong | WA U 1539 k{ ovus 8
1 -05- : =
02-05-25 0S40 { \S 00 %{ 2400 | W L
2
02-06-25 0800 VA00 2 049D L]'(( oS
3
02-07-25 0508 ‘r oo h 04906 K \(
4 02-08-25 6500 |- 1] \L00 K WS L K leroers 8
e L' L4
> 02-09-25 0%0 | ® 1\ 0D A 0€1S | M |
6 02-10-25 04 00 F' v L0Q U o4l W 1
7 02-11-25 : W\Ho k(
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 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | +30\eYo&S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 0O7. < 20% 7-day LCso (mg/L KCI) 448.4
Average weight per initial shrimp: 0.7\S NOEC (mg/L KCI) s
Average weight per surviving shrimp: Q.18 > 0.20 mg/shrimp LOEC (mg/L KCI) Soo
ChV (mg/L KCI) Y3as.0
IC2s (me/L KCI) Yyo.é

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

AbKCICR Test Number: 260

Survival and Growth Data

Day CONTROL 250 mg KCI/L
A | B c [ b E M

m
==
=

w
wu
wv
w
(%2}
i
v
(¥2]

5 5

Mwn|NDwv |
Win|n|lw |
Al NP

V\U\U\d)mwm'u

V)
¥

7

A A A A
" MR,
d\‘-’\mwﬂm.ﬂ
Y R RN RN P RV B
U‘u‘J‘U\J—]U\d\
N RIS R RV Y P R
Al Pl [N ]|
nlafnlal Nl n

P Aw ([P

0
:
S
S
5
S
S
S
b

H females with eggs in
brood sac e

i femnales with developing I
ova In oviducts 1|

Hi female ]
mmature females -_'_._,_-l-"— “.“

# males "“

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

133 |06 (1320 {1,323 12,00 1340 12,09/ 10% a2y 1350 [1LUS 13,95 15,00 [lp., .39 [15.57

1 T L
o T— N

*B = Pan + Sheimp weight [

»
(mg) 2™, : s [y,
0 g i laat .86 b _:::52 19,67 (14,90 v Lk b A0 14,6l (12 19.04 [1n.6d |‘l.lb 13.8a0(1L.94

Date:

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

Hand calculated
Analyst:

Weight per initlal number
of shrimp [mg)

=C / Initial number of
shrimp

L. 0S l.oi 1.1 "‘& 1.0\ O | Lo [t.0b |.0‘\ (1Y 1.0 1.0b .0 l-o" |'a°\ 102

N % A N
SN S| | A S| S ]
2 .

Q
P A v .
] o |v oo o v o o

Hand calculated e %
Analyst: IL Q o Q
il daeet e | e
b

{ Average weight per initial ; ..”_:6.,:' - | Average weight per initial Percent reduction from control
| number of shrimp (mg) 1 »‘5&‘:5'( number of shrimp (mg) (%) 1
& : 1‘, I— .”?-!.
LR | ol T Y 6. LI\ 2.\ 1.

*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 = ur}usually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



Enviranmental Testing Salutlont, Inc.

Survival and Growth Data

Page 3 of 6

AbKCICR Test Number: 260

Day 375 mg KCI/L 500 mg KCI/L
Q R S T u \') w X Y Z AA BB CcC DD EE FF
2 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1 WA W
SISTISISISIS|ISIS]IST S SISV S |8
2 .* “q. ‘l. I*
SIS SIS SIS s s|47] Y] AT
3 — ~ J 19 [2le
slsls |s|s|S|s|s| s 4|s|L | Yz |3
4 .
s [sS|s|s|s| s|s|s|s || Hd] v]d] 3]s
5
S5 | S 1% |S1%1% |5 S 4d Y] v]d] 5S>
= = = — J
S wls [ s|s|s|s|s|s|yly g |u]2¥z
7 I ETN ul W
<N | s SIS S q A W T e O - T
# females with eggs In
brood sac P I
P e =
# immature females __— “
# males e —“'m«v
*A = Pan welght (mg)
Rouguh N4 3391365 1330 116116 13721503 fis.a (1139 [ gy .36 (333 |33 1400
Date: OV~
*B =Pan + Shrimp welght
L"'..flm: E 13,0 A [ 4,82 | 4,24 116.10 [ 1220 1y, BY 1.\ |1 2N VLAY gAY [ 1L SE i, 13 LS el
C = Shrimp welght (mg)
:::;:ah:uiated hog l'oo l.oq ‘.05 l'o\‘ hul "01 l'oé 0.-\5 o"ﬁ" O-S.b o-s\ 0-51 0-30 O-S"‘ 0-51-
Analyst: gs
Welight per initial number
i D
shrimp o] “ ™ N ) h S % &
Hand calculated “‘:l' ﬁ? "9 'vap '\9'5 "g‘ J ﬁ}\‘ $' & \h \a' 60 \QQ .\Q .?
Analyst: a l 0' Q. Q 0‘ D- (0 ) o * o 0- 0' L\ 0' o v
| Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
- [ number of shrimp (mg) (%) number of shrimp (mg) (%)
)- FOLS Ay 0:1L0A 2.8 0.\ 4 Asa 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:

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

Page 4 of 6

AbKCICR Test Number: 260

Day

750 mg KCI/L

1000 mg KCI/L

GG | HH ]

1)

KK

LL

MM

NN

00

PP

QQ

RR SS

T Uu

5

5

5

5 5

0%

Osﬂ\

Os&

0%

OSJA

054 Osd

o'

7

# females with eggs In
brood sac

# females with developing
ova in oviducts

# immature females

I

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

Analyst:
Date:

*B = Pan + Shrimp weight
(mg)

Analyst:

Date:

€ = Shrimp welght (mg)
=B-A

Hand calculated
Analyst:

‘Welght per Initial number
of shrimp (mg)

=C / Initial number of
shrimp

Hand calculated
Analyst:

o

0| O

0

o

0

0

0|0

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

0

(%)

W00 1-

Percent reduction from control

Average weight per initial
number of shrimp (mg) 0

(%)

Percent reduction from control

100 1.

*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.

Americamysis bahia Chronic Reference Toxicant Test

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

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

Test number: 260
Test dates: February 04-11, 2025
(Concentration (mg/L KCI) |  Replicate Initial number of Final number of | A=Pan weight (mg) | B=Pan+Llarvae | Larvae weight [mg) Wolﬂn [ Initial number | Mean survival | Mean weight {mg) of vari Percent reduction from
larvae larvae welght {mg) =B-A of larvae {mg) (%) ] control (%)
A 5 5 13.71 14.76 1.05 0.210
|:] 5 5 11.78 12.86 1.08 0.216
C 5 5 13.30 14.46 1.16 0.232
D 5 5 14.32 15.50 1.18 0.236
Control & 0 iy 12.66 1367 101 0.202 100.0 0.215 5.8 Not applicable
F 5 5 13.46 14.50 1.04 0.208
G 5 5 12.64 13.66 1.02 0.204
H 5 5 11.18 12.24 1.06 0.212
1 5 5 12.21 13.30 1.09 0.218
1] 5 5 13.50 14.61 1.11 0.222
K 5 5 11.65 1271 1.06 0.212
L 5 5 13.85 15.01 1.06 0.212
o ™ 5 5 12.60 13,63 1.03 0.206 e e e e
N 5 5 1012 11.16 1.04 0.208
o] 5 5 12.79 13.80 1.01 0.202
P 5 5 15.57 16.59 1.02 0.204
Q 5 5 11.84 13.02 1.08 0.216
R 5 4 13.34 14.34 1.00 0.200
5 5 5 13.85 14.89 1.04 0.208
T 5 5 13.26 14.29 1.03 0.206
37 u 5 5 14.16 15.20 1.04 0.208 95 s e o
v 5 5 11.18 12.20 1.02 0.204
W ] 5 13.77 14.84 1.07 0.214
X 5 5 15.13 16.21 1.08 0.216
Y 5 3 15.47 16.20 0.73 0.146
z 5 4 11.34 12.31 0.97 0.194
AA 5 2 14.41 14.94 0.53 0.106
BB 5 2 11.84 12.35 0.51 0.102
500 7 A n 313,28 34 58 032 0.064 50.0 0.118 32.6 45.1
[s]] 5 3 12.73 13.23 0.50 0.100
EE 5 2 13.71 14.25 0.54 0.108
FF 5 3 14.01 14.63 0.62 0.124
GG 5 0 0.00 0.00 0.00 0.000
HH 5 0 0.00 0.00 0.00 0.000
1] 5 [*] 0.00 0.00 0.00 0.000
3 5 0 0.00 0.00 0.00 0.000
750 rm s = .00 .00 0.00 0.000 0.0 0.000 0.0 100.0
LL 5 0 0.00 0.00 0.00 0.000
MM 5 Q 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
aaq 5 ] 0.00 0.00 0.00 0.000
RR 5 ] 0.00 0.00 0.00 0.000
1000 55 5 0 0.00 0.00 0.00 0.000 . o e 2000
1T 5 0 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
v 5 a 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0125 MsD = Minimum Significant Difference
PMSD: 5.8 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision. The PMSD is the minimum percent difference between the control and treatment that can be
declared statistically significant in a whole effluent toxicity test,
Lower PMSD bound determined by USEPA (10th percentile) = 11%.
Upper PM5D bound determined by USEPA (90th percentile) = 37%.
Lower and upper PMSD bounds were determined fram the 10th and 90th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the

sensitivity of the test method and is not a minimum acceptance criteria.

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

US Environmental Protection Agency, Cincinnati, OH.
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Statistical Analyses

n
»  Environmental Testing Solutions, inc.

nbered and
Reviewed By

‘Mysid Survival and Growth Test-7 Day Survival

Start Date: 2/4/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 2M11/2025 LabID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 T 8
D-Contrel 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 1.0000 08000 1.0000 10000 10000 10000 1.0000 10000
500 06000 0.8000 04000 04000 0.2000 06000 04000 06000
750 0.0000 00000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
1000 0.0000 00000 0.0000 00000 ©0.0000 0.0000 00000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum_ Critical Resp Number
D-Control  1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 0 40
250 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 09750 09750 13155 11071 1.3453 6.400 8 64.00 48.00 1 40
*500 05000 05000 07854 04636 1.1071 24907 8 36.00 48.00 20 40
750 00000 0.0000 0.2255 0.2255 0.2255 0.000 8 40 40
1000 0.0000 0.0000 02255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.77982 0.904 -0.2942 562356
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC  LOEC Chv TU
Steel’s Many-One Rank Teslt 375 500 433.013
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE__ 95% Fiducial Limits Ci | _Chi-Sq Critical P-value  Mu Sigma Iter
Slope 16.3619 3.25389 9.9841 227397 0 0.10855 7.81472 099079 26976 0.06112 3
Intercept -39.138 8.73235 -56.253 -22.023
TSCR 1.0
Point Probits  mg/L  95% Fiducial Limits 6 (Z
ECO1 2674 359272 29476 394.145 :
ECO05 3.355 395434 343.425 424.151 0.8
EC10 3.718 416.178 371.919 441.843 07 4
EC15 3.964 430.784 391941 454805 o
EC20 4.158 442758 408119 46595 e 0-3:
EC25 4326 453295 422,007 476.316 §,°-5'
EC40 4.747 480.972 455715 507.252 o 1
EC50 5000 49843 474251 530.181 @ 04 ]
ECE0 5.253 516.521 491.38 556.585 0.2 4
EC75 5674 548.059 517.844 607.368 1
EC80 5842 561.102 528002 629.658 %27
EC85 6.036 576.698 539.761 657.079 019
EC80 6.282 596.938 554.558 693.749 00' _J
EC95 6.645 628.251 576.714 752.581 : 1'0 1(.!0 i 1000
ECg9 7.326 691488 619.663 878.184
Dose mgilL
Dose-Response Plot
14 +
0.9
0.8 3 r
07
g 056 3
@ 057
P 3
& 0.4
~ 3
0.3 4
0.25 1
0.1 3
] - - v L
& B g g g

D-Control




ored and
Statistical Analyses papan)]
N
~ E Testing 5 Inc.
Mysid Survival and Growth Test-Growth-Weight
Start Date: 2/4/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 2/11/2025 LabID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
|Comments:
Conc-mg/l 1 2z 3 4 5 8 7 8
D-Control 0.2100 0.2160 0.2320 0.2360 02020 0.2080 0.2040 02120
| 250 0.2180 02220 0.2120 0.2120 02060 0.2080 0.2020 0.2040
375 0.2160 0.2000 0.2080 0.2060 02080 0.2040 0.2140 0.2160
500 0.1480 0.1940 0.1060 0.1020 00640 0.1000 0.1080 0.1240
750 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 0.0000
| 1000 0.0000 0.0000 0.0000 0.0000 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 0.2150 1.0000 0.2150 0.2020 0.2360 5.841 8 0.2150 1.0000
250 0.2105 09791 0.2105 0.2020 02220 3.281 8 1.007 2799 0.0125 0.2105 09791
375 02090 09721 0.2090 02000 0.2160 2.802 ] 1.342 2799 0.0125 02090 0.9721
500 0.1183 05500 0.1183 00640 01940 32677 B8 0.1183 0.5500
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
|
Auxiliary Tests Statistic Critical Skew Kurt
| Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.94574 0.884 0.83984 043837
|Bar‘|letl's Testindicates equal variances (p=0.11) 448742 9.21035
| is Test (1-tail, 0.01) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 375 >375 0.01251 0.05818 7.8BE-05 BE-05 0.38321 2,21
| Treatments vs D-Control
! Linear Interpolation (200 Resamples)
Point mg/L SD 96% CL Skew
|Icos 381.54 46.97 19960 39163 -3.0782
Ic10 396.35 6.35 3B4.63 40895 0.1264
IC15 411.18 7.71 398.89 42719 05062 10 o <
IC20 42596 9.50 41223 44545 07115 do
IC25 440.77 11.50 42521 46440 08135 :
|EC4O 48519 17.44 46192 52517 06184 08 A1
|IC50 522.73 22.01 48468 56264 00525 07 4
|
| @ 0.6 1
0.5 4
@
| & 04 A
034
‘ 0.2 4
‘ 0.1 1
0.0 T T
‘ 0 500 1000 1500
| Dose mg/L
|
i Dose-Response Plot
|
0.25
——3 1-tail, 0.01 fevel
0.2 = of significance
]
5‘ 1
0.15 1
o ]
E 0.1 -
| 0.05 -
0

D-Control

250

7504

a7s

1000
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 260

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 YV fur /G Lo ‘{{/
pH (S.U.) ‘ﬁ.‘i{ 2. %( 286 | 7.8/ 7.90 A
DO (mg/L) ¥ gY) _ I Y] (74
CONTROL, | salinity (ppt) A44 .% 3 P& e i ‘\.s .of 5.0 233
Salt SW Alkalinity . j' o AN
(mg CaCOs/L) \00 i ﬂ nWo '{f\’;“i?‘ Ln
Temperature (°C) 1.1 L .8
pH (S.U.) 14y 7,.92_ 785 | zgs Z:92 X
250mg | DO (mg/L) N4 .5 1Y N +3 b,
KCl/L salinity (ppt) 2NQ 6.6 AR s | WA | 288
Temperature (°C) 4.8 AL.0 AT ¥Ry o '\é'\ AS: We.0
pH (5.U.) N4 | 783 |zgs | zgs |72 | AA%
375mg | DO (mg/L) 9 v | Y9 | ds | 9.6 | vv
KCI/L salinity (ppt) M9 258.% r9.4] 5.1 5. | 233
Temperature (°C) NS4 -0 nNS-L e D 1. W b
pH (S.U.) 000 | 728/ |7.92 |72.87 | 793 | You
s00mg | DO (mg/L) Na Y 27 0| A 1.
KCl/L salinity (ppt) 25.0 16.0 26.5 .0 SA[ 2,0
Temperature (°C) NS .4 e -3 1O, W -0 S w .-
pH (S.U.) 0,0\ 280 IS
750mg | DO (mg/L) g Y.y 1
KCl/L Salinity (ppt) 25.0 25,7 ——
Temperature (°C) AL-0 RN ]
pH (S.U.) goL | 7865 e
1000mg | DO (mg/L) 8.0 Y g N
KCI/L salinity (ppt) 25.3 [AS .9 KR
Temperature (°C) 5.4 Y.l
Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



Page 6 of 6

Environmental Testing Solutlons, Inc.

AbKCICR Test Number: 260

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst A v A W A 1\
pH (5.U) .22 | 7}'%.@ CA | 714 | @08 | 145 | nae ’gn«-
DO (mg/L) 6\ w 0.0 ; 2Y/) e §.0 v}
CONTROL, | Salinity (ppt) 24.6 20 NG 24.4 aMA 25.0
Salt SW Alkalinity w [k ab —w|
| (mg CaCOs/L) D | B L A St
Temperature (°C) NS .\ 1.4 % - NS, Wl b 1.0 .9
pH (S.U.) Y36 | Y | 603 | A%y | VA% | tob | 335
250 mg DO (mg/L) (VX vz .1 0y 14 .5 §.0 L.V
KCl/L Salinity (ppt) 5.2 253 25,2, Z8M 2= 253 2350 221
Temperature (°C) A\ 1.\ WS e+ L~ 1s.3 . v NG . L
pH (S.U.) 713y AL | G0b | AP [ Nad | "M | 805 | VA
375mg | DO (mg/L) X V.2 . 0.0 8o S $.0 0.3
KCl/L Salinity (ppt) 252 Z53 25\ 590 25) 25 23> 25,
Temperature (°C) N8\ .0 W Ve - 1S. N We. O 19 oo 1
pH (5.0 3 T2 | Bon | A8 | 330 | Va5 | 805> | A4
500mg | DO (mg/L) A 0.3 ¢ ( Y0 2.0 S §-0 | g
KCl/L salinity (ppt) 252 253 Zss 259 | Z8.2 235 | Zs 23.L
Temperature (°C) 5.\ Ve:0 .- R WA 8 1%.% || W - 5. W .1
PH (S.U.) — .
750 mg DO (mg/L) ]
kci/t | salinity (ppt) i
Temperature (°C) s
pH (S.U.) e
1000 mg | DO (mg/L) Qg
KCl/L Salinity (ppt) e I~
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final
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> Tg—— Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart
: Do Source: Aquatic Indicators, Inc.
055 71— 71 T T T T T T I — [ —
C Control Limits (+ 2 Standard Deviations) ]
0.50 |- ]
i
045 o o ° e - . «®
L ® ® b
[ e e e sy s, ... ]
0.40 - T ]
9 i ]
g 035 | -
~ L 4
Y [ :
b o | | | | | | | | 1 | 1 1 | L | | | | | |
[Ts]
o 067 LI, NG S S ey ) Sxeon: v e S W O DO SO I R, T T Ry
o : Warning Limits _ ]
-? I s AR e v e o 5 o 1 4 7 — - =S —_]
~ 0.5 e
i @ ® _
S o o - i
I '3 . - s o
5 o ® I ® o ¢ ® & i
0.4 -
0.3 oo ]
0.2 I | | | 1 | | | | | | ul. | 1 1 1 | 11 | i
@ BT T T 0 6 o o 0 0 T 0T 20T ) o 1 T
Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the potassium chloride concentration

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

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

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

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

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

4 Entered and
Reviewed by
Fim Sumner
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Emvironmental Testing Solutlons, Ing,

Americamysis (Mysidopsis) bahia

Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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5 ":; - USEPA Minimum Acceptance Criteria (> 0.20 mg per surwwng shrimp) l
L [ N
E 01 i ]
N | | | | | | | | | | | | L | | | | | | 1 1
| | | | | | | | | | | | | | | | | | | | .
X 30 USEPA Maximum Coefficient of Variation Guidance Criteria (< 28%) -
5 5 -
s 3 i ]
8 0 L
= N
o O L o]
SS9 2F _
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S T T S M e t=T=r=r =r=i=f= p=4
Or—T—7T T 1T 1T T T T T T T T T T T T T T T T ]
X USEPA ®  USEPA Upper PMSD Bound Acceptance Criteria (< 37%) i
30 | Lower PMSD Bound 2]
. i (>11%) T A . g e e i i o e e e ]
B3 A S— = ]
- ® il
a 20 1 i
= i ® ® ) i
-9 B Py . T —— e e i
L [ ] [ ® 4
10 F - — 2 T -]
e ® 4
L =~ ~ - ® [ @ -
ol—L 1 1 1 1 | | | 1 o ‘(“ | | 1o ] 1 WI” | ]
B T L R ' R . P X .1, 1‘* 2k L Ak ah
ol gl i\ o5 vl A% N\
0%'0% @ 40% 30 0O 0‘- '06' > o 0':’° i & 0%' c»‘ix 0"‘ e 31’0 03 o‘l«’@ “h
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.

bered and

Central Tendency (mean Control Growth, CV or PMSD) Reviewnt by

Jim 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: 261
Dilution preparation information: Comments:
KCl Stock INSS number: INSS L3S\
Stock preparation: 50 g kClI/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 a7s 500 750 1000
Stock volume (mL) 10 15 20 30 40
Diluent volume (mL) 1990 1985 1980 1970 1960
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism age: 7-days old Randomizing template: Pare Gneew
Date and times organisms 02-25-25 1200to Incubator number and shelf g C
were born between: 02-26-25 1130 location:
Organism source: Al Batch Ab: 02-26-25 Artemiog CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= &.0L S.u. Date / Time in oven: AL \DLS
Temperature= 9.0 oC *Initial oven temperature: W'
Average transfer volume: <0.25 mL Date / Time out of oven: a1 DS
*Final oven temperature: Lo L
Total drying time: \-Houg
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 hatc_h used
Time Analyst Time Analyst Time Analyst
0 03-04-25 neo |\ w0 1 1nso no lewwsi
1 03-05-25 h L :y\ L
0500 i [ (81 l ogt | X
2 03-06-25 Ohoo W B\ U 041p h oa.d- 1S
3 1]
03-07-25 oS00 | \f woo |\ o&1| g i
4
ooe s 6550 '} L0 7 0A>0 ﬁf' U3-06-18
5 .09-
03-09-25 0L B0 W30 h of>D \.f( \
6 03-10-25 0% 00 ‘fl W\ 00 ![ 0L ‘.A L
7 03-11-25 09&S 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 | V30lloMb € §
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: D1. <20% 7-day LCso (mg/L KCI) 55%.1
Average weight per initial shrimp: 6.1\ NOEC (mg/L KCl) s
Average weight per surviving shrimp: 0.1\ 2 0.20 mg/shrimp LOEC (mg/L KCl) 500
ChV (mg/L KCl) 433.0
ICas (mg/L KCI) 444.%

SOP AT44-Revision 4-Exhibit AT44.1



Page 2 of 6

Enviranmental Testing Solutlans, Inc.

AbKCICR Test Number: 261

Survival and Growth Data

Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N 0 P
0 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
! s|lels|s|s|s|s|s|s]|s|s| s|s]|s]|s]s
: s | sIsis|si<lsls|sIs]| s8] s8]
? zlslsl elslelslslsls|iss] s|5| &5
® s| s| s|s|s|s|s|s]|s| S| s|s|s|s|s]g
3 s | S| S| SIS &S] SIS s|ls| S| 8Is|s|s
8 SIS|S|S|S|S|s|s] s|s|s|s|s|s|s|<
7 s|s|s| | S| SIs|IsIs] sl lslslce
] I:r:::u‘::ir:::lu e __'____-—~-""'_ e ‘sﬁ

*A = Pan weight (mg)

%um 12.UHI5.23 [12.20 13.492 13,63 |14 04| 13- 34| 1413 -4V {11.95 .95 128412 35|12, ¥5{13.52

*B = Pan + Shrimp weight

[mg} -
- g he s 13 LA | 1L, 28[13. S0 i § [4.49 15,04 [13.06] 157 25]15.46 (1300 [ 15. §5 | 13,20 [ 1342|1889 [#4. 9¢
Analyst: e 0

Date:

C = Shrimp welght [mg)

=B=-A
oL (102 [1.05 1A [1.06 | oL [1k0O [1oL|r.0N 107|108 oM | .01 | oy [1.04 |1.04

Hand calculated

Analyst: $

Welght per initlal number

of shrimp [mg)
=C / Initial number of
shrimp t ls 0

> > Q Y AN AN N 3\ Q \3 > (o) \ N
Hand calculated l\? '\9 "> '\b; Iév "\? '\& :\? '\‘l‘ '0 ’0 ’\p '\} N :\' 0'.\’
Analyst: "k L o (v} 0‘ o o (v} 0' V) (v} [V} 0 o o' 0 0
P ‘; £ ;: }_Bq Average weight per initial % ) | Average weight per initial Percent reduction from control

e ";_-ﬁ‘g‘ number of shrimp (mg) number of shrimp (mg) (%) 9 7
ey 0.2\ : 0.1\% = 0. 57

*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.

Page 3 of 6

AbKCICR Test Number: 261

Survival and Growth Data

Day 375 mg KCI/L 500 mg KCI/L
Q R S T U Vv W X Y Z AA BB cC DD EE FF
v 5 5 5 5 5 5 5 5 5 5 5 5 S 5 5 5
1
SIS S| SIS S|S| 8] 8 SIS 8] 8§ & 8|S
2
S| S| S| S| S| S| S| S| S| S| 3| S|S|S|S]S
’ 5|s|s|s|s|S|s[5S [u|S U go| 5| [yP|5
! s|s|S|s|s|s|s|s|4|s|u S|S|d]|s
5 w
sls| s s|s|s|s|A]|d ]|V [S|s|H4]s
6 — — . — — —
G|S| SIS s|S s |yly |4 |3|y?|s |4 |
- W[ 2 M| s | oA
S| S SIS T S|SISE] S>3 4 %5 |>
# females with eggs In
brood sac —
# females with developing
ova In oviducts — |
H immature females o]
# males C:[: — “(\"\3
*A=Pan wellhf (mg)
et Gran |12 63[14.42(12.53[13.5! 1565 [13. 571350 (13 35[13.24 13T 13.56| 1.65|12. 1215214, 0312.32
S Gl
*B = Pan + Shrimp weight
EE::E‘:“: I _ .49 1560 [1053 | w.sd [L ] [0 (15,59 [1d. 60 iy B (13,58 [12.40 15,58 (12,43 [15.41 |84 | 1141
C = Shrimp welght (mg)
ks W [1.08 | 1.00 [1:05 | 165 (103 oA |10z Jold [0 [o.4b [0.13 |5 24| 5.8 | 0.1 [0.b4
Hand calculated
Analyst:, E[g
‘Weight per initial number
of shrimp (mg)
:hcr‘ .::n!u:l number of LR > 0 =
' S IS I N I R I IO al [ B R\ IV I IR B
Hand calculated ~ Y] ~ ~ ; , T‘ ~ u ay N {\ N\ B
Analyst: a \ < g o o o Q Q QO o] (v 0 0 o o 'y 0*
g ':‘:f,‘:f:‘_‘j‘___ g;“- - | Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
i h )"'—:_f&'. !;'d number of shrimp (mg) (%} 0.57. number of shrimp (mg) (%) 7
Wi do 0. 1\0 : 0.4 4107

*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 Solutions, Inc.

Page 4 of 6

AbKCICR Test Number: 261

Survival and Growth Data

Day 750 mg KCI/L 1000 mg KCI/L
GG HH ] J KK LL MM | NN | OO PP QQ RR SS T uu vV
v S 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
S S
1 s 0% 0% o5 o34 03 03N 03| oSH 05A| 0K oSN o3| o3d oSA| o
2
— —
3 s
——
_.'-F""-‘-/'-
5 il
.——"’f
/
6 /f"”’
—
-5______‘-_‘-_ —
o i = i
T N
# immature females -5._\_'_-_‘_
#males B .
—H B-pS
*A = Pan weight (mg) L\
Tray color code: S—
Analyst: / 2
Date: /
*8=Pan + Shrimp weight | —T =
{mg) L —
Analyst: -""'H-‘-
o =
leulated / n b i Ls
Weight per initial number
of shrimp (mg)
=C [ Initlal number of
Hand calculated
Analyst:
Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
number of shrimp (mg) (%) number of shrimp (mg) (%)
0 1001. 0 100/,

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



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

B — —— T Quality Control
- ° - ine Verification of Data Entry, Calculations, and Statistical Analyses
Test number: 261
Test dates: March 04-11, 2025
Concentration [mg/LKCI)| Replicate Initial number of Final number of | A =Pan weight (mg) | 8 = Pan + Larvae Larvae weight {mg) | Weight / initial number | Mean survival | Mean weight (mg) Coefficient of varlation| Percent reduction frem
larae lanae weight (me) =8-A of larvae mg) (3] (%) control (%)
A 5 5 14.53 15.55 1.02 0.204
B 5 5 12.67 13.69 1.02 0.204
[ 5 5 15.23 16.28 1.05 0.210
D 5 5 12.26 13.50 1.24 0.248
Control ; T 5 1342 YT 108 0913 100.0 0.211 74 Not applicable
F 5 5 13.67 14.69 1.02 0.204
G 5 5 14.09 15.09 .00 0.200
H 5 5 12.24 13.26 .02 0.204
1 5 5 14.13 15.20 .07 0.214
J 5 5 14.91 15.98 1.07 0.214
K 5 5 11.85 13.00 1.05 0.210
L 5 5 14.85 15.89 1.04 0.208
= m 5 5 12.84 1391 1.07 0.214 e 013 M »
N 5 5 12.38 13.42 1.04 0.208
[s] 5 5 12.75 13.84 1.09 0.218
P 5 5 13.82 14.50 1.08 0.216
Q 5 5 12.83 13.94 1.11 0.222
R 5 5 14.42 15.51 1.09 0.218
5 5 5 13.53 14.53 1.00 0.200
T 5 5 13.51 14.54 1.03 0.206
375 u 5 5 13.66 14.69 1.03 0.206 100.0 0.210 3 a2
v 5 5 13.37 14.40 1.03 0.206
w 5 5 12.50 13.59 1.08 0.218
X 5 5 13.78 14.80 1.02 0.204
Y 5 3 13.24 13.88 0.64 0.128
Z 5 3 12.94 13.58 0.64 0.128
AA 5 2 12.56 12.96 0.40 0.080
BB 5 3 14.85 15.58 0.73 0.146
500 cc 5 4 12.12 12.93 0.81 0.162 e 0-124 2.0 410
DD 5 3 15.36 15.91 0.55 0.110
EE 5 3 14.03 14.54 0.51 0.102
FF 5 3 12.23 12.92 0.69 0.138
GG 5 ] 0.00 0.00 0.00 0.000
HH 5 1] 0.00 0.00 0.00 0.000
[} 5 ] 0.00 0.00 0.00 0.000
1 5 0 0.00 0.00 0.00 0.000
0 KK 5 1] 0.00 0.00 0.00 0.000 00 0.000 00 0o
LL 5 "] 0.00 0.00 0.00 0.000
MM 5 "] 0.00 .00 0.0¢ 0.000
NN 5 0 0.00 .00 0.00 0.000
00 5 1] 0.00 .00 0.00 0.000
PP 5 o 0.00 0.00 0.00 0.000
aa 5 ] 0.00 0.00 0.00 0.000
RR 5 Q 0.00 0.00 0.00 0.000
1000 S5 5 > .00 0.00 .00 0.000 0.0 0.000 0.0 100.0
1L B o 0.00 0.00 0.00 0.000
uu 5 4] 0.00 0.00 0.00 0.000
W 5 ] 0.00 0.00 0.00 0.000
Dunnett's M5D value: 0.0146 MsD = Minimum Significant Difference
PMSD: 6.9 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
Interlaberatory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the

sensitivity of the test method and is not a minimum acceptance criteria,

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

U5 Environmental Protection Agency, Cincinnati, OH.
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Statistical Analyses

N e
. Environmental Testing Solutlons, lnc,

Mysid Survival and Growth Test-7 Day Survival

Start Date: 3/4/2025 TestID: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 3n1/2025 Lab ID: ETS-Envir. Tesling Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
250 10000 1.0000 1.0000 10000 1.0000 1.0000 1.0000 1.0000
375 1.0000 1.0000 1.0000 1.0000 10000 10000 1.0000 1.0000
500 06000 06000 04000 06000 08000 06000 06000 06000
750 0.0000 0.0000 0.0000 00000 0.0000 00000 0.0000 00000
1000 0.0000 00000 0.0000 00000 00000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root

Rank 1-Tailed

Number Total

Conc-mg/.  Mean N-Mean Mean Min Max CV% N Sum _ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 0 40
250 1.0000 1.0000 1.3453 1.3453 13453 0.000 8 68.00 48.00 0 40
375 10000 10000 13453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
*500 06000 06000 08885 06847 1.1071 12716 8 36.00 48.00 16 40
750 00000 00000 0.2255 02255 0.2255 0.000 8 40 40
1000 00000 00000 0.2255 02255 0.2255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.3625 0.904 0.44003 155766
Equality of variance cannotbe confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 375 500 433.013
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level  EC50 95%CL
0.0% 53310 50523 56251
5.0% 533.38 50242 566.25
10.0% 533.65 49869 571.07 1.0 T
200% 534.18 486.77 586.22 09'
Auto-0.0% 53310 50523 562.51 g
0.8 4
0.7 4
@ 0.6
50.5-
5 4
& 0.4 4
0.3 4
0.2 1
0.1 4
0.0 . — o
1 10 100 1000
Dose mgl/L

Dose-Response Plot

Sur

o ¢

o
Aasaalasiil

o
P
aaaslaisaal

D-Control
250

3751
*500

750

1000
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Statistical Analyses (‘“““,,_,__:
i Environmental Testing Solutions, Inc. a{
Mysid Survival and Growth Tmm.ﬁcm
Start Date: 3/4/2025 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 3/11/2025 LabID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L. 1 2 3 4 5 6 7 8

D-Control 0.2040 0.2040 0.2100 0.2480 0.2120 0.2040 0.2000 0.2040
250 0.2140 0.2140 02100 02080 0.2140 02080 02180 0.2160

375 0.2220 0.2180 02000 02060 0.2020 02060 0.2180 0.2040

500 0.1280 0.1280 0.0800 0.1460 0.1620 01100 01020 0.1380

750 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000 0.0000
1000 0.0000 00000 00000 00000 0.0000 0.0000 0.0000 0.0000

L Transform: Untransformed Rank 1-Tailed Isotonic
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Sum  Critical Mean N-Mean
D-Control 0.2108 1.0000 0.2108 02000 0.2480 7.367 ] 0.2118 1.0000
250 0.2128 10095 0.2128 0.2080 0.2180 1.736 8 B6.50 43.00 02118 1.0000
375 02095 09941 02095 02000 0.2220 4.042 8 73.00 43.00 0.2095 0.9894
500 0.1243 05896 01243 00800 0.1620 21.013 8 0.1243 0.5868
750 00000 00000 00000 00000 O0.0000 0.000 8 0.0000 0.0000
1000 0.0000 00000 00000 00000 O0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77078 0.884 2.43399 7.98571
Barllett's Test indicates unequal variances (p = 3.74E-03) 11,1751 9.21035
Hypothesis Test (1-tail, 0.01) NOEC LOEC Chv TU
Steel's Many-One Rank Test 375 =375

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L sD 95%CL Skew
IC05 387.23  21.57/ 32284 393.18 -59451
ic10 40275 586 38814 411.36 -0.8931
Ic15 418.27 642 40361 42954 -0.4858 10 >—o
1c20 433.80 7.31 41894 44773 -0.1642 oo
Ic25 44932 842 43432 46591 0.0440 -]
IC40 49589 1266 47591 52189 02555 0.8 1
IC50 536.97 1469 50751 559.90 -0.4422 0.7
0.6
@ 4
Eu.s-
w 0.4 4
a 0.3 4
0.2
0.1 4
00 4
-0.1 T -
0 500 1000 1500

Dose mglL

Dose-Response Plot

03

0.25

Growth-Weight
o
B

D-Control
250
375
500
7504
1000




Page 5 of 6

Environmental Testing Solutions, Inc.

AbKCICR Test Number: 261

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

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst | . w £ || £+ S Fer Eur o
pH (S.U.) MY gogll 296 798 [72.9¢ 809 | 435
DO (mg/L) g\ I Bo .5 5.0 33
CONTROL, | salinity (ppt) 25,9 ~s.0 4E.\ 1S .0 2502
Salt SW Alkalinity S0 E ot R SR O
(mg CaCOs/L) nwo |- SR Haw#d | 100 é%@? tF
Temperature (°C) 1$-1 5.9 S = ) | 6.\ w.\
pH (S.U.) .07 2.97 2.99 | 7.97 |8.08 | AbY
250 mg DO (mg/L) [ Y 9a aoa &\ 2
KCl/L Salinity (ppt) 3| s, § S -\ % | NS 252
Temperature (°C) 1S .1 1$-1 5.1 -0 8.1 Ua. 0
pH (5.U.) B.o7 Z.27 7.99 72.98 2.08 | A2
375 mg DO (mg/L) £ 1Y) gn b £\ 2.0
KCl/L Salinity (ppt) 15\ | 26TVt .0 As-= | s A8.2 | 2586
Temperature (°C) AS5-D 15-1 1S ) k.0 S o ?,_
pH (5.U.) 807 7298 |8Boo | 7.95 |88 | oS
500 mg DO (mg/L) §.\- 1Y 19 b g\ %)
KCI/L Salinity (ppt) 254 .0 1SS 15-1 K.3 Z2.6
Temperature (°C) S e -0 s ) S & s\ W. L
pH (S.U.) .08 7.96 Do
750mg | DO (mg/L) 8. v
KCl/L salinity (ppt) 5.4 o
Temperature (°C) 8.3 5. N -
pH (5.U.) .07 7.98 S
1000 mg DO (mg/L) §— ,\',0 oy ] e W
KCI/L Salinity (ppt) ad.7 .S i DTS
Temperature (°C) %3 1§
Initial Final Initial Final Initial Final

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

AbKCICR Test Number: 261

Da
(Analyst identified for each day, performed :H, D.0. and salinity measurements only.)
Conc. Parameter 3 B 4 5 6
Analyst /U w Yy (1% |/l‘/ [\ %
pH (S.U.) Z5Y d.w 191 |32 | 8ol | Y33 | A%s 7I,L«_§
DO (meg/L) 14 S ; ; Y 8z 5.
conTROL, | salinity (ppt) 240 | 2o .—Z—D 253 257
salt SW | Alkalinity T [ - ([
(mg CaCOs/L) A ,H m“' - AegEET i il %ﬁ I
Temperature (°C) 8. b 19 1 -1 NS.) LY
pH (S.U.) n3u | a4 VoY | Ay S
2s0mg | DO (mg/L) %) Vs 1y 55
Kei/t | salinity (ppt) 250 Z5.0 25.M 257> 254
Temperature (°C) .1 YN ) e w RIS -\
PH (5.U) 298| Yow T4l | Q35 | Y
375mg | DO (mg/L) 0.0 v.S 1.4 @\ 5,0
ket | salinity (ppt) 7, 282 2sM | 454 | 256
Temperature (°C) 1s8.. 15.4 oy S\ .\
pH (S.U.) 800 | Yéo AA0 3¢ | "T38
500mg | DO (mg/L) 8.0 b e { 16 o4 94
Kcl/L | salinity (ppt) 250 | 253 255 | 250 25.2 z5e | 255 | 2586
Temperature (°C) 5.\ 1.4 1s. L 1.0 .Y T | .\ Uer L
pH (S.U.) P ——
750 mg | DO (mg/L) T
KCl/L Salinity (ppt) _—
Temperature (°C)
pH (S.U.)
1000 mg | DO (mg/L) m
kci/t | salinity (ppt) it 25 T~
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



* T —— Menidia beryllina
| Acute Reference Toxicant Control Chart

e Source: Aquatic Indicators, Inc.
1.8 I — T T T T T T T T T T T T T T T 1
- Control Limits (+ 2 Standard Deviations) -
1-6 — iy T S — — — n
_____ — N S eem S —— — — . I — — ve—
@
i " e i
P e ® o "
14+~ e ® -
® 5} e
— TR e . ——— @
S | —— .9 9 ‘: @ i
b it Mo s it s it s ey A2
< 12
o ;
S
o [ IR ISR N S| [ l l l L I | L I I | [
3 1.8 T T T T T T T T T | T T T | T T T T T T
| .
= .
o - Warning Limits 1
£
S 16t :
................. @
s — s e e L AL SRR w4 v 00
| : T T _
— 8 __ ® ® ®
141 e ° e = ® -
e W —— -
T @ T ® .n.""."'" et et 2 AT T R D TR 1Y el % et N e |
1.2 =
| I | 1 I 1 I I I | I ] I L1 I | I I I
2 ot 2 .1?- L. 1 QN L 1,3 N5 1:5 o2 a2t 2 2 ,1.°~ 2 P
0&”" e AY 0.0 .LA 50'5 S VT AY 2S ob &x 0&00 &0.0'5 oS 05.0“ A ® -;0-'*" @0‘5 0.,_0’*
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)
< wee = 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,

Sa10= 10" percentile of CVs reported nationally by USEPA)

ntered and
Raviewed by
i Sumner
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Page 1 of

Acute LC5, Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chioride Acute Reference Toxicant Test

MbKCIAC #

Dilution Preparation:

a]

A stack solution was prepared by diluting 100 g KCl into 2000 mL

water. This 50,000 mg/L KCl stock solution was used to
prepare the concentrations evaluated for toxicity.

W&

Stock solution INSS #:

Test concentrations {mg/L KCI) 1000 1250 1500 1750 2000 e
mL Stock solution 20 25 30 35 40
mi Dilution water 980 975 970 965 960
Total volume (mL) 1000 1000 1000 1000 1000
Chemical Analyses: Hours
0 24 48
Concentration |a nap c VL Q) Lo )
H(s.U. & ; ; »
PHIE) N4as 7.9 |7 85

qussoIved oxygen (mg/L)

33

e ¥!

*Analyst identified for each day, performed PH and dissolved oxygen measurements only.

Temperature and salinity perfarmed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
bench sheet and transcribed to this bench sheet.

Control, *Salinit e >
wa_ (356 [ago
*Alkalinity {mg/L Caco,) 100 Chemical analyses:
tTemperature °c) 15.0 1.5 e o e iz T Parameter Reporting limit  |Method number Meter Serial number
II:H (s.u) Q 0 ‘ 2 96 7 35’ pH 0.15.. SM 4500-H+8-2021  |Accumet ARZO 93312452
[Dissolved oxygen (me/L) "} ﬂ /} Y ,;IU Dissolved oxygen 1.0 mg/L SM 4500-0G-2021  |¥sI Model 52CE 08A100271
1000 mg/L f——o =
Salinity (ppt) 2s \ 2 6 O ; G . H salinity 1.0 ppt SM 2520 B-2021 ¥51 PRO30 180104324
*Temperature (°C) 1%. 2.4 8.7 Alkalinity 5.0mg CaCO,/L  |SM 2320 8-2021 Accumet AR20 93312452
pH (s.U.) 8' 02 78 9 '7 8 = Temperature 0.1°% $M 25508-2010 Digital Thermometer l&b“““r
Dissolved oxygen {mg/L)
1250 mg/L f—— qb /-}'} q‘u
Salinity (ppt) %M o | 6 ; 2 G.77
*Temperature (°C) \S.) TN 8-
EH (s vy | 2 29 288
lDissoIvad oxygen (mg/L} '}'
_— 4 (Y
Salinity (ppt) 25 ~ 6 9\ 26 : 93
*Temperature (°C) 1S.) g {0 I —1s.M
e 003782 (757
Dissolved oxygen (mg/L) * A =
1750 mg/L }— 4 -} L D5
*Salinity (ppt) 25y |2 6 5 A71.0
*Temperature (°c) 4.0 15 -9 x 15.1L
PH (5.U) 805 | 7g g \
Dissolved oxygen (mg/L) ’},.{j q_'} \
2000 L *Salinity (ppt) 2s 8 ;}\ 6 . {'j %
*Temperature (°C) 5.0 8.8 &

SOP AT48-Revision 3-Exhibit AT48.1



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

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

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC # %

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 -3 Len T
piision | 022 0%2S 1odS “ VIS H (W AN Gueen | OVIEWS
24
010815 ‘500 \\
48
Termination | & b+Olo* 19 ‘\'SS 3(

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

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.

Batch (Al Batch Mb): oV1s-18

Age (9 to 14 days old): 0 oAadsS
oV 1S 1100

Date organisms were born: o
041518 W\AD

Average transfer volume: <0.25 mL

Transfer bowl information: pH(S.U): -

Temperature ‘lﬂ's

/

Survival Data (number of living organisms):

Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 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
A SA LA sA §A e} 104,
24 o |1 |10 |10 lo | & 5 21 2|0 | O
P\ Y T Y v
s [0l lw]lmol d]s | > '] Vol o
Termination
Mean Survival { ﬁQ 1« (007 fST- w1, L0 ?a 0 1.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
|Method P@Q& Ve Comments:
Lower 95% confidence limit
(mg KCI/L) P34 L
Upper 95% confidence limit
(mg KCI/L) qu 0.7
148-hour LC,, (mg KCI/L) i uh b. g

Test
Reviewed by:

CNPD ATAR Davieinn 3 Evhikit ATAR 1



Statistical Analyses

! Environmental Testing Solutions, Inc.

.
St By

Acute Silverside Test-24 Hr Survival

Start Date: 2/4/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 2/6/2025 LabID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia bendlina
Comments:
Conc-mg/L 1 x
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 0.8000
1500 05000 04000
1750 0.2000 0.2000
2000 0.0000 0.0000
Transf Arcsin Square Root 1-Tailed Number Total
Conc Mean  N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Numb
D-Control  1.0000 1.0000 14120 14120 1.4120 0.000 2 o 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.2894 4] 20
1250 0.8000 09000 1.25%6 1.1071 1.4120 17.115 2 1.501 2.850 0.2894 2 20
*1500 04500 04500 07351 06847 07854 9.685 2 6.668 2850 0.2894 11 20
*1750 02000 0.2000 04636 04636 04636 0.000 2 9.341 2.850 0.2894 16 20
2000 0.0000 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
is Test (1-tail, 0.06) NOEC LOEC Chv U MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1250 1500 1369.31 0.16274 0.16691 037441 001031 6.9E-04 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE __ 95% Fiducial Limits Control  Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 16.2137 277272 107792 216483 1} 1.31812 7.81472 072484 3.17557 0.06168 4
Intercept -46.488 B.82922 -63.793 -29.183
TSCR 1.0
Point Probits 96% Fiducial Limits -
ECO1 2674 1076.69 B93.657 1187.55 >
ECO05 3.355 1186.11 1030.05 1281.35 0.8 -
EC10 3718 124891 110986 13358 0.7 4
EC15 3.964 1293.15 1166.32 1374.85
EC20 4158 132943 121247 1407.58 0.6 1 4
EC25 4.326 1361.36 1252.78 1437.13 E‘o_s-
EC40 4747 144526 135553 1519.79
EC50 5000 1498.21 1416.39 1577.32 50-4’
EC60 5.253 1553.09 147506 164247 0.1
EC75 5674 1648.82 1566.8 1769.37
ECB0 5842 1688.42 16016 1826.01 oy
ECB85 6.036 173578 164148 1896.24 0.1 1
EC90 6282 1797.27 1691.11 1990.77 4&
EC9S 6.645 189243 176461 2143.03 e R R <iopce T
EC99 7.326 2084.74 190571 246789
Dose mg/L
Dose-Respense Plot
14 =
0.9 3 \-
3 \ 1-tail, 0.05 level
0.8 4 < of significance
o.?é
4 D,ﬁé
0.5 3
A ]
3 04
0.3 A
0.2 3
0.1 3
o

1250
*1500
750

D-Control
1000
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. Environmental Testing Solutions. Inc.

Statistical Analyses

Acute Sil

ide Test-48 Hr Survival

Start Date: 2/4/2025 TestID: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 2/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryllina
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 09000 0.8000
1500 02000 0.3000
1750 01000 0.1000
2000 00000 0.0000
e Transform: Arcsin Square Root 1-Talled Number Total
Conc-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 0.000 2 0 20
1000 1.0000 1.0000 14120 14120 1.4120 0.000 2 0.000 2.850 0.1652 0 20
*1250 08500 08500 1.1781 1.1071 1.2490 8.517 2 4.036 2850 0.1652 3 20
*1500 0.2500 0.2500 05216 04636 05796 15.723 2 15.363 2850 0.1652 15 20
*1750 0.1000 0.1000 03218 03218 0.3218 0.000 2 18.812 2850 0.1652 18 20
2000 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of cannot be d
Hypothesis Test (1-tail, 0.06) NOEC LOEC Chv TU MSDu  MSDp MSB MSE __ F-Prob df
Dunnett's Test 1000 1250 1118.03 0.07633 0.07828 052765 000336 1.9E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Par Value SE  96% Fiducial Limits Control  Chi-Sq  Critical P-value Mu Sigma Iter
Slope 17.5161 3.08785 11.4639 23.5683 0 166094 781472 064565 3.1513 0.05709 3
Intercept -50.198 975968 -69.327 -31.069
TSCR 1.0
Point Probits m 96% Fiducial Limits G
ECO1 2674 104348 B69.388 114649 :
ECO05 3.355 1141.28 993444 122871 0.8 1
EC10 3.718 119711 106553 127787 07 - 1
EC15 3.964 123631 111631 131235 ?
EC20 4158 1268.38 1157.71 13412 o 06 1
EC25 4326 129655 118378 136722 0.5 -
EC40 4747 137036 128544 143986 1
ECS50 5000 141676 1339.57 149023 5 0.4 "
EC80 5253 146474 139168 154714 0.3 4
ECTS5 5674 1548.12 147281 18657.78 1
EC80 5842 158251 150341 170713 02 '
EC85 6.036 162356 1538.34 1768.28 0.1 9
ECS0 6.282 1676.72 158161 185049 do 1
ECO5 6.645 175874 164532 198263 4 10 00 1000 10000
EC99 7326 192358 1766.61 2283.15 Dose mglL
Dose-Response Plot
1 -l
5 \ 1-tail, 0.05 level
’ of significance
0.8 4
0.7 9
;; 06 3
0.5 9
X o4
® 0.4
0.3 9
0.2 4
0.1 4
[v] ~+—
§ g g g 2 g




> — Menidia beryllina
' Chronic Reference Toxicant Control Chart

N

© Environmental Testing Solutions, Inc. SO u rce . Aq u at | c I n d 1 Cato rS, I n c .
0.4 — T T T T T T T T T T T T T 1
i Control Limits (+ 2 Standard Deviations) 1
03. R e e ———— |
I — — —— — o —— — S — —— — — —— — — — ]
- . . . =
N ® o ° " . ® e © |
— °_o . —
X . p = -
=5 02f o .
u | —— — —— — S T e — — — — — — —— - e e s e — — —— o
| L 4
=~
oo - ]
.E, bt ¥ & F L % b ¥ ¢ W 4§ % % § 4 __F F 4
< T T 1 T T T T T T T T T T T T T T T 1T
O
= 03r . L. =
= i Warning Limits |
"?
~ 0.6 _
i e i o e o ¢ SN e e . g M WD 0L m— — Sy T R e P g B DS T TR0 7
0.4 - n
0 e 0 o o o o —— ® o ©® o o |
0.2 ® o & o -
0-0 B a— LR I — s — = — e L G — |
0.2 = & &k & & A G & 3 § £ G § f § F # 4 f i
' A a8 A b G AV oAb ok Jql oaqb o ak ad oaB AP gab a¥ gab gl oab a5
LR A L SO L R Ll L g Ll LN Ll LG S\ v oo
1 o 1 0 A g0 gAY (O OV AP O AV OV Y 09 Y e @ S 0
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)

t tered and
Reviewed by
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. Envirenmental Testing Solutions. Inc.

Menidia beryllina
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 T
Central Tendency (mean Control Growth, CV or PMSD) {‘“""“""

Jim Sumner

95% Confidence Interval (mean Control Growth, CV or PMSD % 2 Standard Deviations)
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I Testing Solut] Inc.

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

MbCuCR Test Number: 149

Dilution preparation information: Comments:
Cu Stock INSS number: INSS 1A
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSOs in 500-mL deionized water
Dilution prep (mg/L) 0.025 0.050 0.100 0.200 0.500
Stock volume (mL) 0.5 1.0 2.0 4.0 10.0
Diluent volume (mL) 1999.5 1999.0 1958.0 1996.0 1950.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: Aquatic Indicators, Inc. Randomizing template: ovane
Incubator number
Age: 10-days old and shelf location: B
Batch: Al Mb 01-25-25 Artemia CHM number: CHM1294
. 01-24:25 1200 to Drying Ji.nfon"natfon for weight determination:
Hatch dates and times: Date / Time in oven: [va AN )
01-25-25 1130 — 0
*Initial oven temperature: WO C
. .. pH(S.U)= =.54 Date / Time out of oven: VNS ‘\qﬂ
Transherwaasal information: Temperature (°C)=  W\.S *Final oven temperature: (WS
Average transfer volume (mL): <0.25 mL Total drying time: -\aWS

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

Day Date Morning feeding Afternoon feeding Test initiation, renewal, Sample Saltsw
or termination number batch used
Time Analyst Time Analyst Time Analyst used
0 02-04-25 was | 1 WMy | M B | K NA  [ovwsd
Ry
1 02-05-25 oS p\ \Son n agds )24 L
= 020625 | pepd \ 0| K of4s | | Q08-S
' hd U ) -
3 020725 | 0%pe i nos | k 010 | | L
. 020825 | oteo | W [vioo | Y W | Q 0)-0b S &
= 020925 | os0d| | woo |y akio | J \
5 R <
02-10-25 5 08 u \L 00 H 0£0D !5{ 5.
7 02-11-25 WAS U
. T
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L SM 4500-0 G-2021 YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 18D104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | vADb l.s b! h
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: oT. <20% 7-day LCsg (%) 6.32b
Average weight per initial larvae: L 1S NOEC (%) 9.2
Average weight per surviving larvae: L \S$ > 0.25mg/larvae LOEC (%) P
ChV (%) 0.3l
1Cz5 (%) 6. 151\

SOP AT20-Revision 6-Exhibit AT20.3



Inc.

| Testing Solut

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 149

Survival and Growth Data

Day CONTROL 0.025 "‘El L 0.05 mEIL
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
4 (v 1o | to| ol rol v [ro|tofen|to]ro]id
2
(o [tO | O] Iv|to |0 |te|t1o] 0] /p|/0 (L0
3
D] 10| (O] toj(d| (0| to| tQ) to] to] 10|10
4 w|w |w|to]to| to| o|10] o] 10]10 |10
3 W[ o010 o] | t0|tO] D)0 | 10| 10|70
6
10(ofto | W] ‘o[ 10 |00} I0|10]|10] 1D
! lo| 1| 0ftojitv]|ro|ty [¢p o] O] t0]|/0
*A = Pan weight rrlg] G‘
oy’ m— 1311350 1806 .01 153D |15 i3, ay |13, |36 3.2 A0 55
Date: O\-h{-hi
*B = Pan + Larvae weight (mg) 2
Analyst: \,‘U Q? ‘?\‘J\)< .\0\ Q}n) Ob Qyo (b/‘(]’ 3’}9 \?(Q) m} WN
Date:  O2L—1|3-25 ,.,3\ 4)\' 4;\( ,1?\ ’Vo\‘ ,bO’ /]P v ﬂ?’ l\lf‘ {{} .'l};‘
C = Larvae weight (mg) =B-A
R LITAY ALK - 3D 305 . 82 | 5. U 18 M M2l 148D | LT
Analyst: Ek
Weight per initial number of larvae (mg)
= C / Initial number of larvae A
] A o
0| » 2| v Do | 2|
Analyst: %\- \‘.:. \-'q' \ \:‘ \\.’l, \vu '-:, \? \.:)lh A v
Average weight per initial Percent {54
number of larvae (mg) reduction i 1 S F'_._ e 1S 3.0 1. l. sq‘\ [T 0 W A
from -
control (%) MEEEr

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

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

Comments:

SOP AT20-Revision 6-Exhibit AT20.3



I Testing Sol

Species: Menidia beryllina

Page 3 of 5

MbCuCR Test Number: 149

Survival and Growth Data

Day 0.1 mg_/L 0.2 rng/l. 0.5 mg/L
M N 0 P Q R S T ) \' W X
0 10 10 10 10 10 10 10 10 10 10 10 10
1 w (10 [10 | to] o eofio [io] P AT | <
2 o [ 18 | 1ol | w]a*ig]|o 414 |s
: olio|w [l alw|mw]ey ala [
4 wh| 24 vk T
tO|to | 0| to]io | A 10 | tD NI DN
ok KT
> 1o [ |wlw|a |w|w| o] » S
‘ o |to [to [0 |to]| alio|Iv] o L]y
! 10 |10 [ [to ] W] 4 a* ]| oo |\
*A = Pan weight (mg)
;;aa:::::m;‘.jf: e 15.35 1443 [1A.53 14,03 |39 (1099 |\1.50 [0.38 2% [13.38 [14.91)+3.29
Date: _O\-%hh- W@
*B = Pan + Larvae weight (mg)
Analyst: ‘:-..0 O‘K -XQJ {Z.b\ A ?_,D\_ ""!)\ 0 o 0‘\.6) — Oﬂ q)\
Date: _p1-1%-2% n;v /);\(- ’VO\ !);V N, f\”\ ’\:O NO{- ; <\ \\X'
C = Larvae weight (mg) =B-A /
WA 11,01 | 1A 160 &3 A 110% [ ad [ i MRS 187
Analyst: » l\.#
Weight per initial number of larvae (mg)
= C / Initial number of larvae
A
KU &V et 2| S 0|0 || g
Analyst: X\ v v (O \: LS N 3 o o
Average weight per initial Percent
number of larvae (mg) ;eduction LA « %11, \. WAL o4 1. 0-0947) a4.27.
rom control
(%)

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

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

Comments:

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

Enwironmental Testing Solutlons, Inc.

nieved and
Revigwed by
Mgm

f

Larval Fish Growth and Survival Test-7 Day Survival

Start Date: 2/4/2025 TestiD: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 211172025 LabID: ETS-Enwr. Testing Sol. Sample Type: Cus0o4
Sample Date: Protocol; SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benyllina
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
0.025 1.0000 1.0000 1.0000 1.0000
0.05 1.0000 1.0000 1.0000 1.0000

0.1 1.0000 1.0000 1.0000 1.0000

0.2 1.0000 0.9000 0.9000 1.0000

0.5 0.0000 0.0000 0.2000 0.1000

Trannfwm:ﬁmuhﬁquauﬁnot Rank 1-Tailed Number Total
Conc-mg/.  Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp Number
D-Control  1.0000 1.0000 14120 1.4120 14120 0.000 4 0 40
0.025 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
0.05 1.0000 1.0000 14120 1.4120 14120 0.000 4 18.00 10.00 0 40
0.1 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
0.2 09500 09500 13305 1.24%0 14120 7.072 4 14,00 10.00 2 40
*05 00750 00750 02757 0.1588 04636 53.294 4 10.00 10.00 37 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-narmal distribution (p <= 0.01) 0.78293 0.884 0.66942 3.01534
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 0.2 05 031623
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 7.75469 1.11464 556998 9.93939 0 0.00139 7.81472 099999 -04867 0.12885 3
Intercept 8.7743 057399 764929 989932
TSCR 1.0
Point Probits mgllL.  95%Fiducial Limits i _
ECO1 2674 016342 0.1188 0.19865 o
ECOS 3.355 0.20007 0.15564 0.23533 0.8
EC10 3.718 0.22286 0.17923 0.25834 0?:
EC15 3.964 023968 0.19678 0.27561 E
EC20 4.158 0.25395 0.21167 0.29053 @ 0.6 1
EC25 4.326 0.26688 0.22508 0.30431 E_O.S |
EC40 4.747 0.30242 0.26129 0.34397 @
EC50 5.000 0.32605 0.28448 0.37202 @ 04 1
ECE0 5.253 0.35153 030851 040394 034
EC75 5674 0.39835 03501 0467086
ECB80 5842 041862 036718 049603 02 1
ECB85 6.036 0.44355 0238755 0.53289 0.1 1
EC80 6.282 047703 041398 0.58431 > -
EC95 6.645 053137 045511 0.67188 7 i 1
EC99 7.326 0.65055 0.54003 087884
Dose mg/L
Dose-Response Plot
14 o < *
0.9 4
083
0.7 3

0.6 7

7 Day Survival
o o
& o

0.3 7
0.2

0.1 1

0.025 4
0.05
0.1

0.24
0.5

D-Control




tered and
Statistical Analyses e
R e ——
- Environmental Tosting Solutions, Inc., ©
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 2/4/2025 TestiD: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 2M1/2025 Lab ID: ETS-Enwr. Testing Sol. Sample Type: CuUs04
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benflina
Comments:
Conc-mg/L 1 2 3 4
D-Control 15700 18330 17780 1.5180
0025 16330 16520 16890 15260
005 18410 14260 14530 16670
0.1 16770 17610 16920 18180
0.2 13970 17090 1.4440 14170
05 00000 00000 0.2360 0.1520
Transfe Ui i ] 1-Tailed Isotonic
Conc-mg/L.  Mean N-Mean Mean Min Max CcV% N t-Stat  Critical MSD Mean N-Mean
D-Control 16748 1.0000 16748 15180 1.8330 9.202 4 16748 1.0000
0025 16250 09703 16250 15260 16890 4306 4 0518 2360 0.2268 16529 09870
005 15968 09534 15968 1.4260 1.8410 12230 4 0812 2360 0.2268 16529 09870
0.1 17370 1.0372 1.7370 16770 18180 3755 4 -0648 2360 02268 16529 09870
0.2 14918 08907 14918 13970 17090 9.79%4 4 1904 2360 02268 14918 08907
05 00970 00579 00970 00000 0.2360 120761 4 0.0970 0.0579
Auxiliary Tests Statistic Critical Skew Kurt
Shapim-\'\ﬂﬁ(‘s Testindicales normal distribution {p > 0.01) 0.95233 0.868 051314 -0.5367
Bartlett's Testindicales equal variances (p = 0.35) 4.43787 13.2767
is Test (1-tail, 0.05) NOEC  LOEC Chv TU MSDu MSDp MSB MSE  F-Prob df
Dunnet's Test 0.2 =02 022684 0.13544 0.03357 0.01848 0.17809 4,15

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point magiL SD 95% CL(Exp) Skew

IC05 0.1384 0.0579 0.0000 02541 -0.5522
IC10 0.1904 0.0388 0.0000 02496 -1.5908
IC15 02147 00212 01310 02617 -09323
Ic20 0.2327 00161 0.1853 02775 -0.1829
IC25 0.2507 00147 0.2071 02934 00698
IC40 03047 00123 02678 023408 0.1109
IC50 03408 00110 03077 03735 0.1107

06

Dose-Response Plot

184
5
16 L\H/N
] 1-tail, 0.05 level

14 4 - of significance

0,025

0.05
0.1
0.2

05




I Testing Sol

Ine.

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: 149

Day

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

0
Analyst I/L‘ =
Concentration Parameter [ s Ik I ok : }r.év’s = o JRE S
PH (5.U) 1as 7.97 7.8¢ 72.27 |Z.90 BET
CONTROL Dissolved oxygen (mg/L) q C ,hg 4 ‘? ")-.U-l 4@ &ﬁ__
NS salinity (ppt) EAY 8. | 5.0 % 5.0 252
Alkalinity (mg CaC0,/L) 00 | | sl [1{s} A
Temperature (°C) 1;9 o ‘Lé iy . "S- '\_.\}- G W
pH (5.U.) @,0M 2.87 2.94 | 7286 798 2%
0.025 mg/L Dissolved oxygen (mg/L) ,\,_q '}.IS '}.a /)_‘y{ r,}".' LJ-CJ
' salinity (ppt) 241 8.8 NS0 [ s.b 153 253
Temperature {°C) 'ﬁ,‘\— 5.\ i 5.0 WL A §
pH (5.U.) 6.0 7%& 7.9 7.24 298 2%
0.05 mg/L Dissolved oxygen (mg/L) A0 S Y 6 7.)-,\{ 3 !
’ salinity (ppt) M4 1s.$ 8.\ ASS 5.0 Z5M
Temperature {°C) NS T W a1 AU -1 A
PH (5.U.) 3 oM 287 29¢ [ 7287 298 AYs
0.1 mg/L Dissolved oxygen (mg/L) 4.0 4;‘6 /)3- "},\.( ]’-6
¥ salinity (ppt) PN s S .| ) as.0 [ 253
Temperature (°C) "s.0 NS-v s P | \S. ) . M.
pH (5.U.) 005 7.88 2.93 2.84 7.98 A
0.2 mg/L Dissolved oxygen (mg/L) %o "-,l' /9 6 ';_ul q ﬂ (o ‘q"
' Salinity (ppt) 4) as.w | s\ S-b 15.0 %S%
Temperature (°C) 5.0 1% -0 - & \S-3 Wee .
SR (S.0) 88 | 2.25 292 782 | 797 | "\eo
Dissolved oxygen (mg/L) Q o ' }. (’ "}ﬂ) q‘q _J."} ([' Y
0.5mg/L | saliity (ppt YR 1s.L . s | WA 2S)
Alkalinity (mg CaCO/L) ave R e T A Rt | e
Temperature (°C) OZQUA s 1¢.0 141 5.\ 4.k .4
Initial Final Initial Final Initial Final

SOP AT20-Revision 6~Exhibit AT20.3



Inc.

I Testing Solut

Species: Menidia beryllina

Page 5of 5

MbCuCR Test Number: 149

Day
(Analyst identified for each day, performed pH and D.O. measurements only.)
3 4 5
Analyst W YU N ﬂ
Concentration | Parameter e pag o e e [ e e i o
pH (5.U.) g@g / 5&2. o 08 A\
CONTROL Dissolved oxygen [mg/L) . ‘ (‘a ‘b P l q’z__ l.}a i -‘)
Saitsw e NG 252 AY.4 252 24.v M9
a Alkalinity {mg CaCO3/L) e N a\, el A —
Temperature (°C) \ﬁ = ﬂ -\L,].\ A A, & b Y. 1 WM o
mev ool | Yot | A3k 2.0y | ABS | 604 | ~ay | el | A
oo02smg |oromiomngias] O | V. 9.1 "3 LY . 4.0 )
’ e Salinity (5p) 230 zZ5., 25.) 5.3 25, 5.2 248} 250
Temperature (°C) .\—q"‘ Wl “-% Y. ? Y. 1 T{_ T 'l.‘{ i J -\-"‘-1
) 3 | A | omd | AsL | 805 | a4\ | Vag | 332
sosmpl |eemming) 8. V.G 9 2% 19 -\ 5.0 v
! salinity (ppt) 244 25y 23,1 252, 25 A | 26 254
Temperature (°C) \§-0 M. E . q .8 . § 4.7 ™. ¢ pu !
pHis0) N33 | 33w | 608 [ \pd | 005 | VAV | 1ad | 333
gL Dissolved oxygen [mg/L} 9 { v e_._!_ q.z_ 6,0 ".b £.0 (0 ﬂ
e salinity (ppt) 25\ s s, | (2% ) 25\ 5.3 M2 Z390
Temperature °C) %0 .4 R . £ w9 14.1 .9 1.
is0) YA [naz | 209 r}} 52 eéos YL "-F.':% %
Dissolved oxygen (mg/L) ) .l u .\J % z, q D . N w h |
0.2 mg/L Salinity (ppt) 250 2573 25,1 255 Z50 HM EEE) Zfo
Temperature (°C) \$.0 44 15.0 w1 .9 .7 4.9 “WL.¢
) T8 Yo1 | .09 [ 330 | 005 | VAU | too | /YoM
0.5m ﬂ. Dissolved oxygen {mg/L) %] w‘q 6‘ Z ’-}.5 9' l -1. S 4.0 u :j
3 e salinity (ppt) 249 25,2 250 2872 | 230 X 25| 252
Temperature (°C) 1$.0 8.0 “ 0 -‘v"l P | 1"{-“ 1""‘5 1'4 'q l{.:_ &
Initial Final Initial Final Initial Final Initial Final

SOP AT20-Revision 6-Exhibit AT20.3
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