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Test date
°® 48-hour LC,, = median lethal concentration. An estimation of the sodium 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)
50 t SA 10
S, 1o = 10™ percentile of CVs reported nationally by USEPA)

USEPA Warning Limits (mean logarithmic LC converted to anti-logarithmic values,
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Acute LCs, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC #

-]

Dilution Preparation:

Page !

Test concentrations (mg/L NaCl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 3.0 4.0 5.0 6.0
mL Dilution water (MHSW) 198 197 196 195 194
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: —L‘\ \\
Chemical Analyses: Hours
0 24 48
Concentration Analyst| XL X L Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurem
X L only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) T3 . performing the toxicity test. Alkalinity and hardness performed by the analysts identified on
h 1"14 * 90 test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 4.0 g ,3 2.0
Control, |Conductivity {umhos/cm) 2qﬂ
MHSW | alkalinity (mg/L CaCOs) () Chemical analyses:
1Hardness (mg/L CaCO,) E o Parameter |Reporting limit | Method number Meter Serial numb¢
Temperature (°C) 2 q 9 s % . pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (S.U.) »as e q‘ a0 Dissolved oxygen 1.0 mg/L 5M 4500-0 G-2021 | YSI Model S2CE 08A100271
Dissolved oxygen {mg/L) ) o ] Conductivity 14.9 ymhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 3.0 £.3 g
Conductivity (pmhos/cm) 2080 Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 1_{ . q \,S.\ 5.0 Hardness 5.0 mg CaCO,/L  |SM 2340 C-2021 Mot applicable Mot applicabl
pH (s.U.) $q4 T\ .40 Temperature 0.1°% SM 25508-2010 Digital Thermometer f%gq—-?
Dissolved oxygen {mg/L) - i .
1500 mg/L | gu g 5 $-2
Conductivity (umhos/cm) 13'11)
Temperature (°C) 1 q ; % T e | ,ﬁ
o) 1 |33 [5ap
Dissolved oxygen [mg/L) 4% A P N
2000 mg/L 8.3 L
Conductivity (umhos/cm) CEE])
Temperature (°C} 1 L’ 7 % ¥ ™-4
et 1492 |3 340
Dissolved oxygen (mg/L) Ag z
2500 mg/L & 5.% 12
Conductivity (umhos/cm) “453{)
Temperature (°C) Y/ S ' ' AR - €
ddad a2 |3%3  [RAD
Dissolved oxygen (mg/L) i 3 % |
3000 mg/L i{ o €3 ¥
|Conductivity (umhos/cm) YD
Temperature (°C) 2{[ 0 6,0 -

50P AT10-Revision 7-Exhibit AT



Page 20f 2
Acute LC;y Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0
Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test
CdNaCIAC # 1>
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analy p
) v Q-ET*
v [ 10025 | 9110 70 |1gon | P° LR [ RED |8 A
" liootrs (A2 | 7
N 095 | 7
*Test organisms were fed in holding 2 to 5 hours prior te test initlation. Test arganisms were not fed during the test.
Test Organism Information:
QOrganism Source: In-house Culture
|Source (organisms were pooled): Q7 %0 15 D
Age: < 24-hours old
Date and time 10-2" 15 I_Z L‘\ s
organisms were born between: To 10-¢V1S 05 70
Average transfer volume: <0.25mL
Transfer bowl information: pH(S.U.): 1.8 A1
Temperature {*C): 2 q ,6 ; C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Houis Replicate Replicate Replicate
A B C D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
2 [ S [s [S S s s S |5 5|55 19
a8 |5 15|15 |15 |s s s s |9]s s ]S
Termination
Mean Survival \eg loo ™/, 120 7/
2000 mg/L 2500 mg/L 3000 mg/L
R Replicate Replicate Replicate
M N o P Q R 5 T U v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
) el e, &6 ol 2e| e |, @
o [ S |6 lylu]a )y |4 o732 |U
(3 YRR o ue | 52 | @ [,
T:m‘:lgll'un Osz Ll o ; l Oble’ Oq 9 O O o ? O
Mean Survival 7239, Q) 07,

Comment codes; d = dead, u=unhealthy

Statistics:

Method l) K Comments:
Lower 95% confidence limit

(mg NacCl/L) l-l S ‘) : D\

Upper 95% confidence limit

i{mg NacCl/L) ‘l q 3q 'q

|flhour LCs, (Mg NaCl/L) \ &, Ll 6 , 1)

Test
Reviewed by:

€AD ATIM Bavirian T.Evhikit AT1A 1




Statistical Analyses

Acute Daphnid Test-24 Ar survival

Start Date: 10/7/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 10/9/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Contrel 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 0.8000
2500 0.8000 0.8000 0.8000 1.0000
3000 0.0000 0.6000 0.4000 0.8000

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-Contrel 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2500 0.8500 0.8500 1.1667 1.1071 1.3453 10.206 4 12.00 10.00 3 20
*3000 0.4500 04500 0.7259 0.2255 1.1071 51.737 4 10.00 10.00 1 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.76916 0.884 -0.9502 6.58061
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2500 3000 2738.61
Treatments vs D-Control
. Maximum Likelihood-Probit
Par Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sig Iter
Slope 10.938 3.17125 4.72234 17.1536 o] 0.75185 7.81472 0.86095 3.4731 0.09142 3
Intercept -32.989 10.8591 -54.273 -11.705
TSCR 1.0
Point Probits _mg/L 95% Fiduclal Limits 09 ] /
ECO1 2674 1821.43 1093.98 211877 |
ECO5 3.355 2102.41 1512.38 2341.38 0.8 1
EC10 3.718 2269.51 1788.51 2481.73 0.7 4
EC15 3.964 23897 199294 2593.86 206 ]
EC20 4.158 2489.74 2159.93 2701.55 c <
EC25 4.326 2578.89 2299.49 2815.49 g_O.S ]
EC40 4747 2817.97 2596.39 3240.03 5 0.4 4
ECS50 5.000 2972.34 273595 3599.38 0.3
EC60 5253 3135.16 2860.62 40299 1
EC75 5674 342581 3056.19 4901.25 0.2 5 i
EC80 5.842 3548.49 3133.04 5304.65 0.1 J
EC85 6.036 3697.04 3223.18 5820.33 ~E . T (R
ECS0 6.282 3892.81 3338.21 6545.07 1 10 100 1000 10000 10000
ECS5 6,645 420221 3513.33 7795.09 o
EC99 7.326 485047 3860.96 10836.4 Dose mgiL
Dose-Response Plot
1 < <

24 Hr Survival
o
w

1000 1
1500 4
2000 4
2500 4
3000
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Statistical Analyses

. Ervironmentsl Testing Sohutions. inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 10/7/2025 Test ID: CdNaCIAC Sample |D: REF-Ref Toxicant
End Date: 10/9/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.0000 0.8000 0.0000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp Number
D-Control  1.0000 1.0000 1.3453 1.3453 1.3453  0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453  0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453  0.000 4 18.00 10.00 0 20
*2000 0.2500 0.2500 0.5055 0.2255 1.1071 82.409 4 10.00  10.00 15 20
2500 0.0000 0.0000 02255 02255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statisti Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.57777 0.844 2.04948 B.15246

_Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0,05) NOEC__LOEC _ ChV TU

Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control

Trimmed Spearman-Karber
Trim Level ECS50 95% CL

0.0% 1B46.26 1757.16 1939.87
5.0% 1837.79 1740.95 1940.02
10.0% 1830.17 1726.83 1939.7 1.0 %
20.0% 1819.05 1708.51 1936.73
Auto-0.0% 1846.26 1757.16 1939.87

0.0 —rrrre v O

1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

0.9 ]
083 =
0.7 3
063
05 ;
0.4

48 Hr Survival

0.3 5
0.2 1
0.1 3

D-Control
1000 4
1500 <

*2000
2500
3000



Ceriodaphnia dubia
Acute Reference Toxicant Control Chart
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Test date
o 48-hour LC., = median lethal concentration. An estimation of the sodium chloride concentration
50

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)
o = == 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

e 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

Acute LC;, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

EPA-821-R-02-012, Method 2002.0

CdNaCIAC #

™

Dilution Preparation:

Page 1

Test concentrations (mg/L Nacl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L
stock solution was used to prepare the concentrations evaluated for toxicity.
ml Stock solution 2.0 3.0 4.0 5.0 6.0
mL Dilution water (MHSW) 198 197 196 195 154
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: it A
Chemical Analyses: Hours
0 24 48
Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurerr
[« ! 7
i Analyst g" o K L X' L only. Temperatures performed at the time of test initiation or termination by the analyst
IpH (5.U) performing the toxicity test. Alkalinity and hardness performed by the analysts identified or
7' go q‘% 1}» %D test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L} g & .2 g
Control, Conductivity (umhos/cm) 2 99
MHSW [ lkalinity (mg/L CacO,) G 2 Chemical analyses:
Hardness (mg/L CaCD;) C) l Parameter Reporting limit h b Meter serlal numb
Temperature (°C) .2 q 6 1%. 4 5. - pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
pH (s.U.) 7 9 é 3.3 PR Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | ¥SI Model 52CE 08A100271
- - L)
Dissolved oxygen (mg/L) z ? > Conductivity 14.9 umhos/cm | SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 35 %2 | 2
Conductivity (umhos/em) 2__ o 30 Alkalinity 5.0mg CaCOy/L |5M 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 H {,{ s, LV] 5.0 Hardness 5.0mg CaCO,/L |5SM 2340 C-2021 Not applicable Not applicab
pH (s.U.) 7 q 5 3.%% ':Ilﬂ Temperature 0.1°C SM 2550B-2010 Digital Thermometer | [ }a’a o
Dissolved oxygen (mg/L} e £.0
1500 mg/L A B2
Conductivity (umhos/cm) ya 8 bo
Temperature (°C) 2L ; () 1.3 4. 1
e 7.93 [4.84 |Fsy
IDissnIved oxygen (mg/L) i 4 i
2000 mg/L g.u ¥-2 g.2
Conductivity (umhos/cm) 3 4 70
Temperature (°C) ?,L{ 6 W9 AS.
IFH (S-U-] 7’ 92— q . W q Pm
Dissolved oxygen (mg/L) LV z. ’
2500 mg/L 5 2 g. 2
Conductivity (umhos/cm) Lf-g—_ﬁ o
Temperature (°C) ) U, % EURY .1
il 2.92 Pt [¥3
Dissolved oxygen (mg/L) 5. 4., Ao 8
3000 mg/L 8 b ¢ L]
Conductivity (pumhos/cm) [~ 28
Temperature (°C) 2U.4 6.\ ™.
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Acute LC;, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

canaciack A

Page 2 of 2

Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
2 s [0415 )
imen | WO b ovoh | W 163 | Buaot |w et
24
woS 1§ 249 | i
remowr | VEOLAS oA | ¥
*Test arganisms were fed in holding 2 to S hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): 10-18" \s D
Age: < 24-hours old
Date and time o3-S | L )’O j o
organi were born between: T “""“'\'s 2 5 | s
Average transfer volume: < 0.25 mL
Transfer bowl information: BH (5.U.): " gs
Temperature (°C) ;\ L{ 1 !' B C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hoiirs Replicate Replicate Replicate
A B L% D E F G H | J K L
0 5 5 5 5 5 5 5 5 5 5 5 5

Initlation

24 915 |S IS

51S |5

N

5 g

48 g 5 |e 4

Termination

HENERES

< §

Mean Survival | 9/, (D0 /. 1927,
2000 mg/L 2500 mg/L 3000 mg/L
o Replicate Replicate Replicate
M N 0 P Q R S T U v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
TREIN Bl 1] e ud ] se] W
24 § 514 u 3] ¢ e IVl I Il W
]
o sl i O R S D S S A B R E
Mean Survival qOo- $. /.

Comment codes: d = dead, u = unhealthy

Statistics:

IMethud

frop.+
Lower 95% confidence limit
(mg Nacl/L) lq q l 0

Upper 95% confidence limit
(mg NaCl/L) 11 2‘q 7
aliny

48-haur LC;, (mg NaCl/L)

Comments:

Test
Reviewed by:
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~ Environmental Testing Selutions. Inc.

Statistical Analyses

Acute Daphnid Test-24 Hr Survival

Start Date: 11/4/2025 TestID: CdNaClAC Sample ID: REF-Ref Toxicant
End Date: 11/6/2025 LabID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Contrel  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 0.8000
2500 0.6000 0.2000 06000 0.8000
3000 0.0000 0.2000 0.0000 0.2000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L _ Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Numb
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
*2500 0.5500 0.5500 0.8357 04636 1.1071 32.195 4 10.00 10.00 9 20
*3000 0.1000 0.1000 0.3446 0.2255 0.4636 39.900 4 10.00 10.00 18 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.8269 0.884 -1.0679 4.46097
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 2000 2500 2236.07

Treatments vs D-Control

Maximum Likelihood-Probit

Parameter Value SE __ 95% Fiducial Limits Control Chi-Sq_ Critical P-value  Mu Sigma Iter
Slope 16.7095 3.45552 9.93666 23.4823 0 0.05125 7.81472 0.99696 3.40293 0.05985 3
Intercept -51.861 11.7662 -74.923 -2B.799
TSCR 1.0
Point Probits _mg/L _95% Fiducial Limits aacd 1
ECO01 2674 1B35.3 1455.02 2037.86 o
ECO05 3.355 2016 1697.01 2187.58 0.8 1
EC10 3.718 2119.5 1839.53 2274.96 071
EC15 3.964 2192.31 1940.5 2338.15 i
EC20 4,158 2251.96 2022.98 2391.64 §0-6'
EC25 4.326 2304.43 2084.79 2440.54 g‘u_sA
EC40 4.747 244212 2275.33 2581.85 a 4 4
ECS50 5.000 2528.89 2379.08 2684.23 x O :
ECB0 5.253 2618.73 2476 28039 0.3 4
EC75 5674 27752 2622.24 3041.98 02:
EC80 5842 2839.86 2676.65 3149.02 -
EC85 6.036 2917.13 2738.6 3282.01 0.1 1 ‘A
ECS90 6.282 3017.35 2815.31 3461.38 0.0 . — od
EC95 6.645 3172.25 2928.38 3751.29 1 10 100 1000 10000
EC99 7.326 34846 314416 4374.31 Dose mgiL
Dose-Response Plot
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Statistical Analyses

. Environmental Testing Selutions. Ing,

Acute Daphnid Test-48 Hr survival

Start Date: 11/4/2025 Test1D: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 11/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.6000 0.8000 0.8000 0.5000
2500 0.0000 0.2000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 4] 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 o 20
*2000 0.7000 07000 09966 0.8861 1.1071 12.807 4 10.00 10.00 <] 20
*2500 0.0500 0.0500 0.2850 0.2255 046368 41.771 4 10.00 10.00 18 20
3000 0.0000 00000 02255 02255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.82099 0.868 0.88754 1.61838
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC  ChV TU
Steel's Many-One Rank Test 1500 2000 173205
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 226291 543678 11.973 33.2852 0 0.0152 7.81472 0.9995 3.32452 0.04419 3
Intercept -70.231 18.0928 -105.69 -34.769
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 0o ] 1
ECO1 2.674 1666.15 1327.41 1820.22 sl
ECO0S 3.355 1785.79 1507.68 1915.19 0.8 4
EC10 3.718 1853.04 1611.62 1970.24 0.7 1
EC15 3.964 1899.84 1684.32 2009.88 1
EC20 4.158 1937.87 1743.15 2043.65 §°-5f
EC25 4326 197111 1793.96 2074.48 § 05
EC40 4,747 2057.41 1919.98 2163.97 ° 04:
EC50 5.000 2111.14 1891.03 2229.68 e ]
EC80 5.253 2166.27 2056.06 2307.04 0.3 >
EC75 5.674 2261.12 2150.64 2462.35 0.2 ]
EC80 5.842 2299.9 2184.62 2532.34 o
EC85 6.036 234595 222257 261919 0.1 1
EC90 6.282 2405.2 2268.63 2735.86 0.0 et = -
EC95 6.645 249577 2335.01 2922.99 1 10 100 1000 10000
EC99 7.326 _2674.98 2458.02 3318.36 Dose mg/L

Dose-Response Plot

1000
1500
2000 4
2500 4
3000

D-Control



: E T‘ c Ceriodaphnia dubia
e M 4

~ ) Acute Reference Toxicant Control Chart

\ ] Solutl L]
’ Source: In-house Culture
3.0 T T T T T T T T T T T T T T T T 1 T
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Test date
[ 48-hour LC,, = median lethal concentration. An estimation of the sodium 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)

+ 2 coefficent of variations converted to anti-logarithmic values)

—..— Laboratory Warning Limits (mean logarithmic LC,, *

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

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

mtered and
Reviewed by
Jim Sumer
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Acute LC5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 1S

Dilution Preparation:

Page 1

Test concentrations (mg/L NaCi) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mgfLh
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 3.0 4.0 5.0 6.0
mL Dilution water (MHSW) 198 197 196 195 194
Total volume (mt) 200 200 200 200 200 Stock solution INSS #: ™D
Chemical Analyses: Hours
(] 24 a8
Concentration Analyst x y X Analyst identified for each day, performed pH, dissolved oxygen and conductivity measureme:
L Xu only. Temperatures performed at the time of test initiation or termination by the analyst
|pH (s.u) :L? \_l -_I’ iﬂg g, 0.1 performing the toxicity test. Alkalinity and hardness performed by the analysts identified on t
test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) %.5 €Y %< L
Control, Conductivity (pmhos/cm) ;{3&1
MHSW  Jalkalinity (mg/L cacoy) ) Chemical analyses:
Hardness (mg/L CaC0,) % () [Parameter Reporting limit |Method number Meter Serfal number
Temperature (°C) 3.\ 141 Aax- pH 0.15.. SM4500-H+B-2021  |Accumet AR20 93312452
PH (5.U.) ",?7 m ‘:" ; 01'}_ ({‘ 03 Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  [YSI Model 52CE 08A100271
Dissolved oxygen (mg/L) .S {Conductivity 14.9 ymhos/em  |SM 2510 8-2021 Accumet AR20 93312452
1000 mg/L L] 8.4 €.2
Conductivity (umhos/cm]) Iq (7s) A 5.0 mg CaCO,/L |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) ‘:\'q -]."L-b 1\‘.\Q Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U.) 3 8’5 -+ Q7 8 A Temperature 0.1°% 5M 25508-2010 Digital Thermometer | yagg t (S
Dissolved oxygen (mg/L) .
1500 mg/L g:s 8-4 8.2
Conductivity (umhos/cm) 2’:\]-%0
Temperature (°C) w4 R 2.
Y
lpH {s.u.) :?r'é's 7.42 %: 0\
|0issolued oxygen (mg/L) . :
2000 mg/L S &3 8- %
Conductivity (umhos/em) ’645‘%
Temperature (°C) a1 -v.l." w.é
s 2% |7.92  |%.0]
Dissolved oxygen (mg/L) L 3
2500 mg/L $-S 8.3 %-2
Conductivity (pmhos/em) 440
Temperature (°C) S0 14d.¢ 2 P |
pH (s.U.) %5 | T 92 \
Dissolved oxygen (mg/L) 4 f \
3000 mg/L 8.4 g5 .w-l
Conductivity (umhos/cm) 533D k\\'
Temperature (°C) 1"‘ .4 M. S \

SOP AT10-Revision 7-Exhibit AT10.



Acute LC;; Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubiag Sodium Chloride Acute Reference Toxicant Test

Page 2 of 2

CdNaCIAC # B
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Iy bator/Shelf P
e | 185 | 048 AL oS o | 1O |owmd s &
e oVt | M
48
rammion | (WANVS oS | K
*Test organisms were fed in holding 2 to 5 hours prior to test initiation, Test o‘f-lTnisms were not fed during the tast,
Test Organism Information:
Organism Source: |'n-house Culture
Source (organisms were pooled): NS (Ve c_'
Age: < 24-hours old
. ST C Y
Date and time
organisms were born between: o W \RAS oS
Average transfer volume: <0.25mL
Transfer bowl information: pH(SU) = a1
Temperature (°C): 5.0
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
i e Replicate Replicate Replicate
A B c D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
24 <!l sl s1s |s N ES S1S |8
bk SIS s|s]|s]|sS|S]|8]S
Mean Survival 1O 1. V8 T 108 7.
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N 0 P Q R 5 T U Vv w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
'K % "J\ 'lA. 5 b S
2 S1S|s|s (A NSRRI ERITE
A ua| S| [ qr| A | Ak A4
48
Termination 5 ‘ L l O 0 0 o O Q 0 O
Mean Survival as . 4] 1. 0 1
Comment codes: d =dead,u= unhealtr;
Statistics:
|Methnd § K {Comments:
Lower 95% confidence limit
(mg NaCI/L) i1 93. 6
Upper 95% confidence limit
(mg NaCl/L) 2 e " l
48-hour LG, (mg NaCl/() 199 .o

Tast
Reviewed by:
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Statistical Analyses

Acute Daphnid Test-24 Hr Survival

Start Date: 11/19/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 11/21/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2500 0.8000 0.2000 0.8000 0.2000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Numb
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 ] 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2500 0.5000 0.5000 0.7854 0.4636 1.1071 47.304 4 10.00 10.00 10 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.63123 0.868 -BE-16 2.9803%9
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
- Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 247462 236494 2589.38
5.0% 2477.14 2355.34 2605.24
10.0% 2479.67 234253 2624.84 1.0 4
20.0% 2484.74 2301.12 2683.01
Auto-0.0% 2474.62 2364.94 2589.38
ié
-0.3 T " — T
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

0.9 3
0.8
0.7 3
0.6 3
05

24 Hr Survival
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Statistical Analyses

Acute Daphnid Test-48 Hr Survival

Start Date: 11/19/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 11/21/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-B21-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.6000 0.2000 0.4000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 o] 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2000 0.3500 0.3500 0.6245 04636 0.8861 32.527 4 10.00 10.00 13 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.66218 0.844 0.99425 5.11578
Equality of variance cannot be confirmed =
Hypothesis Test (1-tail, 0.05) NOEC __LOEC __ ChV TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 1894.02 1793.59 2000.07
5.0% 1889.87 1779.46 2007.13
10.0% 1885.84 1764.37 2015.68 1.0
20.0% 1878.39 1729.31 2040.32
Auto-0.0% 1894.02 1793.59 2000.07
-0.3 Ty
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot
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Ceriodaphnia dubia

Acute Reference Toxicant Control Chart

‘ g Soktons, n. Source: In-house Culture
3.0 17T T T T 71T T T—7 7T 735" 7T 7 7T 7
I Control Limits (+ 2 Standard Deviations) 1
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Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the sodium 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 =ee = Control Limits (mean logarithmic LC,, * 2 standard deviations converted to anti-logarithmic values)
ww ... 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

Jim Sumner
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EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # Uo

Dilution Preparation:

Acute LC;y Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Page 1 of

Test concentrations {mg/L NaCl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Na
stock was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 3.0 4.0 5.0 6.0
mL Dilution water (MHSW) 198 197 196 195 194
Total volume (ml) 200 200 200 200 200 Stock solution INSS #: WA
Chemical Analyses: Hours
0 24 48
T —— Analyst! XL L X.L Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
X only. Temperat performed at the time of test initiation or termination by the analyst
{pH (5.u) performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
7' q g q A1 2549 test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) | €2 €%
Control, Conductivity (umhos/cm) 2 QO
MHSW | ajkalinity (mg/L CacO,) G } Chemical analyses:
Hardness (mg/L CaC0,) % % Parameter 3 g limit  [Method b Meter Serlal number
Temperature (°C) 19 D As. =S-\ pH 0.15U. SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (s.u) 7 . 9 9 ';bqe) 24| |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 0BA100271
IDissnlved oxygen (mg/L) . Conductivity 14.9 pmhos/em  |SM 2510 B-2021 Accumet ARZ0 93312452
1000 mg/L 84 £ L3
Itond uctivity (umhos/em) 2020 Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 259 % e S AS-Y Hardness lso mgCaCo,/L  |SM 2340 c-2021 Not applicable Not applicable
IPH (s.U.) 8 o0 a5 4.9% Temperature 0.1°% SM 25508-2010 Digital Thermometer | | 3;)6,6u 1c
Dissolved oxygen (mg/L} 2 ;
1500 mg/L g4 9.2 g4
Conductivity (pmhos/cm) 2800
Temperature (°C) 25, 3 5.0 \S-1-
e 8.90 |y.as |3
IDissoIved oxygen (mg/L) f .
2000 mg/L g4 §5 2.4
Conductivity (umhos/cm) g 5’ C) o
Temperature (°C) 26 8.y S
pH ) 799 [tas  |as
|Dissolved oxygen (mg/L) <, 3 .
6o meii i %3 g.4
hcorlllilul':ti\i'lt!,iI (umhos/cm) Lf_ 3 2_ O
Temperature (°C) 2 6 O 1s8.1 L5
pHEs0) 7.99 |Has
Dissolved oxygen (mg/L) e
3000 mg/L 8.4 L] ol ¥
Conductivity (umhos/cm) 5 3 '70
Temperature (°C) 2¢. 0 8§-\ \

SOP AT10-Revision 7-Exhibit AT



Page 2 of 2

Acute LC;y, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # .
Feeding Test Initlation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst I [Shelt
ik by fo725 Qﬂ 01951 4 26?\ Give | WtV BA
24 q ] i
Wt 0 22
e | $24NAS 095( | /o
*Test erganisms were fed in holding 2 to 5 hours prior to test inltlation. Test organisms were Mot fed during the test,
Test Organism Information:
Qrganism Source: In-house Culture
Source (organisms were pooled): 18-S
Age: < 24-hours old
T Vv els
nrag:nal:ms \T:re born between: ™ Vv Q $' ; (o]
Average transfer volume: <0.25 mL
fer bowl infor oH (5.U.): b : [ 6
Temperature (°C): 2 f‘ (o)
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
e Replicate Replicate Replicate
A B Cc D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
24 s 1SS LSS SIS S 1s|s |S |
el ¢
Tm::llun 6 6 5 5 6 s g S g M 5 g
Mean Survival =R lpo 7 - i~ (457.)
P1Z-o4-2
2000 mg/L 2500 mg/L 3000 mg/L
Vs Replicate Replicate Replicate
M N o P Q R 5 T U v w X
0 5 5 5 5 5 5 5 S 5 5 5 5
Initiation
e 4 S| 52 $d fd
24 5 Ly |3 4 i ) 0% 3 |0 OQ o*| o
Termination
Mean Survival N/ 20%.) O, O .
Comment codes: d =dead, u = unhealthy 7;9 f‘z—_oq_zj
Statistics:
Comments:

IMethod frovi4
16g2.)
Vg 26.‘;
L 9L 6

Lower 95% confidence limit
(mg NaCl/L)
Upper 95% confidence limit
(mg NaCl/L)

48-hour LCq, (mg NaCl/L)

Test

SOP AT10-Revision 7-Exhibit AT10.1
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Statistical Analyses

Acute Daphnid Test-24 Hr Survival

Start Date: 12/2/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 12/4/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.8000 0.8000 1.0000 1.0000
2500 0.2000 0.0000 0.6000 0.0000
3000 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 4 0 20
1000 1.0000 1.0000 1.3453 13453 13453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 0.9000 0.9000 1.2262 1.1071 1.3453 11.212 4 14.00 10.00 2 20
*2500 0.2000 0.2000 0.4502 0.2255 0.8861 69.198 4 10.00 10.00 16 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.75303 0.868 1.41974 5.51304
Equality of variance cannot be confirmed -
Hypothesis Test Q-tall, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 226262 465634 13.4997 31.7526 o 0.09798 7.81472 0.99208 3.35888 0.0442 3
Intercept -70.999 15.6599 -101.69 -40.305
TSCR . 1.0
Paoint Probits mg/L  95% Fiducial Limits o 9:
ECO1 2674 1803.3 1510.16 1957.31 e
ECO0S 3.355 1932.8 1689.77 2064.44 0.8 4 L
EC10 3718 20056 1791.99 2126.41 071
EC15 3.964 2056.26 1862.98 2170.95
EC20 4.158 2097.43 1920.18 2208.43 EU-B
EC25 4.326 2133.41 1969.47 2242.43 8 05
EC40 4.747 2226.83 2092.18 2338.46 ) i
EC50 5.000 2284.99 2162.77 2405.83 e
EC60 5.253 2344.67 2229.39 2482.18 0.3 -
EC75 5.674 2447.34 2330.84 2630.07 0.2 1
EC80 5.842 2489.33 2368.44 2695.63 ;
EC85 6.036 2539.17 241093 2776.54 0.1 4 r
EC90 6.282 2603.31 2462.96 2884.75 0.0 IO U | A
EC95 6.645 2701.36 2538.45 3057.4 1 10 100 1000 10000
EC99 7.326 2895.35 2679.01 3418.93 Dose mg/L
Dose-Response Plot
1 < <
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0.8 ]
_ 071
s DG:
T3
@ 051
¥ 3
bt 0'45
o 3
0.3 4
02
0.1
0] .
B 8
Q
o



. {

Statistical Analyses

N —
+  Enwiconmental Testing Sclutions. Inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 12/2/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 12/4/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Cericdaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 08000 1.0000 1.0000
2000 0.2000 0.2000 0.2000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L. Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Numt
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
*2000 0.2000 0.2000 0.4636 04636 0.4636 0.000 4 10.00 10.00 16 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.56485 0.844 -2.5555 9.36813
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 20.3134 4.27551 11.9335 286934 0 0.05546 7.81472 0.99658 3.25831 0.04923 ]
Intercept -61.187 13.9686 -88.566 -33.809
TSCR 1.0
Point Probits  mg/L 95% Fiducial Limits 09 ]
ECO1 2.674 139247 112592 1533.6 o
ECO05 3.355 1504.3 1278.33 1627.18 0.8 + 4
EC10 3.718 1567.54 1366.07 1681.55 0.7 ]
EC15 3.964 1611.71 1427.45 1720.71 1
EC20 4,158 1647.69 1477.18 1753.67 s 987
EC25 4,326 1679.21 1520.28 1783.56 g_ 05 4
EC40 4.747 1761.31 1628.74 18BB7.79 2 0l
EC50 5.000 181263 1692.08 1926.72 .3 ]
ECE0 5.253 1868544 1752.55 1993.56 0.3 41
EC75 5674 195665 184542 2124.08 0.2 ]
EC80 5.842 1994.07 1879.89 2182.55 -
EC85 6.036 2038.59 1918.76 2255.23 0.1 1 J
EC90 6.282 2096.03 1966.22 2353.21 00 1— I ) AN
EC95 6.645 2184.15 2034.82 2511.16 7 10 100 1000 10000
ECS9 7.326 2359.56 2162.1 2846.97
Dose mg/lL

Dose-Response Plot
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i CeriOdaphnia dUbia

Chronic Reference Toxicant Control Chart

" EnvrenmentaiTasing Solaion. e Source: In-house Culture
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Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the sodium chloride concentration

which would cause a 25% reduction in Ceriodaphnia reproduction (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 Warning Limits (mean logarithmic IC,; £ S, |, converted to anti-logarithmic values,

S, 10 = 10" percentile of CVs reported nationally by USEPA)
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s Environmaentad Testing Solutions. inc.

Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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e Control Reproduction, 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
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Page 1 of 6

.. Environmental Testing Seturican, Inc

Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)
Species: Ceriodaphnia dubia

CdNaCICR #: 316

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS LN\
Stock preparation: 100 g NaCl/L:
Dissolve 50 g NaCl in 500 mL deionized water.
Dilution prep (mg/L) 600 800 1000 1200 1400
Stock volume (mL) 9 12 15 18 21
Diluent volume (mL) 1491 1488 1485 1482 1479
Total volume (mL) 1500 1500 1500 1500 1500
Test organism source: Test randomization and location:
Organism age: < 24-hours old Randomizing template color: e
N 0530 v o110
el i incubator numberand shelf | 2 &\
Culture board: 0A-B S A Incation:
Replicate number: | 1 2 3 4 5 & 7 8 2 | 10
Culture board cup number: | 1 |0 | £ | W\ | V\D | 1= Winjw
Transfer vessel information: pH(5.U.): =.&"\ Temperature (°C): 11$.0D
Average transfer volume (mL): | <0.25mL

Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal and feeding, or Selenastrum YWT batch used
termination time
0 5
10-07-25 o\AD 08.25- % 04151 0A- 1 UA [ M
1 10-08-25 020 \ k’ 1 (
= : i
10-09-25 000 ‘ 10-0b-1S A Xf
3 10-10-25 p— L A
4 11-
10-11-25 000 10-00- % B l/l
5 10-12-25 D\ \ Y|
6 10-13-25 oo 3 L
7 10-14-25 obbd _]
*Organisms fed daily 100 pl Selenastrum and 100 pL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
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
Conductivity 14.9 pmhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25608-2010 Digital Thermometer 1306LMbE S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: 01 <20% 7-day LCso (mg/L NaCl) 21400
% Adults having 3™ Broods: wont. 2 80% NOEC (mg/L NaCl) 1000
% Mortality: 0 1. <20% LOEC (mg/L NaCl) {200
Mean Offspring/Female: 3. b 2 15.0 offspring/female | ChV (mg/L NaCl) 1245 .4
% CV: .67 <40.0 % 1C25 (mg/L NaCl) 104§- 2
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. Envirenmental Testing Solutiens, lnc.

Species: Ceriodaphnia dubia

Page 2 of 6

CdNaCICR #: 316

CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced o Q) (@) O @] O @] (@) O o
Adult mortality el N s | N ] A | S . W A= e N
2 Young produced (@) O (@) O (@) O O O O O
Adult mortality ) [ T ey B ] N | N LT . S
3 Young produced o (o) (o) (@) O (@) o O (@) O
Adult mortality wl v _ | —| — | s —
4 Young produced S ) 3 X b Y A S S S \'\
Adult mortality | | R o - M—] — —
5 Young produced v D | 10 O | 1y % O I T 0 WA 1D 1 ;
Adult mortality v A A L - A . A\ L - |
6 Young produced o (o) o) 0 O [8) o) (o} O (@)
Adult mortality vl w L) I I I .
7 Young produced \S \S ‘o \S [ W& S (3 e i \b
Total young produced Sy 1y | 1 | >9 2 | v | a1 RS
Final Adult Mortality | o — _ — = N
X for 3" Broods K 7~ b ol K[ > P XKl S| X

Note: Adult mortality (L = live, D = dead), SB = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).

Concentration:
% Mortality: o1
Mean Offspring/Female: 3. b
600 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 .5 E 7 8 9 10
1 Young produced &) O O (@) O O O O _é_ O
Adult mortality ] N e ™M Pt O U
2 Young produced O 0O O @) (@) (@) (@) A (@) O
Adult mortality L B — — | — — Rczs | o
3 Young produced @) Ol © O ) O (@) O O )
Adult mortality Ll e ] "o L. e i L w
a Young produced A 4 < S Jq SR o d 1S
Adult mortality | u | VG I U I G I — [
5 Young produced 3 | 0 ™| 1D S | VL 1\ L 10 0
Adult mortality ol vl v W i == B L S
6 Young produced o 0 0 0 o) ) 0 o) o T
Adult mortality L R OO . T (_ L - ~ — - R
7 Young produced \S \& i X \ § " \4 'S 1L (Y
Total young produced | ad N 31 3 3y 3"{ oY 3p 34
Final Adult Mortality |- L [ L [\ - N PN ‘-- |
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over [offspring carried over with adult during transfer).
Concentration: :
% Mortality: 0O1
Mean Offspring/Female: 3.1
% Reduction from Control: | — 3 47 .

SOP AT14-Revision 6-Exhibit AT14.1



Eaviroamental Testing Selutions, Inc.

Species: Ceriodaphnia dubia

800 mg NaCl/L

Page 3 of 6

CdNaCICR #: 316

Survival and Reproduction Data

Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced e} @) ) @) O O 0O O (®) D
Adult mortality _ il | L L R —
2 Young produced 5 Bl 8 @) (®) 0 O O O] 0O
Adult mortality wol Wl ] N A L PR I - o | U
3 Young produced O O O o (¢} @) O O O @)
Adult mortality A L p e S | o
4 Young produced L\ S ] | ‘-\ k-\ ‘-\, 3 D \"\-
Adult mortality ™ A I O , S S U W . |
5 Young produced " [T W I U O vy |10 \H 110 10 10
Adult mortality W D W e T | S e I B
6 Young produced o) (o) O @) (@) le) (@) O 0 (@)
Adult mortality wl S ik s — — | —
7 Young produced ‘e ™ \\e v 1% [P 1L iy \S \ 4
Total young produced 3 -\ s | 33 Mo 3\ 3y 14 1§ 33
Final Adult Mortality [ — — [ [ I | T [ w |
Note: Adult mortality (L= live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: (OXA
Mean Offspring/Female: AM.&
% Reduction from Control: | ~@. b7,
1000 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 3 5 6 7 8 9 10
1 Young produced ) 0 O () O O O O O 0
Adult mortality s | SR L [ | . | L |
2 Young produced i 0O O 0O O O 0 O 0 O
Adult mortality . (- NG (R (v | N N ] A A
3 Young produced () (@) O o o () o O O (@)
Adult mortality N ™ I ™ T . S =
4 Young produced 3 q . 9 (g (W) g\ N N \f
Adult mortality el Nl Nl o] ] Ko N N A ] R
5 Young produced | 5 U I . S \Q | 1D to | 1O i \Q | v | VL
Adult mortality (- o | e w [ T S W
6 Young produced [®) [} [8) Dl © O O (&) O O
Adult mortality | O R ) [ - — ] | G S W I , W,
7 Young produced S W o 1s | S_ 14 'S 15 11 17
Total young produced v | 3\ 16 | 3b LA | DY | vo | e 3| 3B
Final Adult Mortality (S - [ _ - [ I - L
Note: Adult mortality (L= live, D = dead), 58 = split braod (single brood split between two days), CO = carry over (oHspring carried over with adult during transfer).
Concentration:
% Mortality: 01,
Mean Offspring/Female: 30. 1L
% Reduction from Control: 4.47

SOP AT14-Revision 6—-Exhibit AT14.1



Envlronmental Testing Solutlen, inc.

Page 4 of 6

Species: Ceriodaphnia dubia CdNaCICR #: 316
1200 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O (@) 0O () D (9 (@) C) O O
Adult mortality (. “ _ L | i A | S [
2 Young produced (&) @) O [8) O O O O O |0
Adult mortality | [ A I Y I W T L ) o —
3 Young produced @) D) () O O O (@) (®) (@) @)
Adult mortality R [ S [ N s (N S (N RS e g e (S Sl Y
4 Young produced "'b “\ T > N ) 3 s y:
Adult mortality | N, o N LRI . S | |
5 Young produced a 10 o i R & IQ 8 A o |
Adult mortality L\ I — | _— — L . — - |
6 Young produced (o) O O (o) (@) O (@) O (@) O
Adult mortality ] e N . | N O |
7 Young produced 3 S 5 | o L o S 1D 4
Total young produced o 19 11 \ g A E v 1 1 1 q, ‘q ) S’
Final Adult Mortality [ A | — o N T R

Note: Adult mortality (L= live, D = dead), $B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer),

Concentration:
% Mortality: O7T.
Mean Offspring/Female: 1. &
% Reduction from Control: 4§.1 7.
1400 mg NaCl/L Survival and Reproduction Data
) Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O O 0 0 6 O O O (@) O
Adult mortality e | s w| — , S | S | - - A
2 Young produced Ol D a) O 0 @) O @) (@) )]
Adult mortality Rl | KL ME N ET NI EY "
3 Young produced O @) O 0 @) @) @) @) @) @
Adult mortality \__ |l w | — . L (. L L L
4 Young produced -2 \ \ \ 3 \ T T \ L
Adult mortality T VI [V B TR TR I T i U 1 L -
5 Young produced 0 O O O O O O _C)— O o
Adult mortality | o] o U | ] | e
6 Young produced o) (&) (@) (@) (@) (@) O (@) O O
Adult mortality ! o | w | w ; O [ T ! o “—|
7 Young produced \ o) O 0 O 18] O 0 o) O
Total young produced ) ; -l \ '_; \ b e \ L_
Final Adult Mortality (T I = — | - ]
Nate; Adult mortality (L =live, D = dead), 58 = split broad (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: 1 01 .o""'\s "
Mean Offspring/Female: (1.1) 3-8 1"
% Reduction from Control: | 4467
SOP AT14-Revision 6—Exhibit AT14.1
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Statistical Analyses Prisntias
el
.
) Testing Inc.
Ceriodaphnia Survival and Reproduction ?ost-Riproducﬂorl
Start Date: 10/7/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 10/14/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-Sodium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8 9 10
D-Control 33.000 28.000 31.000 28.000 35000 31000 35000 32.000 31.000 32.000
600 32.000 34.000 31000 32000 35000 33000 34,000 33.000 30.000 33.000
800 31.000 31.000 33000 33.000 36.000 31000 33000 29000 28.000 33.000
1000 32000 31.000 26000 30000 29000 33000 30000 26000 32000 33000
1200 17.000 19000 17.000 18000 18.000 17000 17.000 1B.000 19.000 18.000
1400 3.000 1.000 1.000 1.000 3.000 1.000 2.000 2.000 1.000 2.000
Transform: Untransformed Rank 1-Tailed Isotonic
Conc-mg/lL  Mean N-Mean Mean _ Min____ Max V% N Sum___ Critical Mean _ N-Mean
D-Control 31600 10000 31600 28.000 35.000 7.636 10 32150 1.0000
600 32700 1.0348 32700 30.000 35000 4570 10 120.00 75.00 32.150 1.0000
800 31.800 1.0063 31.800 28.000 36.000 7.232 10 108.50 75.00 31.800 0.9891
1000 30.200 0.9557 30200 26.000 33.000 8.521 10 81.50 75.00 30.200 0.9393
“1200 17.800 05633 17.800 17.000 19.000 4.432 10 55.00 75.00 17.800 0.5537
*1400 1.700 00538 1.700 1.000 3.000 48428 10 55.00 75.00 1.700 0.0529
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Testindicates non-normal distribution (p <=0.01) 1.40015 1.035 -0.3244 0.54145
Bartlett's Testindicates unequal variances (p = 1.18E-03) 20.1399 15.0863
Hypothesis Test (1-tail, 0.05) NOEC EX ChV TU
Steel's Many-One Rank Test 1000 1200 1095.45

Treatments vs D-Control

Linear interpolation (200 Resamples)

Point mgiL SD 95%CL Skew
IC05 957.187 76.2343 765344 1016.46 -0.7460
IC10 10204 23.5499 946388 104029 -2.5445
IC15 1046.33 12.9812 101547 1063.69 -0.8857
IC20 107226 11.2188 104547 1088.14 -0.7395
IC25 1098.19 9.65492 107566 1111.87 -0.6336
IC40 117587 6.01452 11646 1186.67 -0.0070
IC50 122143 382622 121436 122862 0.0535
Dose-Response Plot
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Statistical Analyses

prapeins
N i Testing Soluti Inc.
Used for PMSD calculation only.
Ceriodaphnia Survival and Reproduction Test-Reproduction
Start Date: 10/7/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 10/14/2025 LabID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mgl/L 1 2 3 4 5 6 7 8 9 10
D-Control 33.000 28.000 31.000 28000 35000 31.000 35000 32000 31.000 32.000
600 32.000 34000 31000 32000 35000 33000 34000 33.000 30.000 33.000
800 31.000 31.000 33.000 33.000 36.000 31000 33.000 29.000 28.000 33.000
1000 32.000 31.000 26.000 30000 29.000 33.000 30.000 26.000 32.000 33.000
1200 17.000 19.000 17.000 18.000 18.000 17.000 17.000 18.000 19.000 18.000
1400 3.000 1.000 1.000 1.000 3.000 1.000 2.000 2.000 1.000 2.000
Transform: Untransformed 1-Tailed
Conc-m Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD
D-Contral 31.600 1.0000 31.600 28.000 35.000 7636 10
600 32,700 1.0348 32,700 30.000 35.000 4570 10 -1.3086 2.287 1.925
800 31.800 1.0063 31.800 28.000 36.000 7.232 10 -0.238 2.287 1.925
1000 30.200 0.9557 30.200 26.000 33.000 8.521 10 1663 2.287 1.925
*4200 17.800 0.5633 17.800 17.000 19.000 4.432 10 16.390 2.287 1.925
*1400 1700 0.0538 1.700 1.000 3.000 48428 10 35513 2.287 1.925
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Test indicates non-normal distribution (p <= 0.01) 1.40015 1.035 -0.3244 054145
Bartlett's Test indicates unequal variances {p = 1.18E-03) 20.1399 15.0863
Hypothesis Test (1-tail, 0.05) NOEC LOEC  ChV TU MSDu MSDp MSB  MSE  F-Prob df |
Dunnett's Test 1000 1200 1095.45 1.92527 0.06093 1535.84 3.54444 29E-42 5,54

Treatments vs D-Control

Dose-Response Plot
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Envirenmaental Testing Solution, Int.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5of 6

CdNaCICR #: 316

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed to

this bench sheet.

Day

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

Analyst

Concentration

Parameter

CONTROL, MHSW

pH (s.U.)

Dissolved oxygen

(mg/L)

Conductivity
(umhos/cm)

Alkalinity
{mg CaCOs/L)

Hardness
| (mg CaCo0s/L)

Temperature (°C)

600 mg NaCl/L

pH (S.U.)

154

Dissolved oxygen

(mg/L)

8-l

Conductivity
(umhos/cm)

vyt

Temperature (°C)

WA

800 mg NaCl/L

pH (S.U.)

34

350

Dissolved oxygen

(mg/L)

%

Conductivity
{umhos/cm)

1$30

Temperature (°C)

.4

144

1000 mg NacCl/L

pH (5.U.)

392

B 1

Dissolved oxygen

(me/L)

g

Conductivity
(umhos/cm)

A0

Temperature (°C)

.4

5.0

1200 mg NacCl/L

pH (5.U))

9%

AL

Dissolved oxygen

(mg/L)

LRY)

Conductivity
(umhos/cm)

AL30

Temperature (°C)

\S. 0

- g-s
= as2o

W &

1400 mg NaCl/L

pH (S.U.)

Jaw

Dissolved oxygen
(mg/L)

§.s

Conductivity
{umhos/cm)

Temperature (°C)

310D
WA

15.0

.44
&3
10

.4

. £

Initial

Final

Initial

Final

Initial

SOP AT14-Revision 6-Exhibit AT14.1
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. Envirsamental Tealing Selutlons, Ing.

Species: Ceriodaphnia dubia CdNaCICR #: 316

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

Analyst
Concentration Parameter i

pH (S.U.)
Dissolved oxygen

| (mg/L)
Conductivity
{umhos/cm)
Alkalinity

{mg CaCOa/L)
Hardness

(mg CaCOs/L)
Temperature (°C)
pH (S.U.)
Dissolved oxygen
(me/L)
Conductivity
{umhos/cm)

Temperature (°C)

pH (s.U) F.4% %-00 3.cO B.oa F49q 3 44 390 46‘5
Dissolved oxygen

(mg/L)
800 mg NacCl/L Conductivity

(umhos/cm) 1750

Temperature (°C) L f
pH (5.U.) 31.9%

Dissolved oxygen
| (mg/L) g.4
Conductivity
(umhos/cm) 2100

Temperature (°c}) | "W . §

CONTROL, MHSW

600 mg NacCl/L

1000 mg NaCl/L

pH (s.U.) 9+
Dissolved oxygen
€4

1200 mg NacljL  |Hme/t
(umhos/cm) 24D

Conductivity
Temperature (°C) . §

PH (5.U.) 48
Dissolved oxygen

me/1) &4
Conductivity
{umhos/cm) 239

Temperature (°C) w4 BE .k T B0 WA

1400 mg NaCl/L

Initial Final Initial Final Initial Final Initial Final

SOP AT14-Revision 6-Exhibit AT14.1
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Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart

s oo Source: In-house Culture
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Test date
@ 7-day IC,. = 25% inhibition concentration. An estimation of the sodium chloride concentration

o —-

which would cause a 25% reduction in Ceriodaphnia reproduction (calculated using ToxCalc).

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

Control Limits (mean logarithmic IC

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

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

USEPA Warmng Limits (mean logarithmic IC,; £ S, ,, converted to anti-logarithmic values,

S

A.10

= 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

A e et
. Environmental Testing Solutions, lnc.
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Test date
L] Control Reproduction, 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 Reproduction, CV or PMSD)

~ = — - 95% Confidence Interval (mean Control Reproduction, CV or PMSD £ 2 Standard Deviations)
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Enviranmental Testing Solutlon. Inc.

Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)
Species: Ceriodaphnia dubia

CdNaCICR #: 317

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS AN
Stock preparation: 100 g NaCl/L:
Dissolve 50 g NaCl in 500 mL deionized water.
Dilution prep (mg/L) 600 800 1000 1200 1400
Stock volume (mL) 9 12 15 18 21
Diluent volume (mL) 1491 1488 1485 1482 1479
Total volume (mL) 1500 1500 1500 1500 1500
Test organism source: Test randomization and location:
Organism age: < 24-hours old Randomizing template color: e
Date and times Wod-y 95y T0 NS
organisms were born between: Incubator number and shelf g R~}
location:
Culture board: 10-1£-15 P
Replicatenumber: | 1 | 2 [ 3 | 4 | 5 | 6 [ 7 | 8 | 9 | 10
Culture board cup number: | & NSRS E RS
Transfer vessel information: pH(S.U.): .88 Temperature(°C): 15.D
Average transfer volume (mL): | <0.25mL
Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal and feeding, or Selenastrum YWT batch used
termination time
0 11-04-25 01571 10:29-2% | 1p-30-25 [v0-28-wd | K
A\
1
110525 DO 1 \ Yt
2
11-06-25 oedd 19-2%1S ¢ K
3 11-07-25
\
- bL1D A
11-08-25 oo WA | M
5 -09-
i DLt \ A
6
11-10-25 i Ll J K
7 B TRREL R = H ¥
111125 oL 11\ @% TRl |
*Organisms fed daily 100 pL Selenastrum and 100 pL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (0.0.) | 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Conductivity 14.9 uymhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25608B-2010 Digital Thermometer Aoyt S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: 0. <20% 7-day LCsp (mg/L NaCl) > iyo?
% Adults having 3 Broods: 1907 2 80% NOEC (mg/L NaCl) \002
% Mortality: o <20% LOEC (mg/L NacCl) 129009
Mean Offspring/Female: 3.0 2 15.0 offspring/female ChV (mg/L NaCl) 109.4
% CV: 4.0 <40.0% IC25 (mg/L NaCl) \ 1 §0. %

SOP AT14-Revision 6—Exhibit AT14.1
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Emviranmenital Testing Selutiont, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 317

CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 2 _5__ 6 7 8 9 10
1 Young produced O O O O o (@] O O O O
Adult mortality - L | - | - O | | = — e
2 Young produced 3 &) (®) O O O O (@) @) 6-—
Adult mortality N S S s s - -
3 Young produced D) O O O O O O @) (0) @]
Adult mortality _ - - s “_ | | - —
4 Young produced 3 8 < N | | \.l 3 S S L_\
Adult mortality el NG| S N N | S N I S e
5 Young produced L b vy (| VL | & (e I8 WAV v
Adult mortality w (- g ) T, - - L. - — (.
6 Young produced (@) (9] O (@) O O O 0 0O (@)
Adult mortality | | | | | = ] A
7 Young produced \S | Ve ™|l \ ‘é \ & i 1§ Y I‘{
Total young produced 30 3\ 3 32 al 3\ 1§ a3 k. \ 5D
Final Adult Mortality [ [ — | VY~ [ [ M | M~
X for 3" Broods ¥ » ~< Y ST SE T K N
Note: Adult mortality (L= live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: Q7
Mean OffspringlFemale: 3l .0
600 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O O O O O O O O O O
Adult mortality O ] e | = \ | I S L S .
2 Young produced (@) ) O D) (@) O O @) O (&)
Adult mortality wl W ] | — o | , e L
3 Young produced Ol O @) Ol O (9] O O O (@)
Adult mortality Gl e | Noadl] B [ Nat  Ae] M| Mool N
4 Young produced S S \-\ l—\ 5 l—‘ \-'\ \ | -
Adult mortality R o] A S | N ] AL Vol N | Y] 6
5 Young produced [ T I T e O R ] 1l Y i\ | VD
Adult mortality __ .l w ) Ry | [ CHU ) W L=
6 Young produced 0O () O (o) ®) O O O O O
Adult mortality ] e | R R | S R (R -
7 Young produced i 1L Y (B I & 15 1S 1§ 13| 1S
Total young produced 3 \ 3y 24 3\_1 55 5 ) AL 3 25 3]
Final Adult Mortality | — | i | |- | . —

Note: Adult mortality (L = live, D = dead), 5B = split b::d (single brood split between two days), CO = carry over (offspring carried over with adult during transfer),
Concentration:

% Mortality: 04,
Mean Offspring/Female: 31,77
% Reduction from Control: —'; B

SOP AT14-Revision 6-Exhibit AT14.1
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Envirenmental Teuting Sohatlany, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 317

800 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced o O O O O O O O O
Adult mortality o« s S | N ) | e [ -
2 Young produced &) ©) (@) O Q O O 0 (0] 0
Adult mortality | | S S W SR S O SIS B TR (R SRS B T
3 Young produced O 0 (@) @) 0O O O O O| O
Adult mortality - [\ (R N A N [ W B VO I | )
4 Young produced J Jd La (& § T S \-\ q (" \-\
Adult mortality , N ., . L . W .~ Ul | | O
5 Young produced v v v v v N 1D i v [ 1D
Adult mortality ol o % | R L N | S — L
6 Young produced [o) o (@) (@) O 8] @) 0 ®) O
Adult mortality =) ANeo| Aes — N | . w | — |\«
7 Young produced 13 19 b 11 13 ' | | | 1y L ¢
Total young produced 24 34 3y 33 [ 3o 3% 1s a0 DT | ¥y
Final Adult Mortality | g .y el B g L

= ==
Note: Adult mortality (L = live, D = dead), SB = split brood (single brood split between two days), CO = carry over [offspring carried over with adult during transfer).

Concentration:

% Mortality: 0.
Mean Offspring/Female: .6
% Reduction from Control: | =|.92

1000 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O O O O 6 6 6 O (@) O
Adult mortality N [ L | e - — | -
2 Young produced O () O O O (@) O O O (@)
Adult mortality — - A O | — — | — — |
3 Young produced o O O O 0 O @) O O O
Adult mortality u ol ol wl — | «— | R .
4 Young produced S 3 S S 9 “ 94 S Al <
Adult mortality ] Ree] A | N N Sol Nl N | N N
5 Young produced 13 10 o (S (R ) (= oy '3
Adult mortality Rl Mo M| N Ne] R O
6 Young produced o0 @) (o) (o) (0) (@) O 2IES)
Adult mortality el N | N ] N % W S (- | O
7 Young produced iy 'S (=S 4 (s Ly [ -18 14 (Y IS_
Total young produced 3\ 1k za‘ ‘3‘ 3L 'zg 3\ %Y 3l A3
Final Adult Mortality | | | A I N
Note: Adult mortality (L= live, D = dead), SB = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: 27,
Mean Offspring/Female: 29,7
% Reduction from Control: | (.0 Y,
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Environmental Testing Salutions, bnc.

Species: Ceriodaphnia dubia CdNaCICR #: 317

1200 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced @) () (@) (&) ®) '®) O O (@) O
Adult mortality L N R N I o R e e — | | —
2 Young produced 6 O D O C) @) O O O O
Adult mortality | W R — ] ] ] — , | - |
3 Young produced o) O O O O 5yl O (@) (@) O=
Adult mortality oW N I I B W N W I S .
4 Young produced S S| 9 Ny < >~ ~ N o\
Adult mortality vl w w | R j o | | -
5 Young produced A -1 WO S L 1\ Lo \D L o
Adult mortality “ “_ b T b — — — - )
6 Young produced ®) (@) (@] (®) (@) O (@) O (0] @)
Adult mortality ol - | R I o B S B B S -
7 Young produced § l.l L-l aQ, (™ s N (-5 10 &_
Total young produced \a W \ & V& 11 K \ b 1 20 | Vg
Final Adult Mortality (- [ O S ]

-
Note: Adult mortality (L= live, D = dead), 5B = split brood {single brood split between two days), CO = carry over (offspring carried over with adult during transfer).

Concentration:
% Mortality: 07.
Mean Offspring/Female: 1.6
% Reduction from Control: | 43 2«
1400 mg NacCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced (&) O (®) Q O O [0} (@] O (8]
Adult mortality — [ | VY N I W I [ M A
2 Young produced (@) ! O 0] O Q 0 O (6] (@)
Adult mortality Ol o] L w | w “ | S i S vl
3 Young produced O | O O O @) 0O @) ®) C |0
Adult mortality L I N B O — |- | | M| o
a Young produced O 0 1. \ 8 \ 3 l | \
Adult mortality L] [, SO [ N Nz Lo | N L ) | S
5 Young produced g O @) O O O Q o O O
Adult mortality — HENETE"TE  ENa™ Ao | N
6 Young produced o) 0 0 0 O o) O O 0O 0
Adult mortality el A (U W B L oo | N | N
7 Young produced 0 (@) \ () 0 0 6 0 0 0
Total young produced _; 0 :'3 \ 1 \ -s \ v‘ \
Final Adult Mortality - — - . — - L - — —
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: oY\
Mean Offspring/Female: \.6
% Reduction from Control: | §4.%,
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Statistical Analyses pmnbre

W Jumner
Testing Inc.
Ceriodaphnia Survival and Reproduction Test-Reproduction
Start Date: 11/4/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 11/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8 9 10
D-Control 30.000 31.000 32000 32.000 31.000 31.000 28000 34000 31.000 30.000
600 31.000 33.000 29.000 34000 35000 30.000 32.000 33.000 29.000 31.000
800 29.000 34000 33.000 33000 30000 35000 28000 30.000 32000 32.000
1000 31.000 26.000 29.000 31.000 32.000 28.000 31.000 35000 31.000 33.000
1200 19.000 14.000 18.000 18.000 17.000 19.000 16.000 17.000 20.000 18.000
1400 2.000 0.000 3.000 1.000 2.000 1.000 3.000 1.000 1.000 1.000
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control  31.000 1.0000 31.000 28.000 34.000 5.043 10 31.433 1.0000
600 31700 1.0226 31.700 29000 35000 6.491 10 -0.814 2.287 1.866 31.433 1.0000
800 31600 1.0194 31600 28.000 35.000 7.185 10 -0.698 2.287 1.966 31.433 1.0000
1000 30.700 0.9903 30.700 26.000 35.000 8.276 10 0.349 2.287 1.966 30.700 09767
*1200 17600 05677 17600 14000 20.000 9.731 10 15.589 2.287 1966 17.600 0.5599
*1400 1.500 0.0484 1.500 0.000 3.000 64.788 10 34.319 2.287 1.966 1.500 0.0477
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Test indicates normal distribution (p > 0.01) 0.66733 1.035 -0.1953 0.10424
Bartlett's Test indicates equal variances (p = 0.13) 8.4562 15.0863

Hypothesis Test (1-tail, 0.05)

NOEC LOEC ChV TU MSDu___ MSDp MsSB MSE __ F-Prob df

Dunnett's Test
Treatments vs D-Control

1000 1200 1095.45 1.96559 0.06341 1516.3 3.69444 1.2E-41 5,654

Linear Interpolation (200 Resamples)

Point mgiL SD 95% CL Skew
IC05 1012.8 36.5257 899.258 1022.98 -3.8794
IC10 1036.79 9.04202 1012.86 1046.43 -0.6996
IC15 1060.79 8.08471 1038.68 1071.26 -0.5780
1C20 1084.78 7.35603 1065.69 1095.18 -0.4222
IC25 1108.78 6.92849 109145 1118.99 -0.2608
IC40 1180.76 7.7465 116567 1194.85 -0.0337
IC50 1223.4 6.08159 1211.02 1233.15 -0.3330
@
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Environmental Testing Selution, Inc.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5 of 6

CdNaCICR #: 317

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed to

this bench sheet.

Day
{Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
0 1 2
Analyst gL X XL L XL
Concentration | Parameter s A L N AR SRS SR AR
pH (5.U.) 2.80 | rwU 335 | ¥ hy3
Dissolved oxygen
(mg/L) %S 81 8.3 %-0 8.3
Conductivity alE ZoEes
2
CONTROL, MHSW 2:::::;:;"11 299 1
(mg CacOs/L) LD 3
Hardness
(mg CaCOs/L) a\ ] &4 :
Temperature (°C) LA 5.3 ~.- € 5% T . € S
pH (5.U.) Z.88 |3.xs 2-5% .25 3,94
Dissolved oxygen 3 2 % 9.2
L 81 7] ‘ -0 .
600 mg NaCl/L  |-neld 22
(umhos/cm) ,3 90 1410 TR | 400
Temperature (°C) ~\.4 W4 NS- 5 -4
PH (5..) 2.29 | 2ss ThEY 3K -4
Dissolved oxygen g $.3 &.0 8.2
L : .D . Ll *
800 mg NaCl/L —%E%Jctmw el = :
(umhos/cm) (720 - : 1750 & . I7%0
Temperature (°C) "S.0 NS - . T nS.D
pH (5.U.) 7Z-90 | %4 =% .1 .53 .45
Dissolved oxygen 3 L g %
1000 mg NaCl/L -—‘c—:ﬁ-ﬁﬂctm L0 L - O B —
(umhos/cm) 2080 B 2)3p 215D ;
Temperature (°C) M4 i Lt ~8.0° nNs.0 S
pH (5.U.) 7.9 | 3.54 |2.%49 Fat |90
Dissolved oxygen
L b 8.3 %5
1200 mg NaCl/L |l = -
(umhos/cm) 2380 247D _124u0 T
Temperature (°C) 5.0 g e . & A\S. O .4 .4
pH (5.0) 2.90 3% %9 |9.xx Ao
Dissolved oxygen P
[r:mst; 8.3 ¥.0 L) g.0 .2
1400 mg Nacl/L Conductivity pT i ek SR P T
(umhos/cm) 2780 [FEEEsl 2%30 ] 2850 sl a
Temperature (°C) 5.0 18-y Ww. 4 S w.4 .4
Initial Final Initial Final Initial Final

SOP AT14-Revision 6—Exhibit AT14.1
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Envirenmental Teuling Slutlons, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 317
Day
(Analyst identified for each day, performed pH, D.0. and conductivity measurements only.)
3 4 5 6
Analyst XL Yo
Concentration | Parameter Y R e p e
pH (5.U.) 133 2.4
Dissolved oxygen
(me/L) 8% Yo
Conductivity = Eh
(umhos/cm)
CONTROL, MHSW Alkalinity
(mg CaCOs/L)
Hardness
(mg CaCOs/L) Y il s ; Ty FCGE s Yo
Temperature (°C) | .4 Al 5.0 A\ & 15-3 —".:"—"1 1S
pH (S.U.) 2.95 ? +4f (393)] con 348 3-95 3-9% é.10
Dissolved oxygen
mg) | E 3 $4 3o g3 i 83 Yo
600 mg NaCl/L Conductivity R ESEGATAREY e TSR
(umhos/cm) 1390 ' 310 500 N | 290 SR
Temperature (°C) 1S. 0 15-0 .4 1%\ A 1s.\ W. & 5.0
pH (5.U.) 3.4% 3.00 .0
Dissolved oxygen
i 32 3 Y
800 mgNacl/L |l %3 .
(umhos/cm) 1780 B0 I e b e A
Temperature (°C) | =4\.4 W\Aa ¢ wl.g 2.0
pH (5.U.) -4 Z-ol
Dissolved oxygen g 33
L 2 .
1000 mg NaCl/L %ﬁfh’mw
{(umhos/cm) JHﬁ St i A i X=310
Temperature (°C) . ] S0 . ¢ %- L 6.0
pH (S.U.) 2% <01 14u e, %.o) 9.43 793 8.09
Dissolved oxygen
§-2 $.3 Y4
L
{(umhos/cm) 24%0 - 23490 s
Temperature (°C) A8\ 1%.0 1s.1
pH (5.U.) .04 %.03 141 %20 $-00 3.94 3.4% 903
Dissolved oxygen i 5 2 g g 9.3 ' 'l.m
L . i) > -0 ; _ i
1400 mg Nacl/L |8l 3 = 5 ,
(umhos/cm) ¥4 _ 30 - 123\ Al 235D ' it
Temperature {°C) W- ¢ 14.4 -4 w L 5.0 1.4 w-{ Ls. 3
Initial Final Initial Final Initial Final Initial Final

¥ @S noRaY venbidd et
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—r Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart
R g ks e Source: In-house Culture
1.14 =T 3 1 1 T & © &= 1 & T 7% 7 T T & T 1
[ Control Limits (* 2 Standard Deviations)
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Test date
@ 7-day IC,; = 25% inhibition concentration. An estimation of the sodium chloride concentration

which would cause a 25% reduction in Ceriodaphnia reproduction (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)

E)

USEPA Warning Limits (mean logarithmic IC,, +

.10 CONverted to anti-logarithmic values,

S, 10 = 10" percentile of CVs reported nationally by USEPA)
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. Envirenmantal Testing Sokitlons, Inc.

Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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Test date
L] Control Reproduction, 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 Reproduction, CV or PMSD)

95% Confidence Interval (mean Control Reproduction, CV or PMSD + 2 Standard Deviations)

Reviewed by

=

Jim Sumner




sanjea QSid 40 A ‘Uonanpoidal ay) JO UolieIABp PIBpURIS =§

‘san|ea gsiNg 40 AD ‘uonanpoidal ay) jo AJuapual jeaul) = 1)

o/t > (3jpuadiad ;.cm_ Wd35N Ag pauiwialap ewaiud asueldadde punog Qsing Jaddn

*BUBD 33UeldaIIe WNWIUIW B J0U 51 pUE POYIaW 1533 ay) 4o AUAISUaS 3yl 0 Jwy (eandeld e syuasasdal punoq gSind Jamo) 3yl

"%ET < (3)nusniad  0T) Vd3sn Aq paulusalap punoq gsing Jamo

*1523 ANIIX0) JU3N|Y2 3joym e Ul Juedyiudis Ajlednsnels paledap aq ued Jey) JUILWIRAL} PUE (013U 3Y} U3IMIIQ 3DUIBHIP JuadJad wnwiuiw 3yl st aSING 2y, “uoisidaid 159} Jo ansealu e st QSING
“FIURIIJIP JULIYIUEIS WnWIUIW JUIDIA4 = ASING
*33uasap ueayiudis wnwiupy = asw

‘90t > eU31UY acueldadie A Wnwixew DICIN %Iy > (2uaciad 06) BL3ID duepINg A WnWixew y43sn

‘u0nINPoIdal |D1JUOD JO) UDRELIEA JO UBIIYI0D = AD
“ajeway Suninans/Fupdsyo ST 2 ey Aljigeidadae 153) winwiuiw y43sn = uonanpoiday ueapy jo13uo)

"[BAIAINS %08 2 BUAII All[IqeIdadde 153) WNWIUIW YdISM = [BMAINS (013U0) :310N
89 SY 9's 0’6 £e 9 Tve L6t 6°'T¢ 998°'T S8 e oot SZ-20-71 oz
TL vy L'S 9'8 S'E 9 B'EE S'6T L'TE 996'T 0's 0'1E 0ot ST-v0-11 6T
TL €Y L'S L'8 9t 9 6'EE 9'6C L'TE ST6'T 9L 9'1E 00t SZ-L0-0T 8T
0L €Y LS S8 S'E 09 ove 9'6¢ 8'1E 1 zeox £V €TE 001 ST-60-60 LT
TL £V L5 L8 9t 9 ove S'6c L'TE €791 oy 8'0¢ 00T SZ-50-80 9T
TL £V LS 9’8 6t 9 TvE 96t 8'1E 9LL'T 09 v'oE 0ot ST-80-L0 ST
TL €Y L'S 9’8 9t 9 0'vE L6t 6'TE 0LY'T 0's T1E oot ST-£0-90 148
oL vy L5 9'8 8't 9 Tve 8'6¢ 0ce 688'1 9 Tie 00t S2-90-50 el
oL 7'y L's L8 8't 9 TPE 867 0'¢E 208t 9°s 9’1t 00t ST-80-1v0 48
0L v LS L8 L'e 9 143 6'6¢ T'Ze 0Ev'T o' 8'ze 001 ST-v0-£0 jas
0L 9 8's 9'8 oy €9 (443 6'6C 0'¢ce L6L'T €9 8'0¢ 001 ST-v0-€0 ot
0L 9 8's S8 oy €9 EVE 0'0€ T'ZE LT 99 S0€ 001 ST-v0-20 6
0L St LS S8 ov 9 EVE 6'6¢ T'Ze 087'¢ TL 'rE 001 ST-L0-10 8
69 SY L'S S8 8t 9 6'EE 00t 6'1E 80L'T 67 v'ie 00T VZ-£0-Z1 L
oL 9 8's 9’8 g€ 19 6'EE 6'6C 6'TE 0s0°z €L 9zg 00T vZ-S0-11 9
L S 8's S8 8't 19 8'EE 66¢ 6°TE STLY '8 T°Z€ 00t vZ-S1-0T S
L Sy 8's e 6'€ 09 6'EE 9'6¢ L1€ Lv6'T €L P'ZE 0ot ¥¢-0T-60 v
TL Sv 8's 6L 8t 6'S TvE S'6C 8'1¢ £i81 89 8'1€ 007 ¥Z-90-80 €
TL Sy 8's 6'L 8¢ 6'S Tve v'6t L'TE 98’1 9L T'ee 001 vZ-60-L0 [
L 134 8's L'l 8'E L'S Ve €67 8'TE £8S'T 6V STE 00T ¥Z-¥0-90 T
ST+1) ST-1 ST+10 SZ-12 ST+1D SZ-1J (%) (areway/3unidsyo) (%)
|EAI3U| 3DUBPYUO) %S6 1 |EAJ33U| 32UBPYUOD %S6 1 |EAJRIU| 3IUBPYUO) %S6 1 asind asw A uealy |eaining 3iep 1591 JRqunu 3say
(%) (%) (21eway/3uldsyo) 1591 uolpnposday [043u0) |osu0)
asind 3sa) AD uopanpoiday [ouo) uonanpoiday joxuo) uopeuIWIBIAQ |EIXOL

34n3yn) asnoy-uj :3324nos

ela) Ajjiqeidasdy 1sa) ‘Sunsaj JUedIX0 | IUIIBYAY dIU0IY)

pignp bluydopoLId)

\

t s -




. Emvironmental Testing Solutiony, inc,

Page1of 6

Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)
Species: Ceriodaphnia dubia

CdNaCICR #: 318

Dilution preparation information: Comments:
NaCl Stock INSS number; INSS  WANd
Stock preparation: 100 g NaCl/L:
Dissolve 50 g NaCl in 500 mL deionized water.
Dilution prep (mg/L) 600 800 1000 1200 1400
Stock volume (mlL) 9 12 15 18 21
Diluent volume (mL) 1491 1488 1485 1482 1479
Total volume (mL) 1500 1500 1500 1500 1500
Test organism source: Test randomization and location:
Organism age: < 24-hours old Randomizing template color: 6\.\] e
Date and times M0l 0S30 TO 048D
organisms were born between: :gz:::::?r number snd sheif i)
Culture board: WSl ” ?
Replicatenumber; | 1 | 2 | 3 | 4 | 5 | 6 | 7 | 8 | 9 [ 10
Culture board cup number: | & B ST [ [0 [al [ a[1&[2
Transfer vessel information: pH(S.U.): g.\k Temperature(°C): g, 0
Average transfer volume (mL): | <0.25 mL
Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal and feeding, or | se/enastrum YWT batch used
termination time
0
12:02-25 084 WA | wwrs [ wewvss [ M
1
12-03-25 ol s \ \ AJ
2 .04-
12-04-25 LSO 16 & A’t
3 -05-
12-05-25 oS ) Xt
4
12-06-25 01 vy [y
r 1J
5 -07-
12-07-25 opﬁﬂ l 3\
6
12-08-25 o\ L J/ x\
7 .09- - : '
12-09-25 O&‘\S : 5 .

*Organisms fed daily 100 L Selenastrum and 100 uL YWT per replicate using HandyStep repeat pipettor SN 17E59354.

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

Conductivity 14.9 pmhos/cm SM 2510 B-2021 Accumet AR20 93312452

Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452

Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable

Temperature 0.1°C SM 25608-2010 Digital Thermometer ‘ﬁ%ﬂh! S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: 0) 4 <20% 7-day LCso (mg/L NaCl) > 1400
% Adults having 3" Broods: 1007, 2 80% NOEC (mg/L NaCl) 1000
% Mortality: o1. < 20% LOEC (mg/L NaCl) 1200
Mean Offspring/Female: o B 2 15.0 offspring/female | ChV (mg/L NaCl) 1045.4
% CV: £.S 7. <40.0% 1C2s (mg/L NaCl) 1041.1

SOP AT14-Revision 6—Exhibit AT14.1
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. Emvirenmental Testing Solutlons, ing.

Species: Ceriodaphnia dubia CdNaCICR #: 318
CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced (o) (») O O (@) O @) O (@) 15
Adult mortality ol sl s e L [ W I | N I W ) N
2 Young produced O () O O () 0O Q O O (@)
Adult mortality S S R U W e e -
3 Young produced [e) O O | O ()] (@) 0] @) O 0O
Adult mortality ] Rl Mol he N T%ee | R % | S [N
4 Young produced S < (. \‘ b b L [M b S
Adult mortality [ G o Y o ), - N T [,
5 Young produced VL |\ \H 10 (5 A\ 1D 10 | e
Adult mortality vy A - — L Lo I I
6 Young produced o) O (») ) (&) (@) D (@) (o) o
Adult mortality - s | e L\ N L I VI O Ve - ~—
7 Young produced s (% | \ & (q " t1 \4 & iS 1€ 14
Total young produced 3L | 2% 31 3p 3L 3’-1 '.‘5‘! 29 3‘- 3L
Final Adult Mortality w | SN N NS T
X for 3~ Broods N N 1 X N .S ol D | HE *

=--
Note: Adult mortality (L= live, D = dead), SB = split brood [single brood split between two days), CO = carry over (offspring carried over with adult during transfer).

Concentration:
% Mortality: Ol
Mean Offspring/Female: M.
600 mg NaCl/L Survival and Reproduction Data
Replicate number :
Day 1 2 3 4 5 6 7 B 9 10
1 Young produced O O Q 0 @) (@) (o) (6] ()] Q
Adult mortality | ~ L [ I G I L - |
2 Young produced (@) (@] O QO 0 0 C) O 5_ 0
Adult mortality L L\ | — | - L = Nz — | =
3 Young produced () 0 O O D Q O @) O 0]
Adult mortality | u - | o | | e |
4 Young produced < &) =) S i \* "1 73 o ‘-!
Adult mortality N N N el W A | N
5 Young produced 1\ Yo \D [ 1Y 10 [ [ L VY [ VD
Adult mortality (U D N L N L U D G B W
6 Young produced D O O (s (@) O O (@) 0 O
Adult mortality HMENEWE ™ o o] |
7 Young produced 18 14 LS \ ¢ \q 9 1y L 10 IFz
Total young produced a3y a4 3% | 3% | 3§ 39 S 39 L0y
Final Adult Mortality Lo A L i k__ L “ |
Note: Adult mortality (L = live, D = dead), 5B = split broad [single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: [0R A
Mean Offspring/Female: 3.4
% Reduction from Control: | = 2,07

SOP AT14-Revision 6—Exhibit AT14.1



" Envisonmental Teiting Solutions, inc.

Species: Ceriodaphnia dubia

Page 3 of6

CdNaCICR #: 318

800 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10

1 Young produced (@) 0 (&) ) 0 (o) O 0 () 6
Adult mortality SN A ] N

2 Young produced (@) O (@) (@) [®) O (@) 0 @) r
Adult mortality st ] M| Now] N N | R

3 Young produced 6 o O O O O O (0] 6 0
Adult mortality o S A B W B S S | - L

4 Young produced S | G L q (™ 5 (" S (.
Adult mortality “ “ N . i — — | G| (.

5 Young produced VS W\ W\ N L% I\-l "L (%N 1Y 13
Adult mortality (G AN VU R N [ G I ~— ] — L -

6 Young produced o} 0 () O 0 O O O (o} 0=
Adult mortality “ L - | — | — | — — S| | .

7 Young produced 11 N | Id‘ (o | \S il 14 [V 14 | g
Total young produced 3¢ 2y B . a\ g} AL LY L |
Final Adult Mortality [ L - - [ N Y .
‘Note: Adult mortality (L= live, D = dead), S8 = split brood (single brood split between two days), CO = carry over (offspring carried aver with adult during transfer).

Concentration:
% Mortality: 01
Mean Offspring/Female: 2% 0
% Reduction from Control: | — 9.6 7
1000 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced 0O (o) 0 O (o] O (0] O O ()]
Adult mortality [ - w w w | w L I L
2 Young produced [e) O 0O 0O O (o) 9] O O 10O
Adult mortality X | w . L (W W (s -
3 Young produced O O [9) O O 0 [6) O O O |
Adult mortality [ . N N | |
4 Young produced = u\ '-\ \-.." s i | 9 e g [‘
Adult mortality | W L L I w Nz , T — |
5 Young produced W\ Vo I__i- 1y i v | 1D 10 (e { R I8
Adult mortality ) [ WU R W _ U L W R o |
6 Young produced o o) (o) (e @) Ol Q a O 0
Adult mortality | [, VO O VR O W [ O L I - — N
7 Young produced 1§ ™~ Ig 1% ib "S W& \€ 1 & l"l
Yotal goung produced WA [ D Y 3| 3N [ 3D [ | ag | v
Final Adult Mortality — [ L - (- | — — (- [ <
Note: Adult mortality (L= live, D = dead], 58 = split brood (single brood split between two days), CO = carry over [offspring carried over with adult during transfer)
Concentration:
% Mortality: a7z
Mean Offspring/Female: 33. 2
% Reduction from Control: 2.497
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Enviranmental Testing Schutlend. Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 318
1200 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced 0 (@) O (@) 0 (8} (@) O 0 0
Adult mortality L N | A ]
2 Young produced o 0 @) 0 (@) (e (9) () O (@)
Adult mortality | L " , - - Y . — |
3 Young produced () (@) s 6 (@) O (o) (@) 0 O
Adult mortality o wl wl uw | — |~ — — (I )
4 Young produced S g 3 4 | J Jd N J J
Adult mortality o - “ L N — o - _
5 Young produced t o - S | | & q & 3
Adult mortality L S W | W I N O | N | S B -
6 Young produced (&) (@) i) o O (9) (o] (&) O 0
Adult mortality - N o u s | = — | N
7 Young produced E o P T o L A 10 9 ‘-l
Total young produced A ‘4 WL | 11 20 ™ 14 11 i1 e
Final Adult Mortality - R A LS I

Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).

Concentration:
% Mortality: 01
Mean Offspring/Female: 1L
% Reduction from Control: | <§.87.
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced [6) 0 [o) O O 0 O 0 0 (o)
Adult mortality | v L — — — LS [ G I S
2 Young produced 0 O 0 O 0O @) O 0 e (o)
Adult mortality (S -  HE - L “ — L | _
3 Young produced 0O 9) [9) O 0 (@) [9) 0 0 0O
Adult mortality [ [ — L L., w w | | W
4 Young produced R \ \ 3 | L. L 1 \ e
Adult mortality — [ | , Rz | - — AW |
5 Young produced [ O \ \ \ T O 0 0O O
Adult mortality [ I U W I W W | I
6 Young produced o) O O () (@) (o) (o) (@) o] O
Adult mortality L I W I N N — — | | -
7 Young produced L (@) O O 9] (@] i 0 (9] O
Total young produced :5 l- N q 1 ‘-l b . \ -1‘__-
Final Adult Mortality \.:__, Le | o [ . — | - \;__
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: O7.
Mean Offspring/Female: 2.4
% Reduction from Control: | 43.07.
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Statistical Analyses (::.‘;

. Environmental Testing Solutions, In¢,

Ceriodaphnia Survival and Reproduction Test-Reproduction

Start Date: 12/2/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 12/9/2025 LabID;: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4 5 6 7 8 9 10

D-Control  32.000 35.000 37.000 30.000 36000 37.000 34000 29.000 36.000 36.000
600 34.000 35.000 33.000 36.000 35000 35000 33000 34000 39000 35.000

800 35.000 34.000 36.000 36.000 31.000 34.000 36.000 35000 37.000 37.000

1000 34,000 30.000 34000 33000 33.000 34000 33.000 34.000 35000 32.000
1200 19.000 19.000 16.000 17.000 20.000 16.000 19.000 17.000 17.000 16.000
1400 3.000 1.000 2000 4.000 2000 4.000 3.000 2.000 1.000 2.000

Transform: Untransformed 1-Tailed Isotonic
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD  Mean N-Mean
D-Control 34.200 1.0000 34200 29.000 37.000 8474 10 34.733 1.0000
600 34900 10205 34900 33.000 39000 4954 10 -0.858 2287 1866 34733 1.0000
800 35100 1.0263 35100 31.000 37.000 5.105 10 -1.103 2.287 1.866 34733 1.0000
1000 33.200 09708 33200 30.000 35000 4.212 10 1.225 2287 1.866 33.200 0.9559

*1200 17.600 0.5146 17.600 16.000 20.000 B8.554 10 20,342 2287 1.866 17.600 0.50867
*1400 2400 0.0702 2400 1.000 4.000 44790 10 38.969  2.287 1.866  2.400 0.0881

Augxiliary Tests Statistic Critical Skew  Kurt
Kolmogorov D Test indicates normal distribution (p > 0.01) 0.64493 1.035 -0.5889 0.9842
Bartlett's Test indicates equal variances (p = 0.07) 10.2996 15.0863
Hy pothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu MSDp MSB MSE _ F-Prob df
Dunnett's Test 1000 1200 1095.45 1.86602 0.05456 1816.59 3.32963 7.0E45 5, 54
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L sSD 95% CL Skew
IC05 1002.61 34.3066 B889.956 1017.68 -2.2643
IC10 1024.87 7.27723 101063 1038.44 -0.0755
IC15 1047.14 6.71421 1032.77 1059.87 -0.0315 1.0
Ic20 1069.4 624917 1055.25 1081.38 0.0148 0.9 |
IC25 1091.67 5.8053 10789 1103.27 0.0574
IC40 1158.46 578162 114468 1170 01119 9481
IC50 1203.07 6.27068 1188.26 1214.35 -0.0041 0.7 4
0.6 4
b
205 4
]
§L 0.4
® 0.3 A
0.2 4
0.1 4
0.0 <
0.1 r .
[ 500 1000 1500
Dose mg/L
Dose-Response Plot
45
40 4 I
= ? 1-tail, 0.45 level
a0 3 1 of significance
s
B 25 ]
=
b=l
920
a
@
e 15 4
10
5]
1 .
0

600 -I
800

1000 1
*1200
*1400

D-Control




. Eavironmental Testing Sclutiont, Inc.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5 of 6

CdNaCICR #: 318

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed to

this bench sheet.

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

Day

Analyst XL
Concentration Parameter
PH (.U) 2:9%
Dissolved oxygen ol
(mg/L) ¥
Conductivity 29
(umhos/cm) (74
CONTROL, MHSW Alkalinity
(mg CaCOs/L) i
Hardness
(mg CaCO1/L) 88
Temperature (°C) W .4
pH (5.U.) 7499
Dissolved oxygen ¢
(mg/L) ‘
600 mg NaCl/L " Conductivity
{umhos/cm) [3 Yo
Temperature (°C) %0 .
PH (5.U) 8.00 |120 3.4 3.0 2.94 34906
Dissolved oxygen ¢ N
(mg/L) :
800 mg NacCl/L [ Conduciiy
(umhos/cm) [ 6 70
Temperature (°C) \S. D
PH (5.U.) 8.00
K:;;:;ed oxygen €.
1000 mg NaCl/L Conductivity '
{umhos/cm) 2010
Temperature (°C) s T,
pH (S.U.) 6]- oo || 1.34 7.45 3.9l 3.95
Dissolved oxygen o €.% g.2 g
1200 mg Nacl/L  [-mel e L1 €0 ' ' L
(umhos/em) 2-3.50 245D , K420
Temperature (°C) 5.0 w.4 .4 NS, 1 W
pH (s.U.) 3.0 |2 = .90 q1.a4 1.9¢
Dissolved oxygen
g‘ . ] 2- " q *
1400 mg Nacl/L  |HTeM 3 B R g-  ® )
Conductivity ) Ly ﬁ.,,_a;;;.,ﬁ;:_;;a‘m__\l :
(umhos/cm) 27 40 - lax2o ] 2900 2EeE
Temperature (°C) 1S.2 A %.D ™\ § V-1
Initial Initial Final Initial Final

SOP AT14-Revision 6—Exhibit AT14.1



- Emvironmental Testing Solutions, Inc.

Species: Ceriodaphnia dubia

Page 6 of 6

CdNaCICR #: 318

Day

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

Analyst

Concentration

Parameter

pH (5.U.)

Dissolved oxygen
(me/L)

Conductivity
{umhos/cm)
CONTROL, MHSW Alkalinity
(mg CaCOs/L)
Hardness
(mg CaC0s/L)
Temperature (°C)
PH (.U 2.46
Dissolved oxygen 3.2
(mg/L) !
600 mg NacCl/L Conductivity
{umhos/cm) I 400
Temperature (°C) 5.0
pH (5.U.) 1.9%
Dissolved oxygen 4.2
(mg/L) i
800 mg NaCl/L Conductivity
{umhos/cm) 170
Temperature (°C) S -0
pH (S.U.) 1.4%
Dissolved oxygen g
| (mg/L) &
1000 mg NacCl/L Conductivity
(umhos/cm) 200
Temperature (°C) . 4
pH (s.U.) .99
Dissolved oxygen
| (mg/1) g
1200 mg NaCl/L Conductivity
(umhos/cm) 2430
Temperature (°C) .4 5.2 w\.4 S-L | \M-& B A SO
pH (S.U.) 3.49 344 .90 3193 $-04 Jax  lg.o0
Dissolved oxygen g < ¥ ¢.2
- . ,0 . . .
1400 mg Nacl/L TS = L o : - AR £
onductivity i
(umho/an) 2520 § - laa ] R¥co _ 2¥2L0 s
Temperature (°C) .4 . & .4 .4 \$. 0 -4 -4 As-
Initial Final Initial Final Initial Final Initial Final

SOP AT14-Revision 6-Exhibit AT14.1



| e Pimephales promelas
| Acute Reference Toxicant Control Chart

e R Source: In-house Culture
— 1 T T T T T T T T T T T T T T T T T 1
12 | s ¢ s §
Control Limits (+ 2 Standard Deviations)
s i N o =
A Nreera Y TR ASams snimy magews STET U Garon e e ppw aaeny e .a-‘w TR MRS ETES S aretw wmend 8
10 —~w——-—"0 =
. e . . ' . . —-’.—-mhﬂw ————— . - ____“_.
I :"“"’"‘"“‘"‘ @ ’ e © © Daces 1 7
S oo i i e e O O g o e v e e e i O @ . -
~ I )
<
b 08 =
2 i b E . b _f L % % __ ¢ 4 § ¥ .1 ¢ W% _$...9
44 T T T T T T T T T T T T T T T T T T 1
L)
> 3 ; 4
o Warning Limits
<
o0 1.2 &
e T e = s o e e o SN
1.0 Lo R W‘,,.-.....__.---; .......... WEAR3 3 8PSy 4 4 Wasem b e amaem e s 6 ..... s () e v . s sl g bl R _
T L . e - gy @... L ——
Wm0 e S L
L B s i T L — i e
0-8 e a s R R R R R R T e TR A e SRR s VT s i =
0.6 N S A S SN N S N | [ | R | L1
' 2 01 (61 (0 2 o 2 g2t 2D \° 1 21 9P o1 25 415
o 1 @0 @AY (0 O AV B AV 10‘ O N 05'06.0 O @ @t 0909 oV
Test date
® 48-hour LC, = median lethal concentration. An estimation of the potassium chloride concentration

s wwean sme

ot w e e

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

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

g Entered and
Aeviewed by
Jim Sumner
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Acute LCs, Whole Effluent Toxicity Test, Species: Pimephales promelas

EPA-821-R-02-012, Method 2000.0

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PPKCIAC # V84

Dilution Preparation:

Page 1of 2

Test concentrations (mg/L KCI) 500 750 1000 1250 1500 A stock solution was prepared by diluting 100 g KCl into 2000 mL deionized water. This 50,000 mg/L KCI
stock solution was used to prepare the concentrations evaluated for toxicity,
mL Stock solution 5.0 7.5 10.0 12.5 15.0
mL Dilution water 495.0 492.5 490.0 487.5 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: g o LY
Chemical Analyses: Hours
0 24 438
. *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
ot Analyst X L Xt XL measurements only. Temperatures perfarmed at the time of test initiation or termination by thi
lpH (5.u.) x . analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identifie,
‘}‘qq | 33 :} a0 on the test specific bench sheets and transcribed to this bench sheet.
|Dissolved oxygen (mg/L) %.u .\ g\
Control, Conductivity (umhos/cm} ].Q q
MHSW | ajkalinity (mg/L CaCO,) (N Chemical analyses:
Hardness (mg/L CaCO,) ("N parameter limit hod number Meter Serial number
Temperature (°C) Py 4 15.0 ol pH 015U, SM 4500-H# B-2021  |Accumet AR20 93312452
IpH (s.U.) 3as T %2 3 S Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 0BA100271
Dissolved oxygen {mg/L) s’s €.\ % " \ Conductivity 14.9 ymhos/cm  |5M 2510 B-2021 Accumet AR20 93312452
500 mg/L
o Conductivity (pmhos/cm) e D Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2z u‘ q "I.‘-i A a1 Hardness 5.0 mgCaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
pH(s.U) Fas E 153 Temperature 0.1°C SM 2550B-2010 Digital Thermometer | | 1766({7 v
Dissolved oxygen (mg/L) 5 S g-0 '-15_ ’
750 mg/L
Conductivity (pmhos/cm) lg?v
Temperature (°C) Z_Q . q ™.L A4
pH (5.U) 23.a5 F%3 =53
lDissoIve:l oxygen (mg/L) 4 6 g.0 gl
1000 mg/L
Eonductiv]tv (emhos/cm) W3D
Temperature (°C) L L{ q il | 4 ™8
ey »as __ |3¥>  [AS¥
Dissolved oxygen (mg/L) 4.4 1)) 1'%}
1250 mg/L
Conductivity (umhas/cm) 43D
Temperature (°C) & 4% 4.4 .S
sk A0 |*rF |3
Dissolved oxygen (mg/L) 44 2.0 % .\
1500 mg/L
Conductivity (umhos/cm) a0
Temperature (°C) _2 5 0 1. & 1. §

SOP AT19-Revision 6-Exhibit AT



Page 2 of 2

Acute LC;; Whole Effluent Toxicity Test, Species: Pimephales promelas
EPA-821-R-02-012, Method 2000.0

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PpKCIACH#  \ &Y

Hours Date

Feeding

Test Initiation or Termination

Location

Time

Analyst

Time Analyst

Incubator/Shelf

Randomizing
MHSW Batch
Template

n *
wris | %8

Initiation

o |ty é

o

o0 | oararsA

24
n-og-s

202 | ¥

48
Termination lﬁ‘ﬂ‘is

0436 | ¥

*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:

In-house culture

Hatch date and times:

Spawning date: g "}‘? S“Z S
Age (1 to 14 days old): S {0 b day(old
l0-21S 120§ to

l2-02-2¢ 231§

EPA loading requirement for freshwater species
of < 0.40 g/L at 25.0°C has been documented by
ETS to never be exceeded using 1 to 14 day old
P. promelas .

Average transfer volume: <0.25 mL
Transfer bowl information: pH (S.U.): 1.4
Temperature (°C): l SI i
Survival Data (number of living organisms):
Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Haiivs Replicate Replicate Replicate Replicate Replicate Replicate
A B o D E F G H I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
1d §e 1, <d 4 21 2 gé
24 |10 |10 ||| 9% 57 ¢ Al Il L I
e | kR
s | |10l ]lq |9 [«t]s |0 |ol°
Termination
Mean Survival 120 7% o2 7- 90+ Us:,L &</, 0V,

Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed

Statistics:
Method P O T Comments:
Lower 95% confidence limit €€ g

{mg KCI/L)

(mg KCI/L)

Upper 95% confidence limit 101l A

48-hour LC,, (mg KCI/L) A51.

Test

Reviewed by:

\




a2 red and
Reviewed by
Statistical Analyses S
Acute Fathead Minnow Test-24 Hr Survival
Start Data: 10/7/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxcant
End Date: 10/9/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 0.9000 0.2000

1000 05000 0.5000

1250 0.2000 0.0000

1500 0.0000 0.1000

Transform: Aresin Sq Root 1-Talled Number  Total
Conc-mg/lL  Mean N-Mean Mean _ Min Max _ CV% N t-Stat  Critical MSD  Rosp Number
D-Control 1.0000 1.0000 14120 14120 14120 0.000 2 0 20
500 10000 1.0000 14120 14120 14120 0.000 2 0.000 2830 02824 0 20
750 09000 0.9000 1.2490 1.2490 1.2490 0.000 2 1.633 2830 0.2824 2 20
*1000 05000 05000 0.7854 07854 0.7854 0.000 2 6279 2830 0.2824 10 20
*1250 0.1000 0.1000 03112 0.1588 04636 69269 2 11.031 2830 02824 18 20
“1500 0.0500 0.0500 0.2403 0.1588 03218 47963 2 11.742 2830 0.2824 19 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 TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 750 1000 BE66.025 0.15735 0.16138 0.57648 0.00996 54E-05 56
Treaiments vs D-Control

Maximum Likelihcod-Probit
Parameter Value SE  96% Fiducial Limits Control  Chi-Sq__ Critical P-valus Mu Sigma Iter
Slope 10.557 1.84885 693758 14.1765 0 06732 7.81472 087949 299611 0.09472 3
Intercept -2663 556849 -37.544 -15.716
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits 1
ECO1 2674 596696 441551 696762 he:
ECO05 3355 692319 550.846 782.238 0.8 4
EC10 3718 749411 618826 B33.287 0?:
EC15 3964 790.566 668.676 B70.503 o
EC20 4,158 824882 71052 902.053 -4 08 1
EC25 4326 855506 747.87 930.813 § 0.5 1
EC40 4747 937811 B46.51 101267 w 1
EC50 5000 99109 907.203 1070.99 & 04 1
EC60 5253 10474 967.13 113866 034
ECT5 5674 114816 106291 127584 1
EC80 5842 119079 109977 1339.27 SN
ECB85 6.036 124248 114237 141966 0.1 4
EC90 6.282 1310.71 119597 1530.72 1 /i
EC95 6645 14188 127663 1716.11 S 10 00 1000 10000
EC99 7.326 164617 1436.05 2136.71
Dose mg/L
Dose-Respense Plot
14 ¥
0. \\
3 1-tail, 0.05 level
0.8 3 of significance
0.7 4
E 06
& 0.5 9
¥
= 0.4
0.3 3
0.2 3
0.1 4 1
]
0 -
F§ F § f
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Revigwed by
Statistical Analyses el
.,\ Environmantal Tasting Solutions, I;.
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 10712025 TestID: PpKCIAC Sample ID: REF-Ref Toxcant
End Date- 10/9/2025 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocal: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mgiL 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 08000 09000
1000 0.4000 0.5000
1250 0.1000 0.0000
1500 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 0.000 2 o 20
500 1.0000 10000 14120 14120 14120 0.000 2 0.000 2850 01726 L¢] 20
750 09000 09000 12480 12490 1.2480 0.000 2 2.690 2850 01726 2 20
*1000 04500 04500 07351 06847 07854 9685 2 11175 2850 01726 11 20
*1250 0.0500 00500 02403 0.1588 03218 47.963 2 19.343 2850 01726 19 20
1500 00000 00000 01588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Naormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC  LOEC ChV TU MSDu MSDp MSB MSE  F-Prob df
Dunnett's Test 750 1000 B66.025 0.08088 008295 052423 0.00367 24E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Aducial Limits Control  Chi-Sq Critical P-value Mu Sigma Iter
Slope 13.2642 2.42918 B.50303 18.0254 0 0.46201 7.81472 0.92715 2598101 007539 3
Intercept -34.541 727877 -48807 -20274
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits 00
ECO1 2674 639176 493334 727802 z
ECO05 3.355 719.447 590487 797807 0.8 4
EC10 3718 766.282 548953 B38.028 07 1
EC15 3.964 799591 690.984 B68.855
EC20 4,158 827.094 725754 894014 2 0.6 1
EC25 4326 851442 756417 916.854 § 05
EC40 4.747 916.021 B835.854 981.348 0
EC50 5.000 957.206 883777 1026.74 @ 041
EC80 5253 1000.24 930544 1078.74 0.3 4
EC75 5674 1076.11 100431 118216
EC80 5842 110779 103235 122027 027
EC85 6.036 114589 1064.47 1288.43 0.1 1
ECS0 6.282 11857 110443 136924 }
EC95 6645 1273.54 116366 1502.01 002 o R =
EC99 7.326 1433.48 1277.92 1794.53 Dose mgiL
Dose-Response Plot
1 =
0.0 \ 1-tail, 0.05 level
of significance
0.8 4
0.7 3
,g 06
@ 051
g 0.4
0.3 4
0.2 3
0.1 4
0 v

D-Control

7504

*1000 1

1250 4

1500
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g Pimephales promelas
. H ~)  Acute Reference Toxicant Control Chart

\\
- Source: In-house Culture
T T T T T T T T T T T T T T T T T T T T
1.2 P iiad ]
Control Limits (x 2 Standard Deviations)
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Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration
which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).
Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
= == — Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)
= ... Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic LC,, £ S, .. converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)
oo

Jim Sumner
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EPA-821-R-02-012, Method 2000.0

P:‘megh&fes promelas Potassium Chloride Acute Reference Toxicant Test

PpKCIAC #

\RS

Dilution Preparation:

Acute LC5, Whole Effluent Toxicity Test, Species: Pimephales promelas

Page :

Test concentrations (mg/L KCI) 500 750 1000 1250 1500 A stock solution was prepared by diluting 100 g KCl into 2000 mL deionized water. This 50,000 mg/L
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 5.0 7.5 100 12.5 15.0
mL Dilution water 4585.0 4925 490.0 487.5 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: 1‘{ ) "']
Chemical Analyses: Hours
0 24 48
Concentration *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
Analyst Z" XL X L X-L measl only. Temperatures performed at the time of test initiation or termination b’
pH (s.U.) ; 2 analyst performing the toxicity test. Alkalinity and hardness performed by the analysts iden!
i 750 | -W q ﬁ on the test specific bench sheets and transcribed to this bench sheet.
!Dissulved oxygen (mg/L) 4 S <\ %0\
Control, Conductivity (umhos/cm) 299
MHSW  lalkalinity (mg/L caco,) 6 5 Chemical analyses:
Hardness (mg/L Cac0,) q f Parameter Reporting limit |Method number Meter Serial numbi
Temperature (°C) 2 L‘ 7 1$.S . J pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) 7 q é 2.5 J.9% Dissolved oxygen 1.0 mg/fL SM 4500-0 G-2021  |¥5I Model 52CE 08A100271
Dissolved oxygen (mg/L) (] % %A\ Conductivity 14.9 umhosfem  |5M 2510 B-2021 Accumet AR20 93312452
500 mg/L
Conductivity (pmhos/cm) ; I “(,0 Alkalinity 5.0mg CaCO,/L  [SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 Q ) b’ 18. 8-\ [Hardness 5.0 mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicabl
PH (S.U)) 7 27 3 'ﬂ —4 R0 Temperature 0.1°% SM 25508-2010 Digital Thermometer | { f%6q—
|Dissolved oxygen (mg/L) ‘ %. :
750 mg/L 8iv l 81
Conductivity (umhos/cm) t s ; o)
Temperature (°C) 2 4 " g P . ™ -\
PH(5U) 797 |2 |3.%%
|Dissolved oxygen (mg/L) : " 3
1000 mg/L giv g 3-0
Conductivity (umhos/cm) ‘ qso
Temperature {°C) 4.4 %) -
[prsu) 7.96 |72.55 |\
lDissalved oxygen (mg/L} : # \
1250 mg/L € €-0
Conductivity (umhos/cm) 23 50 \
Temperature (°C) 2H i L) . & \ b..\s
1)
oH s 2.9 | 354 1Y
Dissolved oxygen (mg/L) i \
1500 mg/L $:v 39
Conductivity (umhos/em) 2_640
Temperature (°C) 24 é 5.3 \

SOP AT19-Revision 6-Exhibit AT



Page 2 of 2

Acute LC;, Whole Effluent Toxicity Test, Species: Pimephales promelas
EPA-821-R-02-012, Method 2000.0

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PpKCIAC # RS

Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 * 950 [T
Initiation “'0‘“\-‘ £ 29 ” [ ' ‘ S Qﬂ 6 E. 0?{:‘% 16 u'ﬁ &

24 W05-1%

w7 | 4o

48

Termination

W0t 18

th 14 8

*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:

In-house culture

Spawning date:

10-22-2§

Age (1 to 14 days old):

$ 40 6 cayf o/d

[Hatch date and times:

122026 1l i
10-32-26 @%00

Average transfer volume:

< 0.25 mL

Transfer bowl information:

[pHisU):  £.1Y

Temperature (°C): Z' 6A ?) i C

Survival Data (number of living organisms):

EPA loading requirement for freshwater species
of <0.40 g/L at 25.0°C has been documented by
ETS to never be exceeded using 1 to 14 day old
P. promelas .

Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Hiik Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | ] K L
o 10 | 10 | 10 | 10 | 10 | 10 | 10 { 10 | 10 | 10 | 10 | 10
s| 2 | | el i
24 | 10 P l(s | 10| 2 6‘4 ¢ o o | o X
"
a8 el w ||l |[S |4 |2 |o o | o
Termination
Mean Survival Lo, 7 loo 1007 59 /- D1 0.

Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed

Statistics:

IMethod 5 K

Comments:

Lower 95% confidence limit

(mg KCI/L) 029,y

{mg KCI/L)

Upper 95% confidence limit
oy 1.%

48-hour LC;, (mg KCI/L) 9%4.0

Test
Reviewed by:

W

SOP AT19-Revision 6-Exhibit AT19.1
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Statistical Analyses sim sumner
) Environmental Testing Solutiens, Inc.
Acute Fathead Minnow Test-24 Hr Survival
Start Date: 11/4/2025 Test ID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 11/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Control 1.0000 1.0000
500 1.0000 1.0000
750 1.0000 1,0000
1000 0.6000 0.5000
1250 0.0000 0.0000
1500 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 o 20
500 1.0000 10000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0907 s] 20
750 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2.850 0.0907 o] 20
“1000 0.5500 0.5500 0.8357 0.7854 0.8861 8.518 2 18.101 2.850 0.0907 -] 20
*1250 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 39.364 2,850 0.0907 20 20
1500 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu __ MSDp MSB MSE  F-Prob df
Dunnett's Test 750 1000 B66.025 0.03598 0.0369 0.61664 0.00101 6.7E-07 4,5

Treatments vs D-Control

Trimmed Spearman-Karber

Trim Level ECS0 95% CL
0.0% 996.642 941.586 1054.92
5.0% 999.523 93B.167 1064.89
10.0% 1002.41 932.786 1077.22 1.0
20.0% 1008.15 91242 1113.93 0.9 ]
Auto-0.0% 996.642 941.586 1054.92 ”
0.8 4
0.7
206
]
2 0.5 4
g ]
I 0.4:
0.3 4
0.2 4
0.1 4
0.0 v O
1 10 100 1000 10000

Dose mg/L

Dose-Response Plot

24 Hr Survival

1-tail, 0.05 level
of significance

D-Control

500
750
*1000
*1250 ¢
1500
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Reviewed by
Statistical Analyses i Buraet
A Environmental Testing Solutiens, Im:..
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 11/4/2025 Test ID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 11/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1,0000
500 1.0000 1.0000
750 1.0000 1.0000
1000 0.5000 0.5000
1250 0.0000 0.0000
1500 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Contrel  1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 8] 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0285 0 20
750 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0285 o] 20
*1000 0.5000 0.5000 0.7854 0.7854 0.7854 0.000 2 62.662 2.850 0.0285 10 20
*1250 0.0000 0.0000 0.1588 0.1588 (0.1588 0.000 2 125.324 2.850 0.0285 20 20
1500 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt

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

Hypothesis Test (1-tail, 0.05)

NOEC LOEC Chv TU MSDu___ MSDp MSB MSE __ F-Prob df

Dunnett's Test

Treatments vs D-Control

750 1000 866.025 0.00967 0.00991 0.62824 0.0001 2.0E-09 4,5

Trimmed Spearman-Karber

Trim Level EC50 95% CL
0.0% 983.99 92937 1041.83
5.0% 985.58 92491 1050.24
10.0% 987.18 91883 1060.61 1.0
20.0% 990.37 898.71 1091.37 094 r
Auto-0.0% 983.99 929.37 1041.83 E
0.8
0.7 1
2 0.6 -
s
2054 L3
2
® 0.4 1
0.3 4
0.2 4
0.1 4
0.0 +—rrrrrr——r e
1 10 100 1000 10000
Dose mgiL
Dose-Response Plot
1 1-tail, 0.05 level
0.9 of significance
0.8 ]
0.7
T:’n F
= 0.6 3
Z 3
@ 057
T 4]
o« 4
- ]
0.3 4
0.2
0.1 3
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Control
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" Pimephales promelas
Acute Reference Toxicant Control Chart

S R A Source: In-house Culture
1 T T T T T T T T T T T T T T T T 1T
12 - -
Control Limits (* 2 Standard Deviations)
11 n
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o) Warning Limits
o
00 1.2 + _
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Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

.........

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

tered and

Jim Sumner
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Acute LC;, Whole Effluent Toxicity Test, Species: Pimephales promelas
EPA-821-R-02-012, Method 2000.0

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PPKCIAC #

Dilution Preparation:

AR

Pagelo

Test concentrations (mg/L KCi) 500 750 1000 1250 1500 A stock solution was prepared by diluting 100 g KCl into 2000 mL deionized water, This 50,000 mg/L KC
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 5.0 7.5 10.0 125 15.0
mL Dilution water 495.0 492.5 490.0 487.5 485.0
Total volume [mL) 500 500 500 500 500 Stock solution INSS H: aH
Chemical Analyses: Hours
0 24 48
Concentration XL *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
Analyst fi{»’ X L XL ts only. Temperatures performed at the time of test initiation or termination by t!
pH (s.U.) analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identifi
| .7 q ,% 1.9 7:95 on the test specific bench sheets and transcribed to this bench sheet.
lDissoived oxygen (mg/L) 3'..4 2. %, 5
Control, Conductivity (umhos/cm) Z_q ~
MHSW | Alkalinity (mg/L caco,) 6 % Chemical analyses:
1Hatdness {mg/L CaCO,) g, qg Parameter g limit Meter Serial number
Temperature (°C) }S 0 -\s.\ A wi .“ pH 0.15U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U) 7 qq 2,92 7193 |oissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE |osa100271
Dissolved oxygen (mg/L) s |conductivity 14.9 pmhos/em  |SM 2510 B-2021 Accumet AR20 93312452
500 me/L 8.3 £\ 4.3
Conductivity (umhos/cm) () ¥ |Alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 5 s 6 AS-\ 4.1 Hardness 5.0 mgCaCoy/L  |5M 2340 C-2021 Not applicable Not applicable
lpH (5.U.) 8 _00 ?"a.[b -;'"!‘ ﬂ'—}_ |Temperature 0.1°% 5M 25508-2010 Digital Thermometer  |( ;JG 6“170.'
lDissolued oxygen (mg/L) . .2 ;
750 mg/L g 5 ¢ g s
Conductivity (umhos/cm) 154_,0
Temperature (°C) 2 5, -1 Ao hn U T
[pH s.u) .ol pau___ |zas
'Dissnlved oxygen (mg/L) A %
1000 mg/L £.5 .2 8
Conductivity (pmhos/cm) I 9 50
Temperature (°C} 25,0 R L 2 AU AL
foH (s.0) g.o0ol |34s  |740
Dissolved oxygen (mg/L) ] e
1250 mg/L €.5 g2 L
Conductivity (pmhos/cm) 2 3/0
Temperature (°C) 25.2 .0 | W.§
|pH (s.u.) 9 a, tas N\
Dissolved oxygen (mg/L) €2 | \ A5
1500 mg/L . .
Conductivity (umhos/cm) 2@0{’) \k\"
Temperature (°C) 2 s i bl AN 8
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Acute LC;, Whole Effluent Toxicity Test, Species: Pimephales promelas

EPA-821-R-02-012, Method 2000.0

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PpKCIAC # \Elo

Test Initiation or Termination

Feeding Locatlon Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 * 50
wiation | 12O (%Y S' 30 o 9 3 A 2/) 7 F 6 ff{n VS A
24
2oy D472 20
48
Terminition | VT o\ 15 D q Ll} gﬂ

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

Test Organism Information:

Organism Source:

Iln—house culture

Page 2 of 2

EPA loading requirement for freshwater species

of < 0.40 g/L at 25.0°C has been documented by
|Spawning date: 1} 0-1 S ETS to never be exceeded using 1 to 14 day old
P, promelos .
Age (1 to 14 days old): S to b édvg ofld
2674 UG o
Hatch date and times:
W-2171% 0629
Average transfer volume: <0.25mL
Transfer bowl information: lpH (s.u.): 2.24]
Temperature (°C): 1 kS
Survival Data (number of living organisms):
Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 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
2l ] @ AUl | Led| 98| _w?
24 o | 1o {7—5—73’7 - 2 ‘ @ 2 5
@ 12 22& > 3 4l
8 |lo| ™lwplwel 218424 ] o] 2 O
Termination
Mean Survival tno7- Lo 0%, -6/ 357, (0. o
Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed

Statistics:

Method PT’J b : f Comments:

Lower 95% confidence limit
l(me kci/L) 311 .1

Upper 95% confidence limit

(mg KCI/L) q-! % L’

48-hour LCs, (mg KCI/L) q09. =7

Test
Reviewed by:

p
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F) niered and
Reviewed by
Statistical Analyses s
Acute Fathead Minnow Test-24 & 48 Hr Survival
Start Date: 12/2/2025 Test ID: PpKCIAC Sample ID: PPKCLAC
End Date: 12/4/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Contrel 1.0000 1.0000
500 1.0000 1.0000
750 0.7000 0.8000
1000 0.3000 0.4000
1250 0.0000 0.2000
1500 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical  MSD Resp Number
D-Contrel 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 o 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.3089 0 20
*750 0.7500 0.7500 1.0492 0.9912 1.107T1 7.818 2 3.348 2.850 0.3089 S 20
*1000 0.3500 0.3500 0.6322 0.5796 0.6847 11.753 2 7.186 2.850 0.3089 13 20
*1250 0.1000 0.1000 0.3112 0.1588 04636 69.269 2 10.158 2.850 0.3089 18 20
1500 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  MSBE MSE  F-Prob df
Dunnett's Test 500 750 612.372 0.1782 0.18277 0.47246 0.01174 S5.4E-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 9.89164 1.70549 6.54889 13.2344 o] 0.7057 7.81472 0.87186 295458 0.1011 4
Intercept -24.226 5.08425 -34.191 -14.261
TSCR 1.0 o
Point Probits mg/L 96% Fiducial Limits 05 1
ECO1 2.674 524.087 379.974 619.519 3
ECOS 3.355 614.185 480.328 701.176 0.8
EC10 3.718 668.386 543.409 750.179 07 4
EC15 3.964 707.633 589.975 785974
EC20 4.158 740.462 620.272 816.34 g 287
EC25 4.326 769.837 664.518 844.018 g_ 0.5 4
EC40 4.747 849.13 758.507 922.631 @ ey
EC50 5.000 900.713 817.137 978.412 0
EC&0 5.253 95543 875.699 1043.01 0.3 4
ECT75 5.674 1053.84 970.392 1174.43 0.2 1
EC80 5.842 1095.65 1007.03 12356 kel
EC85 6.036 1146.48 1049.43 1313.52 0.1 4
EC90 6.282 1213.8 1102.82 1421.79 0.0 1 : o .
EC95 6.645 1320.91 1183.3 1603.88 4 10 100 1000 10000
ECg9 7.326 1548 1342.99 2021.86
Dose mg/L
Dose-Response Plot
1 O
0.9 J
i i e e e 1-tail, 0.05 level
3 of significance
_ 0.7
2067
Z 3
@ 0.5 7
[ 3
T 0.4 3
g 3
0.3 4
0.2
0.1 4
0 v " v 1
g g 3 g g g
=] 13 T -
3



© pr— —_— gy Pimephales promelas
Chronic Reference Toxicant Control Chart

Simari e R Source: In-house Culture
0.9 I N A E B E B R R R R — —+ 3
I Control Limits (+ 2 Standard Deviations) |
D I o e e e o e -
i e ° T R i i i et i e . J
0T [ i ® o = . -
I o o e © e ~s
[ ] @ ®
0 6 | — — — e T T e — — — — s s iy it ST P S T, S — (— —— e — —
sy
O - i
b
-
< 05 i
bo
— AR TR T N Y NN SN S MR (NN (NN NN SN HNY NN SN SN SN S
[Ty ]
g 12 T T T T T T T T T T T T T T T T T T 1
> - " -
[} Warning Limits
? 10r -
~ ! (T
0-8 B — e e —y  — 4 N 4 — " — s —— 1 % —_— el
® ]
- e ® o i 4
e " " o0 —g— 0 —0——0—0
] A . e T
L L o e |
T B T St S~ s e e e e e N
2 AN Y QW 2 G2 2 g2* 2D WP 9P .51." P P o1° g2°
o 050"- o 0,,.05' @ 0T 307 B (I (O 10’* > S 0505 o % @ oS
Test date
@ 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Pimephales 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 Warning Limits (mean logarithmic IC,; £ S, ,; converted to anti-logarithmic values,
S

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

od and
Reviewed by
Jim Sumner
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e Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

1.25

C I I I T I T T T T I I T I I I 1 T I I I ]
< 1.00 [ B e, S T
.§ § L ..~ e ]
L R ——— T —— — — ® il
o= 075F ° ® ® e e o * e ]
= . N o @ ]
O m [ o ® ©® o ° o ]
_o-‘é' e e e e . e e i an—- ]
& = 0.50 ]
g =~ [ ]
o g : ]
< 0.25F — .
[ USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) i
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Test date

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

acceptance criteria ntered and
—————— Central Tendency (mean Control Growth, CV or PMSD) J:"m"

N 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-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 133

Dilution preparation information: Comments:
KCl Stock INSS number: INSS LW
Stock preparation: 50 g KCI/L:
Dissolve 50 g KClin 1-L deionized water.
Dilution prep (mg/L) 300 450 600 750 900 1050
Stock volume (mL) 12 18 24 30 36 42
Diluent volume (mL) 1988 1982 1976 1970 1964 1958
Total volume (mL) 2000 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: In-house culture Randomizing template: Meuwouwd
Age: < 24-hours old Incubator number and shelf )
location:
Spawn date: 082015 Artemia CHM number: CHM1385
Hatch dates and times: 10-06-1S ™30 To 10-0V2S oSoO | Drying information for weight determination:
Transfer vessel information: pH = 1.LA S.U. Date / Time in oven: 0.4 -25  odid
Temperature = .0 °C *Initial oven temperature: Lo
Average transfer volume: <0.25 mL Date / Time out of oven: 1018 04\
*Final oven temperature: Lo L
Total drying time: . Rous
*60°C Oven, Thermometer SN: 14-98585
Daily feeding and renewal information:
Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
g 100725 | okoS Y 1500 AT A 01 1-1S A
1 U A7A) p*)
10:08-25 oS00 1\ Moo L NS 4l
2 ) '
023 0R00 TN V330 OVSD U 1o—ttet 10-0b- WA
B 10-10-25 0500 Y 11 00 G100 A \
4 T TE
104128 0LoO \A L1200 0 0d10 % \o-be1S W
5 5 =
odas oboo | Y ‘100 W 0§00 ? \
‘ 100ds 0500 )i\ Wou ) 0400 1 L
. A
7 10-14-25 0330 «
Chemical analyses: )
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 YS| Model 52CE 08A100271
Conductivity 14.9 umhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25508-2010 Digital Thermometer \306lbES
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: Ot <20% 7-day LCso (mg/L KCI) 1%43.4
Average weight per initial larvae: O."'I'l'{_ NOEC (mg/L KCl) (00
Average weight per surviving larvae: 0 .'I"l‘-{ 2 0.25 mg/larvae LOEC (mg/L KCl) 150
ChV (mg/L KCI) ©l0.&
IC2s (mg/L KCl) blbo . |

SOP AT21-Revision 5-Exhibit AT21.1



Environmental Testing Solutions. Inc.

Species: Pimephales promelas

PpKCICR Test Number: 133

Survival and Growth Data

Page 2 of 6

Day Control 300 mg KCI/L 450 mg KCI/L
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
1
(o | 1I0[ 101Dty [t) [(D |I1D | tO]D|!'D ['D
2
(o> {10 (o jto] 0]|Io|ip | O] O] D)0
2 0|l o|w|to] | to]|o]io]|to]|to|to |10
4 to| to] oo 10| 10| 10| o] rolio |0 0
5
(o | 10 10 10 10110 |1D I0 110 tQ |0 |tD
6 1o [to w0 |to o [ |10 |[to] 0[O |10 1D
¢ o |[1to (1ot 10 (b |1D 10| 1D 10 |10
*A = Pan weight (mg)
Traycolor;ocle: __@_!_M______ 456 ,
Anal - 19, 1. . i : U :
Analyst: T 3.3 [B.26 333 h4.23 iSg (1,35 |i0.03 |35 1413 Jig g, |12#
*B = Pan + Larvae weight (mg)
Analyst: gf WA [ 2118 [0 [ S| WBS6) 1 [ 12,9 [ 1 AT 16 Vo 2h b (1635 | 21T
Date: {8-1b-15%
C = Larvae weight (mg) =B -A ﬂ“""
.81 |24 [1.38 | £23]4.24 [ga9 [ £.3) |81 [t .50 |4.21 [1.5¢6
.00
Analyst: !A
Weight per initial number of larvae (mg)
= C / Initial number of larvae A ) A v
»
f\'b 1\33' Aﬂ:"’ % 0:3‘ n? 1;.}) é\ ,p\ o | 2R
Analyst: U o | o [® o |00 |& [ o [0 [O o
Average weight per initial Percent “IH 33 7
number of larvae (mg) reduction : 4 _ 1. L1
from control 0 .‘1‘1 . 1 0 8" S lS'L G s. d
[%} E‘Zy-.._,_ |

*Weight measurements performed using Cahn 28 Automatic E

lectrobalance, 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 AT21-Revision 5-Exhibit AT21.1
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I Testing Ine.

Species: Pimephales promelas PpKCICR Test Number: 133

Survival and Growth Data
Day 600 mg KCI/L 750 mg KCI/L 900 mg KCI/L
M N (0] P Q R S T U \'/ w X

9 10| 10| 120]10] 10|12 120]1]10]1]10]10
! 0 | 10 [0 | 0 [art]a't] a4 @] 4424 [ 1241
2 s 16 | 16 u\"\ _1\.-»[ &ul g"" &u{ 45{ g [yt 5""*
? wl o] o] al A elg e |4 fat]q [4¢
4 (0|10 [to [4A t | & | ¢ Jdld|d |y
. lolio |10 |4 SR Rl B RV PR I
° wlw |w|a |9 e[ |2 3% s>
¥ | 10 10| A A ':k t:i 1 3 1‘.‘ 'f_'l 3

*A = Pan weight (mg)

Tray color code: Lgmg!

Analyst: __ y L N.s4 (1345 [10-35 [10-6D 0.2V [10.58 [10-29 [10.00 {(D.0b |10.22 [10-68 |10.¥¥
Date: 04-\A- &5

*B = Pan + Larvae weight (mg)

Analyst: 4 19.08 2.1 1104 (1.4 1SS o idAal [is.ed st il .60 | (2.90
Date: 10=1%-125

C = Larvae weight (mg) =B-A i
At (.87 [u.aet 1) | s 20|40 4T 4AT (gl (2 | Lef | 208

Analyst: ;“

Weight per initial number of larvae (mg)

= C / Initial number of larvae
&Y & D'\"’\ | & O | & ot @
~ - . F o . . o* i . . :

Analyst: UH o 0 ¢ g B o) 0 0 0
Average weight per initial Percent
number of larvae (mg) reduction 0.1® 1 4.1 1. 0,481 a7 o7 ol 14.1 7.

from control 2

(%)

*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 AT21-Revision 5-Exhibit AT21.1
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Environmental Testing Solutions, inc.

Species: Pimephales promelas PpKCICR Test Number: 133
Survival and Growth Data
Day 1050 mg KCI/L
Y Zz AA BB
° 10 10 10 10
1d 1
1 b—n\ 1““ 3 3 )
2 Wl d] Wl vl
v |\ e
3 A
S
4 Al 14
(| o | O
5 '
ol v | olo
6 \
olotlo [0
? 0l0O [0 |0
*A = Pan weight (mg|
Tray color code: vl
Analyst: __ XL 4 St D62 ;
Date: __04-1A-).5 1545 [R:\ 1535
*B = Pan + Larvae weight (mg)
Analyst: L~
Date:
ate P /
C = Larvae weight (mg) =B -A //
Analyst: / ?‘lu"\'
Weight per initial number of larvae (mg)
= C / Initial number of larvae
olo|lol|o
Analyst:
Average weight per initial Percent
number of larvae (mg) reduction O 100 1.
from control
(%)

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

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

Comments:
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Statistical Analyses

§ - eimr
.. Environmental Testing Solutlons, Inc.

and
Riviermed by
Mah{m“

Larval Fish Growth and Survival Test-7 Day Survival

Start Date: 10/7/2025 TestID: PpKCICR Sample ID: REF-Ref Toxcant
End Date: 10/M14/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chlonde
Sample Date: Protocol. FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Cone-mg/L 1 2 3 4
D-Control  1.0000 1.0000 1.0000 1.0000
300 1.0000 10000 10000 1.0000
450 1.0000 10000 1.0000 1.0000
600 1.0000 1.0000 10000 09000
750 07000 06000 06000 0.7000
900 02000 0.2000 0.2000 0.3000
1050 0.0000 00000 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  Nul
D-Control 1.0000 1.0000 14120 14120 14120 0.000 4 0 40
300 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
450 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 4] 40
600 09750 09750 13713 12490 1.4120 5942 4 16.00 10.00 1 40
*750 06500 06500 09386 08861 09912 6.464 4 10.00 10.00 14 40
‘800 0.2250 02250 04926 04636 05796 11.772 4 10.00 10.00 31 40
1050 00000 ODOO0 01588 0.1588 0.1588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 089332 0.884 -0.6529 2.2604
Equality of variance cannot be confirmed
sis Test (1-tail, 0.05) NOEC LOEC __ ChV TU
Steel's Many-One Rank Test 600 750  670.82
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Vaiue SE  95%Fducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
hglope 168114 217559 125472 210755 0 145682 948773 083426 289978 0.05948 4
Intercept -43.749 632789 -56.152 -31.347
TSCR 10 %
Point Probits 96% Fiducial Limits 1
ECO1 2674 5773 510814 622.867 %2 r
ECOS 3.355 633.781 577.361 67276 0.8 4 L
EC10 3718 666.116 615827 701523 o7 .
EC15 3964 688859 642878 722.002 -
EC20 4.158 T07.487 664.931 739.027 @ 0.6 9
EC25 4326 723869 684.169 754.264 i 65
EC40 4747 766851 733347 796.021 @ E
ECS0 5000 793928 762.811 824.194 @& 041
ECE0 5.253 821.961 791.702 855.259 0.3
EC75 5674 870768 838142 913879 L
ECBO 5842 B90.931 856.162 939.508 0.2
EC85 6.036 915023 877.035 970.978 0.1 4
EC80 6.282 946264 903.285 10129 1 = J
EC95 6645 994542 942561 1079.63 s = R
EC99 7326 109184 1018.76 121945 Dose mgiL
Dose-Response Plot
1 o &
0.9 :
083
0.7 9
E 06 7
@ 0.5 7
>
8 0.4 4
~
0.3 3
0.2
0.1
o - - -
§ 8§ 8 ¢ § &8
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micted and
Statistical Analyses [y
mﬁmﬁuﬁ Sebuttons, Ine. =
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 10/7/2025 TestiD: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 10/14/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Cone-mg/L 1 2 3 4
D-Control 0.7870 0.7480 0.7380 0.8230
300 09290 09440 08330 08740
450 07010 07560 07370 0.7360
600 07540 07820 06840 07310
750 05260 0.4820 04470 04940
900 0.1860 0.1240 0.1280 0.2080
1050 0.0000 00000 00000 0.0000
Tr m._l._hhlrulhrT_.Ld 1-Talled Isotonic
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Contral 07740 10000 0.7740 0.7380 0.8230 5.027 4 0.8345 1.0000
300 08950 1.1563 0.8950 0.8330 0.9440 5.713 4 -4.287 2290 006456 08345 1.0000
450 0.7325 09464 07325 07010 0.7560 3.130 4 1.470 2290 00646 0.7351 08803
600 07378 09532 07378 06840 0.7820 5620 4 1.284 2290 00646 07351 08809
750 04873 06295 04873 04470 05260 6.697 4 0.4873 05839
900 0.1615 0.2087 0.1615 0.1240 0.2080 26.004 4 0.1615 0.1835
1050 00000 00000 00000 0.0000 0.0000 0.000 4 0.0000 0.0000
Auxillary Tests S Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution {p > 0.01) 0.95267 0.844 -0.1973 -1.0379
Bartletl's Test indicates equal variances (p = 0.67) 1.55046 11.34489 1
Hypothesis Test (1-tail, 0.06) NOEC LOEC Chv TU MSDu  MSDp MsB MSE __ F-Prob df
Dunnett's Test 600 =600 0.06463 00835 002295 000159 2BE-04 3,12

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 96% CL(Exp) Skew
IC05 362.98 1106 34180 413.11 09073
IC10 425.96 60.05 38359 71654 19671
IC15 615.61 3862 34939 63977 -3.0919
IC20 64086 991 603.28 66572 -04315
IC25 666.11 9.24 63358 69188 -0.1036
IC40 741.86 912 71526 766.95 -0.0035
IC50 78223 6.74 76167 800.14 0.0170
1500
Dose-Response Plot
1
0.9 1
o8 i'
E 1-tail, 0.05 level
o7 - *: of significance
0.6 1
& 0.5 3
>
& 04 :
=
0.3 1
0.2 4
0.1 3
0 - -

D-Conltrol
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. Environmental Testing Solutions. Inc.

Species: Pimephales promelas PpKCICR Test Number: 133

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed
to this bench sheet.

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
Analyst
Concentration | Parameter ;
pH (S.U.)
Dissolved oxygen
(mg/L)
CONTROL, Conductivity
MHSW (umhos/cm)
Alkalinity (mg CaCO»/L)
Hardness (mg CaCOs/L)
Temperature (°C) W b WS ~. “M.5 Ad A&
pH (5.U.) ey
Dissolved oxygen ”
 (mg/\) i
300 mg KCI/L Conductivity
{(umhos/cm) G
Temperature (°C) Rt Wt
pH (5.U.) .45
Dissolved oxygen p
(mg/L) v
450 mg KCI/L Conductivity
(umhos/cm) 110
Temperature (°C) -1
pH (S.U.) +4as
Dissolved oxygen
(mg/L) 410
600 mg KCI/L Conductivity
(umhos/cm) ! 550
Temperature (°C) .2
pH (5.U.) 20
Dissolved oxygen ¢
(mg/L) -l
750 mg KCI/L Conductivity
(umhos/em) 162D
Temperature (°C) 1.9
pH (5.U.) hauv 2-¥) 3.9p 332, kL T
Dissolved oxygen g o
s00 mg e/ o b e
nductivity
(umhos/cm) 1¥8D 185D S
Temperature (°C) A b . ¢
PH (s.U.) e 293 EicC:
Dissolved oxygen
: M 13
1050 mg KCI/L  (me/L) = E : g e
Conductivity ;Fi ;h%g i}zll
(umhos/cm) 212} 204d M)
Temperature (°C) 4.1 b 4.1
Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1



Species: Pimephales promelas

Page 6 of 6

PpKCICR Test Number: 133

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

Analyst
Concentration | Parameter '
pH (5.U.)
Dissolved oxygen
(me/L)
Conductivity
CONTROL, (pmhos/cm)
MHSW Alkalinity
{mg CaCOs/L)
Hardness
(mg CaCOs/L) \ gb 10
Temperature (°C) | ~W\. @ . & At .S VTG . & . & A
PH (s.) $93  [134 342 EEZE EX T e 393 V.39
Dissclved oxygen . v J
i i | (me/L) 2.3 3 9.5 1 §4 TG .3 5.6
mg KCI/L Conductivity .
(umhos/cm) gl o $OA #49
Temperature (°C) w1 WG Al .S . & Wb .1 2. $
pH (S.U) a4 133 349 112 Jaw [ Pulb I b ’1.34
Dissolved oxygen o L =
(mg/L) . 1.8 €4 .2 2 o ¥4 31
450 mg KCI/L " Contuctii
{umhos/cm) 1090 |0%0 1060 jpaD
Temperature (°C) W . L W4 W. § . & b A
pH (5.U.) *has 312 %.c0 132 111_) 7.LA 3.4
Dissolved oxygen - (TY _
(me/L) gl +3 3.4 1.2 : ELY; $.d
600 mg KCI/L =0 Guctivity
(umhos/cm) 1330 1320 IR40 13S0
Temperature (°C) WA WM. W4 b W A .1
pH (5.U.) 343 eIl .00 EX=) 908 _  [970 3-a5
Dissolved oxygen I o
750 mg ket e/ O o 4+ 7.1 13-93*5) 19 s
Conductivity . .
(pmhos/cm) 1S90 1530 l LoD
Temperature (°C) .4 W.b w1 W A .1 . § w1
pH (S.U.) 93 13 .03 F34 %00 _ |7 190 1ML
Dissolved oxygen
g4 I+ 34
900 mg KCI/L -l:(';‘—gﬂj ctvity : 2,
(umhos/cm) L&D 720 ki
Temperature (°C) .1 d. L -1 Wb a1 w1
pH (s.U.) 413 335 %02
Dissolved oxygen ot Ao
(mg/V) g-d 35 HSU 3.4
1050 mg KCI/L |-oi .
{umhos/cm) 2070 i - 2530 == T8 :
Temperature (°C) w.n .8 w.\ .4 w1 W. 8 M.b
Initial Final Initial Final Initial Final Initial Final
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| Pimephales promelas
Chronic Reference Toxicant Control Chart

;\ - I -
- Source: In-house Culture
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Test date
® 7-day IC,, = 25% inhibition concentration. Ar estimation of the potassium chloride concentration

which would cause a 25% reduction in Pimephales 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)

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

Sy =750 percentile of CVs reported nationally by USEPA)
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Control Growth
(mg / initial larvae)

Coefficient of Variation (%)

PMSD (%)

for Control Growth

Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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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. ered and

Reviewed by
Jim Sumner

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




®

"%0€ > (31nuaasad | 06) Yd3SN Aq pauiuuaiap elalud acueydaade punog gsig Jaddn
“BU@IL 20UIdIITE WNWIUIW € J0U 5| PUB POYIaLW 1531 3Y3 Jo AJIAIIISUSS 33 0] 3| |eanidesd e syuasaldas punog gSiNg Jamo) ay L

‘%21 < (auadsad  OT) vd3Isn AQ pauiuualap punog gsiild Jamo
*153) A21X0} 1UIN|HP SJOUM € Ul JueduBIs AJ|EaSIRIS PaseRap 3G UED 1BY] JUSWIERI) PUE [0JIUDD 3UY1 UIIMIAG FIUSIBHIP u0sad WNWIUIWL Y3 51 ASING YL "uoisiaasd 353) JO ainseaw e st OSING

aeAe] Bunans/Bw 570 2 eu@ila Alljigeidacie 158) wnwuiw v43asn

“sanjeA QSING JO AD YImodd SU3 JO UoiIBIASp pIEpURIS = §
*San|EA gSING JO AD ‘YImouE ayl Jo Aauspual [BU3D = 1)

%0Z > (3juaziad ;._um_ BLI2ILD 32UepINd AT WNWIXeW y¥d43sn
"Yimosd (0J1U03 Joj UCIIELIEA JO JUIIDYROD

‘a3UaJayIp JWeayIuBis WNWIUIW U334 = ASINd
*20UAIBYIP JUBINUEIS WnWiLW = asN

=nd

= YIMOID UEI [01UDD

"JEAIAINS %408 2 eU@IUY AY))IgeIda0d. 1531 WNWIUIW YdISN = [BAIAINS [01U0D :ajoN
991 gL FA4" vl 10 £L 1860 6950 SLLO LA ETETD 6T vi6°0 00T ST-0-1T o0z
591 6L [ vl 90 SL ¥96°0 0950 7940 £'8 91900 0's vLL'D 00T ST-L0-0T 6T
(4] v'8 £Z1 Lyl 60 A SL6°0 6550 L9470 S'ET 9zZ1T'0 o'vt SEBO 00T SZ-60-60 81
TLT 6L 91 vrt 0T Ll 8960 8SS0 €940 g6 Tr60°0 e 6560 oot SZ-50-80 LT
LT %] Lzl vt ST 6L BE6°0 0450 ¥SL0 L1t 0s1T°0 Er4 £86°0 001 SZ-80-L0 91
LT 4] LTt SET L' LL £68°0 0850 9eL’0 S'ST BZPT0 'y 0Z6°0 00T ST-E0-90 st
8ot T8 STt 9ET ()4 8L TL80 €650 TELO 0'vT 660T°0 Z's £8L°0 00T 5Z-90-50 149
L9t og £ LET 81 L ELBO €650 EELO STt SS80°0 gL 9vL'0 oot ST-80-v0 ET
L9t os ETT 9'tl 81 L TLB0 8BS0 62L°0 9'vT E£0TT0 ot vsL'o 00T ST-v0-€0 [4
91 6L it vEL BT 9L 6980 S85°0 LTL0 T 0E0T0 TE EELD oot SZT-v0-T0 1
LT £L vt BET v 18 LLBO <850 TELD fAraY 0to0T'0 ot 96L'0 00T ST-L0-TO 18
A L b4 L'ET e o8 TLB0 ELS0 ETL0 TET vZoT'0 Tt SLL0 00T ST-L0-T0 ]
gLT EL STl SEl ST o8 82980 EL5°0 1240 4 S8L0°0 £S S19°0 00T vT-E0-Z1 8
A EL 41 Vel L'e 08 998°0 8850 LZL0 e T6V0'0 L'E SE9'0 0ot vE-S0-T1 L
9LT (081 8Tl VEL L'E T8 ¥98°0 0650 LTL0 (4] 6590°0 8's LIL0 00T yZ-ZT-01 5
PLT 58 [ 41 LET 6¢ £8 5980 1650 8740 2ET ¥960°0 0L T0L°0 00T vZ-01-60 5
SLT ve 0El L'ET [ '8 5980 1650 8240 96 59.0°0 6E 96L0 001 ¥Z-90-80 v
ST 68 TEL LYvT i 3 06 LS80 1650 veLo B'ZT E€880°0 06 £89°0 00T vZ-60-L0 £
ST 6'8 TEl 6'vT Tt T'6 ZL80 1650 TELO it Z980°0 08 £69°0 001 vZ-v0-90 [
94T L8 TEL 0'st 0E 06 ¥L8°0 5650 vELD 6'ZT 96800 6'TT £69°0 001 vZ-L0-50 1
ST+1D sT-1 ST+ SZ-1 ST+1) sT-1 (%) (%) (sense| eniuy/3w) (%)
|EAISIU| BIUIPYUOD) %56 12 |BAISIU| BIUIPRUO) %56 12 |BAIRJU| BIUIPYUO)) %S6 i ] asid asw A ueay |BAIAINS 21ep 153l Jsquinu 3531
(%) (%) (aense) enjuy/Bw) 1591 YIMOJD) [043U0)D |o13u0)
aswd 1saL AD YIMOID |013U0) YImoig |013u0) uOREUILIBI3Q [BIXOL

2in3|n) asnoy-u| :32i1n0s
eraa) ANjiqeidanny 153 ‘Suilsa] JUBdIXO0] S2UI3JY JIU0IYD)

sofawo.d sajpydawid




Page 1 of6

Envirenmental Testing Selutions. Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 134

Dilution preparation information: Comments:
KCI Stock INSS number: INSS AN
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L deionized water.
Dilution prep (mg/L) 300 450 600 750 900 1050
Stock volume (mL) 12 18 24 30 36 42
Diluent volume (mL) 1988 1982 1976 1970 1964 1958
Total volume (mL) 2000 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: In-house culture Randomizing template: \\_e_\_uu)
Age: < 24-hours old Incubator number and shelf 8
location:
Spawn date: 192\ S Artemia CHM number: CHM1385
Hatch dates and times: W03 WHD o wWo-1S  asSobd] Drying information for weight determination:
Transfer vessel information: pH= & S.U. Date / Time in oven: e -1 Obo
Temperature = .0 °C *|nitial oven temperature: Ll f..
Average transfer volume: <0.25 mL Date / Time out of oven: L) R S L0 0]
*Final oven temperature: Wb C
Total drying time: - Hounts

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

Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
v 11-04-25 0505 w0 | R cos | W 0k A
1
11-05-25 0% 80 ( VLSO éi‘ 610D Ij\
2 11-06-25 w0 LERY L
. oSad ¥ "] ollo }I(- w1 C
11-07-25 0S00 10D U (r1 00 N )
2 A A [
11-08-25 oL od \1 L& \‘ A ol ou " n-0b- 1S A
5 11-09-25 000 . oo u 0800 i \
° 111025 obeo | )1 o0 | Y 0&o | { A
7 11-11-25 0530 U
Chemical analyses: -
Parameter Reporting Limit Method number | Meter Serial number
pH 0.1S5.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
Conductivity 14.9 pmhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25508-2010 Digital Thermometer \ADbLLMbL S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 0 <20% 7-day LCso (mg/L KCI) 92,1
Average weight per initial larvae: 0.9y NOEC (mg/L KCl) G oo
Average weight per surviving larvae: 2.0y > 0.25 mg/larvae LOEC (mg/L KCI) o
ChV (mg/L KCl) 670.%
1Cas (mg/L KCl) 6631

SOP AT21-Revision 5-Exhibit AT21.1



Enviranmental Testing Solutions, Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 134

Survival and Growth Data

Day Control 300 mg KCl/L 450 mg KCI/L
A B C D E F G H 1 J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
! o |to [W |o]w|ro|lw | o]0 |mn
: o [to [0 |1 |w [ o] 1ol ]| w0|d |70
3
O | d{to o 1o o] 10 10| Wi |40
: o tolto [ to] o w | [t0o] /p|to]rp]| D
: oo [ to] o] o oo ||t |1
‘ ioltolio]w o s [ro]to o |i0fio] D
¢ (o w [0 | td] o tafto| o] v| tv] o |in
*A = Pan weight (mg) 0 \'\ ‘1 /\
Tray color code: '
Analyst: fl;a c,)c\ /\X ’),)\ v 19 ?f?\:v a.\o \/'l (bo \X Oo\x qc)
Date: _[0-2]-25 O |4 | |0 R KR \\3( & N \'l,
Ai:l::tn*'l-awae weie q ‘5!-\ " s 1.2 lﬁ-"l& 13.30 (2.2 15'35 .k m:‘q 112. a8 11_31 23%.51
Date: R i g
C = Larvae weight (mg) =B-A ; g
11.10 10. . 10. 0
5.9 | 39952 |90 1T g |98 g 99 [97 [ro) [ 0,74
Analyst: al
o e I R P e p | |78
DN 0-%9Y & ALY | , o899 |, 299 |" ).003
- W |y no (M5 Apanss
Analyst: Q,ﬂ 1163
Average weight per initial Percent T
number of larvae (mg) ;f::::::m O ‘ "“L] 5 ) ) % 0 _1312 ). 0 0 g{ _ qj 'Z_
(%)

*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 AT21-Revision 5-Exhibit AT21.1



Page 3 of 6

Environmental Testing Solutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 134

Survival and Growth Data
Day 600 mg KCI/L 750 rnE KCI/L 900 mg KCI/L
M N o P Q R S T U \") w X

9 10 10 10 10 10 10 10 10 10 10 10 10
g w|o] olw]wolw] ool ] Y™
2 (0| 10|10 | O}fip| (D ™ 2t 1|6 et
; fo [t [ro [ 1] vo] 9] Q |3 |55 |5
) o |10 [1o || o) 2 a|¢ RIENESER
’ o 1o [to |2 s T R R
6 wllw|la | s| Al A A V] 2| v
! wliofwo |[a | s| <] | af 2|V |1

*A = Pan weight (m

oyt o & O & M M| o 9 & o)

/2.
&,
<y

Date: __{0-7\-1.%

Rl A Sl KR N Sl S R S N RS

*B = Pan + Larvae weight (mg)

Analyst: 2061 [13-00] 205V [32 ] 195 4617 | 20,51 |20.4\ b8 1628 |13 06| 15-80
Date: 11-13-28
C = Larvae weight (mg)=8-A 2
3.5 . :
3%l yo 22 467 636 [6MH |q4g | 14! 23 299 [ 1oe
Analyst: Q!O
Weight per initial number of larvae (mg)
A . 44|
= C / Initial number of larvae 0.9 lo-469 0. qu 0. lo0
9.93%13-‘“5 do.m_ 9.635 0-11% 0131, 549
Analyst: 90 ‘

]

Average weight per initial Percent

number of larvae (mg) reduction '){)II-“'“’S Qs gtz % % 4 q
from control - L L) ) O. I; A
i NexXT b.37, 3257,
»e ——

*Weight measurements performed using Cahn 28 Automatic Electrobatarice, 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 AT21-Revision 5-Exhibit AT21.1



| Testing Sol Ine

Species: Pimephales promelas

Page 4 of 6

PpKCICR Test Number: 134

Survival and Growth Data
Day 1050 mg KCI/L
Y Zz AA BB
0 10 10 10 10
1 s s W
s d | »
2 . sol
A AN Y |3
’ Y|y |3
4 A A N LS
\ | \ -
® SR
6
! O t L |t
*A = Pan weight (mg)
Tray color code:
Analyst: ‘:\% X“’]‘) ,\R !‘I—,\
Date: _|0~-21-29% \\.X N\ \h, \O
*B = Pan + Larvae weight (mg)
Analyst: _\A_ " b3 18.3d | 10.45
Date: 1L 1318 N3 11y .
C = Larvae weight (mg)=B-A
Analyst: 0(%
Weight per initial number of larvae (mg)
= itial ber of |
€ / Initial number of larvae o 0% 0‘05!" ey
Analyst: Q}’ﬂ
Average weight per initial Percent
number of larvae (mg) reduction -
from control 9-037 qéo /.
(%)

*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 AT21-Revision 5-Exhibit AT21.1
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Statistical Analyses Reseusany
Fom Sumaer
. Environmental Testing Solutions, Inc.
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 11/4/2025 TestID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 11/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2 3 4
D-Control 1.0000 1.0000 1.0000 1.0000
300 1.0000 1.0000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 1.0000 1.0000 1.0000 0.9000
750 0.5000 0.7000 07000 O0.7000
900 0.1000 0.2000 o0.17000 0.1000
1050 0.0000 0.1000 0.1000 0.1000
Transform: Arcsin Squarg_ﬁoot 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 1.4120 14120 1.4120 0.000 4 0 40
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 4 18.00 10.00 0 40
450 1.0000 1.0000 14120 14120 1.4120 0.000 4 18.00 10.00 0 40
600 09750 09750 1.3713 1.2490 1.4120 5.942 4 16.00 10.00 1 40
*750 0.6500 06500 09397 07854 09912 10.948 4 10.00 10.00 14 40
*800 0.1250 0.1250 0.3572 0.3218 0.4636 19.861 4 10.00 10.00 35 40
*1050 0.0750 0.0750 0.2810 0.1588 0.3218 28.997 4 10.00 10.00 37 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.84638 0.896 -1.1929 1.94937
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC _LOEC __ ChV TU
Steel's Many-One Rank Test 600 750 670.82
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE___ 95% Fiducial Limits Control Chi-Sq_ Critical P-value Mu Sigma Iter
Slope 14.8748 1.8714 11.2069 18.5427 0 3.73489 9.48773 044307 28988 0.06723 3
Intercept -38.119 544176 -48.785 -27.453
TSCR _ 1.0
Point Probits mg/L  95% Fiducial Limits 0.9 1 F
ECO1 2.674 552.593 484.188 600.458 - <
ECO05 3.355 614.074 555426 655.289 0.8 4
EC10 3.718 649.598 597.085 687.121 0_7:
EC15 3.964 674.719 626.584 709.875 1
EC20 4.158 695.376 650.751 728.846 @ 081
EC25 4.326 713.602 671.919 745.865 g 05
EC40 4,747 761.673 726.365 792.708 8
EC50 5.000 792,137 759.196 824.486 e ] 7 s
ECE&0 5253 B23.82 791.533 B59.682 0.3 4
EC75 5674 B79.316 B43.855 926.467 0.2 ]
EC80 5.842 902.362 BB64.29 955795 -
EC85 6.036 929.988 888.06 991.908 0.1 1
EC90 6.282 965.953 918.101 1040.19 0.0 Z_,_,_,,,,.,,_,_,_,,,,,,,_,...L_,_,__,,,.
EC95 6.645 1021.83 963.34 1117.47 1 10 100 1000 10000
EC99 7.326 113552 1051.899 1281.05 Dose mgiL
Dose-Response Plot
1 < <
0.9
0.8 ]
— 0.7 3
Sa]
s 0.6 g
@ 05 ]
E 0.4 3
T E
0.2
0.1 3
0 + T T
g 3 8 3 g 2

D-Conlrol
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4 I _J 2 “_'1/.'} Statistical Analyses e
} Environmental Testing Solutions, inc. =
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 11/4/2025 TestID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 11/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2 3 4
D-Control 0.8880 0.8840 0.8520 0.9110
300 1.1100 1.1650 1.0450 0.9990
450 07990 1.0410 1.0030 0.9760
600 0.8820 0.9400 0.8820 0.7220
750 0.4690 0.6350 0.6440 07180
900 0.1410 0.2130 00990 0.1000
1050 0.0000 0.0300 0.0540 0.0640
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/L _Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 0.9138 1.0000 0.9138 0.8940 0.9520 2.902 4 0.9968 1.0000
300 1.0798 1.1817 1.0798 0.9990 1.1650 6.745 4 -2.896 2290 0.1313 0.9968 1.0000
450 0.9548 1.0449 09548 0.7990 1.0410 11.228 4 -0.715 2.280 0.1313 0.9548 0.857%9
600 0.8565 09373 0.8565 0.7220 0.9400 10.945 4 0.989 2290 0.1313 0.8565 0.8593
750 0.6165 06747 06165 04690 07180 17.053 4 0.6165 06185
900 0.1383 0.1513 0.1383 0.0990 0.2130 38.725 4 0.1383 0.1387
1050 0.0370 0.0405 0.0370 0.0000 0.0640 77.015 4 0.0370 0.0371
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.90352 0.844 -0.9413 0.35066
Bartlett's Test indicates equal variances (p = 0.24) 421501 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu__ MSDp MSB MSE _ F-Prob df
Dunnett's Test 600 >600 0.13127 0.14386 0.03588 0.00657 0.01338 3, 12

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 95% CL(Exp) Skew

ICo5 461.97 57.15 292,84 593.39 -0.3837
IC10 538.05 56.87 337.40 65947 -0.5225
IC15 605.79 3438 49144 666.01 -1.3217
1IC20 636.94 23.09 557.73 69439 -0.5940
1C25 668.09 21.07 605.23 73447 -0.3203
IC40 755.79 17.28 €82.10 78873 -0.9244
IC50 787.05 12.25 736.99 814.31 -0.9172

Response

500 1000
Dose mglL

1500

Dose-Response Plot

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

Species: Pimephales promelas PpKCICR Test Number: 134

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed
to this bench sheet.

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
0 1 2
Analyst faf X XU XL e
Concentration | Parameter SETAC W ERSH SR TR B R g e )
pH (5.U.) 7.80 ERE) 3As 33 %3
Dissolved oxygen
(mg/V) 845 -3
CONTROL, Conductivity
MHSW (umhos/cm) 299 o ek
Alkalinity (mg CaCOy/L) | o3 |
Hardness (mg CaCOs/L) a\ o e i £4
Temperature {°C) . ¢ i Wy | a4 B T -
pH (5.U.) 7-89
Dissolved oxygen G
300 mg KCI/L f:'"g/” . g
onductivity
(umhos/cm) 209
Temperature (°C) . £
PH (S.U.) 790
Dissolved oxygen %0
(mg/L) :
450 mg KQ/L [~ auctivity
{umhos/cm) (o040
Temperature (°C) a4
pH (s.U.) 7:9)
Dissolved oxygen %0
| (mg/L) :
600 mg KCi/L Conductivity
(umhos/cm) 1280
Temperature (°C) W5
pH (5.U.) 7.9/
Dissolved oxygen
750 mg Kel/L  |HmelL) e
me Conductivity
(umhos/cm) [ Soc
Temperature (°C) )
pH (5.U) 791
Dissolved oxygen 25
(mg/L) vl
900 mg KCI/L Conductivity i ; A
{(umhos/cm) [ ? 6o i %00 Sl | 790 ;A
Temperature (°C) 2.4 . & -4 15D ™. ¢ W. b
pH (S.U.) 7.92 |77 a2 G373 [.a8 2,20
Dissolved oxygen g .2 3.3 g.2 3.5
(mg/L) o €0 : ' y :
1050 mg KCI/L Conductivity : ) )
{umhos/cm) looe ; 204D 2020
Temperature (°C) .4 ™. ¢ .| 4.4 Ww. £ .4
Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1
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Species: Pimephales promelas

PpKCICR Test Number: 134

Page 6 of 6

Day

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

3 5 6
Analyst (519 XL XL }&/
Concentration | Parameter S o . | A ees [estr it
PH (5.U) 338 [1sy 323 ‘1S
Dissolved oxygen
(mg/L) .4
Conductivity
CONTROL, (umhos/cm) X85
MHSW Alkalinity
(mg CaCOs/L)
Hardness
(mg CaC0s/L)
Temperature (°C) AN E
pH (5.U.) 199
Dissolved oxygen
(mg/L) <A
300 mg KCI/L I conductivity T | e P
(umhos/cm) L EED ; 135 o
Temperature (°C) .4 s\ ~. £ Pl A
PH(S.U.) %01 T ul .99 RRVE)
Dissolved oxygen ]
asomgkoyy e %3 bk L5 -
me Conductivity e ; ‘_::"'f‘ e ERERTE
{umhos/cm) 1010 e | 0 20 ¢3! = e
Temperature (°C) 4.4 .\ T | .4
pH (s.U.) %.6 | T2 ¥.00
Dissolved oxygen 5 % 3
(me/L) =) ;
600 mg KCI/L Conductivity BT 0] =B Eoipea
(umhos/cm) i J)R40 | iLo PR
Temperature (°C) AS -0 .4 .0
PH (5.U.) 3.3 ATH} g.00
Dissolved oxygen
7 koL fHmers) %-3 -2 $-3
50 mg Kcl/ Conductivity b i R ".
{umhos/cm) 1470 L hiYysny ey
Temperature (°C) % .0 pCH .4 . &
pH (5.U.) .02 w2 #.0) Q‘-’(q
o ¢z lua |33 | 53
900 mgkal/L  f-TE - ~
onductivity v 3 a0
{umhos/cm) 1350 e Ik |
Temperature (°C) 5.0 B.o S0 - £
pH (5.U.) B.ot ENV! %.0) 146
Dissolved oxygen —_
; 3 %, 55
1050 mg KCI/L -‘E"Dl;!’d L:ctim 5.3 % )
{umhos/cm) K 200D
Temperature (°C) . 4.1 W. ¢ -1 5.0 5.0 5.0 .7
Initial Final Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1



© v — Pimephales promelas
Chronic Reference Toxicant Control Chart

S Source: In-house Culture
0.9 — I T T 7% 7T ¥ 1§ T 1~ T T T 7T 7 3
Control Limits (+ 2 Standard Deviations)
08 __ o 7
L . e s ——— i -
®
0.7 - @ ; ®
| ©® e © ® il 4
® ®
@ — — —
06_ — T T e — — — — — iy = =ty e Wl e sy el ) i —— — — —
—_—
Q L J
-
-]
~ 0.5 -
-T1]
Nt 1 I | | l l l l | l l I I 1 I I || | l
3
(@] 1.2 T T | T T T T T T T T T T 1 T T | T T T
> - . -
(C Warning Limits
® 10f -
| D D S
Gl e SE— s i e . B s . _
- @
L P e ® - . (5] 1
@ ®
0'6 ——— e S & S v e WIS 5 w— b ..___?__”___ ----- — 1
0.4 | o s N
I I I | 1 l I I l I 1 l ! L1 L L L l 1
B 01 o 0™ o 3™ A AP P P @ 6 P WP o P P ‘lf’ 2°
A A - 1 e ovF oo '5' o o oV
oY Y @ @ e T T S 0 o W o o 0 T e e e ey
Test date
® 7-day IC,, = 25% inhibition concentration. An estimation of the potassium chloride concentration
which would cause a 25% reduction in Pimephales 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)
w .= . Laboratory Warning Limits (mean logarithmic IC,, + 2 coefficent of variations converted to anti-logarithmic values)

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

25 —

S,,5 = 75" percentile of CVs reported nationally by USEPA)

miered and
Reviewed by
Jim Sumner
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Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

% ———
. Environmental Testing Solutions, Inc.

L R =S SIS B T e i T e e T . . o . e T R
< 1.00 - ® - mmm === ]
£ © o o I T ® ]
I e - - ‘ :
=] 1] r ® ® ® [ ] =" [ T
S = 075 S —— —-— . @@ -
r— r @ ® e ]
O s - ° o o
— -g - T —— . — — ————— i ——— - 0 S — — _ e e s SR S 7]
g = d = k
« = 0.50
g =~ g ]
o g - ]
- 0.25 .
- USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
[ 1 I I I | L | | L | L | L L L | I | L [ F
= I | | I [ T | | | | | [ I I I | | | | T ]
3 - USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) .
c < 20 I ]
55 [ -—- ]
—— - - e < e A I Wy i || S - g . O ——— T ™ ema. -
:;u G : ® @ _
©° - @ ® _
“6 = 10 K .'--—-.—-.___ - . |
= £ ™ ——————
g S i ® . e o ® o
S 3 i ———— i 1 ® ° ° ]
% e O i T T T T T T T ——m el Tttt 1
o
o - ]
C | | | | | | | | | | | | | l | | | | | | £
- I | | | | | | | | | I | | | | | | I I | -
30 f USEPA Upper PMSD Bound Acceptance Criteria (< 30%) b
- USEPA -
—_ | | Lower PMSD Bound ]
& 20 - (>12%) i
a R T e T e ok & I ———— e el — 7
L —_— ® T ——— -
z _L e o o o °* ° - e ° ]
10 T '
L e e i 8 i ——— .
[ | L T R I 1 AN T TN N NN A SN (NN NN N NN S S
,1.‘- L LI . A5 925 4 (A0 o2° A% 425 o0 0 15 - .
05’09 @ﬂ' N 1.0‘5 .‘ ’10& 1010“ .cn"oh 0505‘ &9 .0%0,\1, ‘3’090‘5 0’*&1.1-
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) e

Jim Sumner

== == — - 95% Confidence Interval (mean Control Growth, CV or PMSD % 2 Standard Deviations)
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Ine

i Testing Soluti

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 135

Dilution preparation information: Comments:
KClI Stock INSS number: INSS LN
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L deionized water,
Dilution prep (mg/L) 300 450 600 750 900 1050
Stock volume (mL) 12 18 24 30 36 42
Diluent volume (mL) 1988 1982 1976 1970 1964 1958
Total volume (mL) 2000 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: In-house culture Randomizing template: \ euLow
Age: < 24-hours old Incubator number and shelf 18
location:
Spawn date: W58 Artemia CHM number: CHM1385
Hatch dates and times: VL OVS wWpp YO 1R@UW 0500 | Drying information for weight determination:
Transfer vessel information: pH= g.2M S.U. Date / Time in oven: VL0f-1S 053D |
Temperature= =M.\ °C *Initial oven temperature: Wb
Average transfer volume: <0.25mL Date / Time out of oven: V=100 18, 0S3D
*Final oven temperature: W €
Total drying time: TS
*60°C Oven, Thermometer SN: 14-98585
Daily feeding and renewal information:
Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
0 12-02-25 080S U Wi N AL U N A
v L' B
. 12:03-25 oS00 | M oo | u oo | ¢ L
_U 0 . -
2 12.04-25 0500 | U VD % ¢00 | N\ neadas &
a W
3 12-05-25 0500 \)1 W0 | I oo U L
L I L |
4 12-06-25 obbo | \y wse | A od3so| I 11103029
5 T [ A [ A
12-07-25 Ot | A1L00 W, o0 “.«\4 \
6
12-08-25 0500 \\ 00 tn"- (\n 116 i \L
7 12-09-25 0% | U
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
Conductivity 14.9 uymhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25508-2010 Digital Thermometer |§§hhﬂb! s
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 07 <20% 7-day LCsp (mg/L KCI) £ £
Average weight per initial larvae: 0.b14 NOEC (mg/L KCl) L oL
Average weight per surviving larvae: 0.L24 20.25 mg/larvae LOEC (mg/L KCl) KO
ChV (mg/L KCl) blp. &
1C35 (mg/L KCl) (.Qb,"l

SOP AT21-Revision 5-Exhibit AT21.1



Environmental Testing Solutions, Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 135

Survival and Growth Data

Day Control 300 mg KCI/L 450 mg KCI/L

A B C D E F G H | J K L
¢ 10 10 10 10 10 10 10 10 10 10 10 10
: s [ [to ool toloiolio] o
R [ [iplww ]| v |o]0
3

o {1o | Jpl1olle [1e | 1vf1e 0| 1010 |10
‘ i | ol |n o [t |0l || to] o] p
: ol w|to|toflio|olto|w]|¢0|t0]|10] 1
® 1O to | 13|10 LI [ to | g |0 |0 jo |16 |76
7

(0 |10 |t | fO)I0[ID| /0|0 fO|10 |IO| 1D

*A = Pan weight (mg)

Tray color gode: ﬂﬂ#ﬁ!k_v

Analyst: '_M
Date: _|\-17-26

I & &' ] o W Al @l Wl @ w9
30 ,\"‘7 {\(e N (l){:) o \O" bsf\ Oy \'lv]?]

*B = Pan + Larvae weight (mg)
Analyst: J
Date: L% S

i3k [k 1887 [1eed [ g a3 o6 [ 18] 1l [1L5E [0\ [20.22

C = Larvae weight (mg) =B-A

Analyst: )&
O

w2b |6 [ 170 (628 Je.bd (4, 85 [1.59 |43 [ (49 |68 Lk |43

Weight per initial number of larvae (mg)
= C / Initial number of larvae

Analyst: N V3 0 D.\' 0 o )
u L]
Average weight per initial Percent 1
number of larvae (mg) reduction - 7 0.b & &
from control lﬁ- 34 q' ! ?
(%)

*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 AT21-Revision 5—-Exhibit AT21.1
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Enviranmental Testing Selutlens. Ine.

Species: Pimephales promelas PpKCICR Test Number: 135

Survival and Growth Data
Day 600 mg KCI/L 750 mg KCI/L 900 mg KCI/L
M N (o] P Q R S T U Vv w X

" 10|12 | 10| 120|101 10| 120] 10 |10/ 10| 10
' ol o] to] o] rof &'t to [ A AR 424
i T\ f .
. o 1o | |at]a [ 0] & fet] e
I _R[ .|, =&
? o [ o [10] 9 Q || 9] 9] 5| s
& | 1D[t0f ] 4|4 [p]| & g S| S|y
3 A vk %
10 |10 |10 [(D 'S 4 lto | 4 q [ 4 S |y
’ olte [l |19 [w| 9| v|d |5
7 20, 7% LT 7 | Y Ty T W
[0 |1p (D] | ATV | e I P ™

*A = Pan weight (mg)

Tray color code: t!!ﬁgw ES M A V) J . i (23

Analyst: ?gﬂ "\S)K (\/\x DE.(\ p 0')0( :\’ ‘4’1’ A :O% (,)('7 @ "Vb
Date: }!-]T"l& N v \O° O {V \'\/u \O \O \6)" \W O\ 2 \?}' \0(

*B = Pan + Larvae weight (mg) ] )

Analyst: A\ WM 06 (11,58 (18] 0S| 14MD[ 150 S |14 16,03 1141 (1S9 N
Date: 1LY 1S

C = Larvae weight (mg) =B-A
9.20 | LAV[2.5% | 1.4 q.2) [ 4.20/4.492] 4.3312.35 | 2.3 2.03 | 220

Analyst:

=

Weight per initial number of larvae (mg)
= C / Initial number of larvae

sl | N DS Ol Wl m N Y
n A IS VS R E ol I SE I Il Il IS I ey
Analyst: 4 o o o 0 o o o | : 0 0
Average weight per initial Percent
number of larvae (mg) reduction 0.1 | -\ 7 0.414 2\ 8 Z 0. 1..1-“! 4.4 ?.
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1



Enviranmental Testing Solutiens. Inc.

Species: Pimephales promelas

Page 4 of 6

PpKCICR Test Number: 135

Survival and Growth Data
Day 1050 mg KCI/L
Y Z AA BB
o 10 10 10 10
1 4..-»\ 3-:.1 A 31-L
2 \ 1 24
SN EYK
’ 2 | | |12
4 ".K- 1.
21 N L LA
5 W,
v oo |y
6
I | Do |I
’ (o |o [0
*A = Pan weight (mg) A
Tray color code: Q@H& N o
Analyst: : QA ‘| &%
oo+ 27 & ol [ |\

*B = Pan + Larvae weight (mg
Analyst:

Date: T 138

C = Larvae weight (mg) =B-A

Analyst &

Weight per initial number of larvae (mg) ‘:.\\
= C / Initial number of larvae \1;"‘ e
LA
Analyst: A 0_6\
Average weight per initial Percent
number of larvae (mg) reduction o.0\¢ q1.2 Z
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1
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Statistical Analyses rrvieredn

N —
' Ervirenenenal Testing Solutions, e,

Larval Fish Growth and Survival Test-7 Day Survival

Start Date: ~ 12/2/2025 TestID: PpKCICR Sample ID: REF-Ref Toxicant

End Date: 1219/2025 LabID: ETS-Envir. Testing Sol. Sarrple Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:

Conc-mgiL 1 2 3 4
D-Control  1.0000 1.0000 10000 1.0000

300 1.0000 1.0000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 1.0000 1.0000 1.0000 1.0000
750 0.6000 0.7000 07000 0.7000
900 0.3000 0.3000 02000 0.3000
1050 0.1000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-m Mean _N-Mean Mean Min Max CV% N Sum ___ Critical Re Number
D-Control  1.0000 10000 1.4120 14120 1.4120 0.000 4 0 40
300 10000 1.0000 1.4120 14120 14120 0000 4 18.00  10.00 0 40
450 1.0000 10000 14120 14120 14120 0000 4 1800  10.00 0 40
600 1.0000 10000 14120 14120 14120 0000 4 18.00  10.00 0 40
750 0.6750 06750 09649 0.8861 09912 5445 4 1000  10.00 13 40
*900 0.2750 0.2750 05506 04636 05796 10.532 4 10.00  10.00 29 40
*1050 0.0250 00250 0.1995 0.1588 03218 40.840 4 10.00  10.00 39 40
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.80498 0.896 0.45021 4.24647
Equality of variance cannot be confirmed
|Hypothesis Test (1-tail, 0.05) NOEC LOEC  ChV TU
Steel's Many-One Rank Test 600 750  670.82
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Ch Critical P-value Mu ma  Iter
Slope 16.8172 2.19726 12.5106 21.1239 0 151206 948773 08245 291103 0.05946 3
Intercept -43.955 6.41338 -56.526 -31.385
TSCR 10
Point Probits mg/L 95% Fiducial Limits 09 r
ECO1 2674 592517 524.025 639.199
ECO5 3355 650466 592.524 690.266 08
EC10 3718 683.64 632.128 719.708 o7 3
EC15 3964 706973 65998 740674
EC20 4.158 726.084 682.682 758.112 a98
EC25 4326 742.891 702.483 773.727 Sos
EC40 4,747 786.987 753.042 816.589 >
EC50 5000 814.765 783.266 845.586 S04
EC60 5253 843523 B812.835 B877.624 03 1
EC75 5674 893.592 B60.261 938.167
EC80 5842 914.276 878651 964.64 0z
EC85 6.036 938.991 B99.954 997139 0.1
EC90 6.282 971.039 926.75 1040.42 00 N
EC95 6.645 1020.56 966.862 1109.29 : e o boosing
EC99 7.326 112037 104472 1253.56 ! 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 & % &
09 4
0.8 4
0.7 9
®
2 056 1
32057
Foa
™03
0.2 4§
0.1 4
0 i i
2 2 2 2 ] 2
@ = @ - P =4

D-Control




Statistical Analyses f;;lx

Larval Fish Growth and Survival Test-7 Day Growth
Start Date:  12/2/2025 TestID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 12/8/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:

Conc-mg/L 1 2 3 4

D-Control  0.6280 0.5940 0.6700 0.6250
300 06630 0.7880 07580 0.7930

450 06940 0.6830 06760 0.6930

B00 07300 0.6910 07590 0.7690

750 0.4210 04200 04420 04330

900 02350 0.2360 02030 0.2220

1050 0.0710 0.0000 0.0000 0.0000

Transform: Untransformed 1-Tailed Isotonic
Conc-m Mean N-Mean Mean Min Max CV% N t-Stat Critical MSD _ Mean N-Mean
D-Control 06293 1.0000 06293 05940 06700 4.960 4 0.7008 1.0000
300 07508 1.1831 07508 06630 07930 8.044 4 4467 2290 00623 0.7008 1.0000
450 06865 1.0910 06865 06760 06240 1.250 4 -2.105 2290 00623 07009 1.0000
600 07373 11716 07373 06910 07690 4.746 4 -3.970 2290 0.0623 0.7009 1.0000
750 04290 0.6818 0.4290 04200 04420 2445 4 0.4290 06120
900 0.2240 03560 02240 02030 0.2380 6.868 4 0.2240 03198
1050 0.0178 00282 0.0178 0.0000 00710 200.000 4 0.0178 0.0253
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates normal distribution (p = 0.01) 0.90941 0.844 -1.0882 1.59004
Bartlet!'s Test indicates equal variances (p = 0.07) 7.12703 11.3449
Hypothesis Test (1-tail, 0.06) NOEC LOEC  ChV TU MSDu__ MSDp MSB MSE __ F-Prob df
Dunnett's Test €00 =600 006229 0.09899 0.0122 0.00148 0.00303 3,12
Treatmenits vs D-Conirol
Linear Interpolation (200 Resamples)
Point mgiL sD 96% CL{Exp) Skew
IC0S 619.33 1.37 613.34 621.04 -43628
IC10 638.66 160 63243 64207 -2.3068
IC15 658.00 193 651.09 663.11 -09828
IC20 677.33 232 66996 68414 -0.3277
IC25 696.66 274 68837 70518 -0.0024
IC40 756.17 496 74270 77182 02012
IC50 807.46 451 795421 82073 0.0353
0.3 +—r—r—r—r—r—r— 1
0 500 1000 1500
Dose mgiL
Dose-Response Plot
09
08
0.7
06 s i
e 0] 1-tail, 0.0 level
T of significhnce
] 05 §
o ]
:-0.4 3
o 1
~03 ]
02 7
013 |
0 >
8 g g

D-Control




Page 5of 6

Testing Inc.

Species: Pimephales promelas PpKCICR Test Number: 135

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 and hardness performed by the analyst identified on the bench sheet specific for each analysis and transcribed
to this bench sheet.

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

Analyst

Concentration | Parameter

pH (S.U.)
Dissolved oxygen
(mg/L)

CONTROL, Conductivity
MHSW {umhos/cm)
Alkalinity (mg CaCOs/L)

Hardness (mg CaCOs/L)
Temperature (°C)

pH (S.U.)
Dissolved oxygen
(meg/L)
Conductivity
(umhos/cm)
Temperature (°C)

300 mg KCI/L

pH (S.U.)
Dissolved oxygen
(me/L)
Conductivity
(umhos/cm)
Temperature (°C)

450 mg KCI/L

pH (5.U.)
Dissolved oxygen
(meg/L)
Conductivity
{(umhos/cm) 1 30> 1310 1300
Temperature (°C) W.4 .S R ™ A . & M-S

600 mg KCI/L

pH (s.U.) 8.0l 740
Dissolved oxygen
(mg/L) & 1.9
750 mg KCI/L | Guctivity ] 3 RY,
(umhos/cm) 1S30 l ‘

Temperature (°C) .9 '\.:-l .S

pH (5.U. B.0)
Dissolved oxygen
(mg/L) €
Conductivity
{pmhos/cm) f 760

900 mg KCI/L

pH (S.U.)
Dissolved oxygen
(mg/V) g4 83
Conductivity . i Nl % .
(umhos/cm) 1050 (AR 2040 : _ 120%D any

Temperature (°C) S 2 W, S 2%.0 4.4 w.1 ™.

Temperature (°C) '§ 1
8.0/

1050 mg KCI/L :
el
o E

Initial Final Initial Final Initial Final
SOP AT21-Revision 5-Exhibit AT21.1




* Environmental Testing Solutlans, Inc.

Species: Pimephales promelas

Page 6 of 6

PpKCICR Test Number: 135

Day
(Analyst identified for each day, performed pH, D.0. and conductivity measurements only.)
3 4 5 6
Analyst | XU i RS 85L 8BS X\ XL AL
Concentration | Parameter s . 0 i
pH (S.U.) 3.59 T +.32 ‘Ful 335 233 393 7. 79
Dissolved oxygen
(mg/L) .2 %.0 g 34 %.3 3.8 g4 %:\
Conductivity
CONTROL, | (umhos/cm) 30% %% asg 2491
MHSW Alkalinity
(mg CacOs/L) L L
Hardness
(mg CaCOs/L) \1\‘ & e
Temperature (°C) | ~\.7\ a4 Al . ¥ Y ETY TS
PH (s.U.) 199 133 8.2 Fut S.03 3% 3.3
Dissolved oxygen
(mg/L) 8.2 §.0 85 4 $.2 +8 8.3
300 mg KCI/L o
nductivity
(umhos/cm) 19 LS S %13
Temperature (°C) | ~v\. & 2%.0 o\ & WA W.q e | £
pH(S.U.) 198 331 F.02 ALt $.08 734 7.9%
Dissolved oxygen
(me/L) 6.2
450 mg KCI/L  Condia ctivity
{(umhos/cm) 030
Temperature (°C) [ “WA\.9
pH (S.U.) .00
Dissolved oxygen
(mg/L) 8-
600 g KCI/L Conductivity
{umhos/cm) 13350
Temperature (°C) WA
pH (5.U.) 180\
Dissolved oxygen £.2
750 mg KCI/L %ﬁcﬂviw - =E 5 : = - 2
(umhos/cm) Is70 = e bt e T
Temperature (°C) | “W.4 .F A -Li,q . o1 P | . 1 AW
PH (S.U.) .02 3.33 $.o2 3 0w 33 3.94 7.8
Dissolved oxygen
(mg/L) 9.3 8.\ .. Tt .4 13 .4 g-0
900 mg KCI/L I~ Conductivity - T B 3
(umhos/cm) 1810 A Wi 133 'ﬁf 1330 ? 11800 ; .
Temperature (°C) A =\ w4 1%.0 w1 w.1 Al -
PH (5.U) gl 33> %o fEal EAY 34 |99 ke
Dissolved oxygen
(mg/L) ¢ 2 3.5 F.a 3.9 EX .4 ¥
1050 mg KCI/L Conductivi oM T S AR B
ty s Y :;‘é'-,{‘-:w. p ‘ o 2
(pmhos/cm) 2030 ] AocO Sl A 050 552 205D L] =
Temperature (°C) R W A A W, £ .1 ~.4 w.1 Wb
Initial Final Initial Final Initial Final Initial Final
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