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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)

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

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

CdNaCIAC # L&

Dilution Preparation:

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 Ni
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 #: 1’5% 2
Chemical Analyses: Hours
0 24 48
Concentration Analyst y‘ 8 XL Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
) \ only. T tures performed at the time of test initiation or termination by the analyst
pH (s.U.) J- - \ performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
H % '} A q—,q test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) %.5 %.% g\
Control, Conductivity (umhoes/cm) M’&
MHSW  alkalinity (mg/L caco,) L2 Chemical analyses:
|Hardness (mg/L CaCO,) g 6 Parameter |Reporting limit  |Method number Meter Serlal number
Temperature (°C) 2U. { ~4 a T I pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
|pH (s.u) T sl 35% 140 [Dissolved oxygen 1.0 mg/L SM4500-0 6-2021  |YS1 Model 52CE 08A100271
Dissolved oxygen (mg/L} % 9. ) g\ | Conductivity 14,9 umhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/cm) [‘lb‘o {Alkalinity 5.0 mg CaCO,/L |SM 2320 B-2021 [Accumet AR20 93312452
Temperature [°C) 2_ L| i f} AS. \ 'L\‘. 1 Hardness 5.0 mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U.) .53 391 3.4 Temperature 0.1°C SM 255082010 Digital Thermometer ;33561_{1.
|Dissolved oxygen (mg/L) %3} % .j_ A
1500 mg/L €
Conductivity (pmhos/cm) 950
Temperature (°C) U »":'J -~ € Rt |
[pH (5.0 I8 3.5 )
Dissolved oxygen (mg/L) e ¥ %5 g\
2000 mg/L g
Conductivity (umhos/cm) 25060
Temperature (°C) 2 Y, B .1 .4
pH (5.U.) T.53 7.3 240
Dissolved oxygen {mg/L) : 8% A
2500 mg/L §:1 8.1
|Conductivity (umhos/cm) Y D
Temperature (°C) u, L .4 5.0
fpH (sv) EN 3.%0 \
| a
Dissolved oxygen (mg/L) g. 5% g
3000 mg/L 3 1
Conductivity (umhos/cm}) 5D
L
Temperature (°C) 2 U . L w1 \
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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

Page 2 of 2

CdNaCIAC # \&
Feeding Test Initlation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time ly batar/Shelf
... 00625 " 0600 I\ 091o Q" 2003 | b | 2126
| s odn | 9p
i | 00718 2427
*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
Source (organisms were pooled): Q- O\ 1% b
Age: < 24-hours old-
Date and time A-TAS 180 W
organisms were born between: -0 ‘. 1% obLOO
Average transfer volume: <0.25mL
Transfer bowl information: pH(SUE  ™=\. 3 L
lTemnerlture (°c): ’2 L‘ B g &
Survival Data (number of living 6rganisms]:
Control 1000 mg/L 1500 mg/L
Gt 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
24 516 5 14 T 15 15 |% R S |s
Terr:gllon g s s S S S S 5 j 5 5
Mean Survival \opo-]. leo 7. ) 097,
2000 mg/L 2500 mg/L 3000 mg/L
Hiis Replicate Replicate Replicate
M N o P Q R s T ] \') w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
24 515 s |S | ™300 #a2]o%]0°
i
a8 S || % ®]lo |o > | o
Termination S 5 5 { [ .
Mean Survival \ow 7. 194 27
Comment codes: d = dead, u = unhealthy
Statistics:
'Methad s ‘< Comments:
Lower 95% confidence limit
(mg NaCl/L) 1 -2 2 o, é
Upper 95% confidence limit
(mg NaCl/L) 5 L‘lul. 55
48-hour LCy, (mg NaCl/L) 21 % ] 4}




ETS

5 Environmental Testing Solutions, Inc.

Statistical Analyses

Acute Daphnid Test-24 Hr Survival

Start Date: 7/8/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 7/10/2025 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 0.2000 0.6000 0.6000 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 Mj_p Max CV% N Sum _ Critical Resp Number
D-Control  1.0000 1.0000 1.3453 1.,3453 1.3453 0.000 4 ] 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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2500 0.3500 0.3500 0.6153 02255 0.8861 53.207 4 10.00 10.00 13 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20 20
Augxiliary Tests Statistic Critical Skew _ Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.62512 0.868 -0.6117 5.12774
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU
Steel's Many-One Rank Test 2000 2500 2238.07
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECS50 95% CL
0.0% 24005 2298.9 2506.58
5.0% 2395.7 2283.96 2512.91
10.0% 2391.05 2268.14 2520.63 1.0 g
20.0% 2382.44 2231.96 2543.07 091
Auto-0.0% 2400.5 2298.9 2506.58 )
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Statistical Analyses

Acute Daphnid Test-48 Hr Survival

Start Date: 7/8/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 7/10/2025 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 0.0000 0.2000 0.2000 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 o] 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 ] 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 o 20
*2500 0.1000 0.1000 0.3446 0.2255 04636 39.900 4 10.00 10.00 18 20
3000 0.0000 0.0000 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) 0.63123 0.868 -8E-16 2.98039
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% 2281.86 2220.63 234478
5.0% 2268.92 2208.75 2330.72
10.0% 2263.96 2222.51 2306.19 1.0
20.0% 2263.96 2222.51 2306.19 0.0 1 I
Auto-0.0% 2281.86 2220.63 2344.78 :
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0.6 4
0.5 4
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Vo Ceriodaphnia dubia
Acute Reference Toxicant Control Chart

R Source: In-house Culture
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Test date
e 48-hour LC,, = median lethal concentration. An estimation of the sodium chloride concentration

e s m—

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

\4

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'bﬁ ?h
Chemical Analyses: Hours
0 24 48
Concentration Analyst L i L 7‘ L Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremr
x X only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U) . p —_ - K performing the toxicity test. Alkalinity and hardness performed by the analysts identified on
-? 80 —? ’?al -‘r (1 5 test specific bench sheets and transcribed to this bench sheet,
Dissolved oxygen (mg/L) €. ‘3-‘§ S V)
Control, Conductivity (umhos/cm) 29 3
MHSW  fajkalinity (mg/L cac0s) \r“\ Chemical analyses:
Hardness (mg/L CaCO,) 8 1. P; Reporting limit  |{Method number Meter Serial numbe
Temperature (°C) - k. G- - pH 0.15U. SM 4500-H+ 8-2021  [Accumet AR20 93312452
pH (s.U) 3.9 -5 &% -+ A d oxygen 1.0 mg/L 5M 4500-0 G-2021  |YSI Model 52CE 08A100271
Dissolved oxygen (mg/L) 3 <. Condutctivity 14.9 pmhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L g A 3L 8 >
Conductivity (umhos/cm) aom ¥ 5.0mgCaCo,/L [SM 23208-2021 Accumet AR20 93312452
Temperature (°C) 1.4 5.1 5.0 5.0mgCaCOy/L |SM 2340 C-2021 Not applicable Not applicabl
IpH (5.U.) '}‘6“}. "3‘ gq ‘+-°l5 Temperature 0.1°C 5M 2550B-2010 Digital Thermometer w\\L
Dissolved oxygen (mg/L) %0 '
1500 mg/L 3. X g2
Conductivity (umhos/cm) at,'ﬁ 20
Temperature (°C) .o \$.0 1.0
bl A5 1359 1944
Dissolved oxygen {me/L) &2 oo
2000 mg/L 8.6 8
Conductivity (pmhos/em) 3 ‘}D
Temperature (°C) w-b 15 .0 5.0
s 35 |Thyy [ 243
Dissolved oxygen (mg/L) %A . 2
2500 mg/L LIAY 6 %
Conductivity (umhos/cm) H530
Temperature (°C) ™S ™. € w.4
pH (s.U.) .52 3 .%7 \‘4.-"4‘1 e
|Dissolved oxygen (mg/L) %.2 g5
3000 mg/L
Conductivity (umhos/cm) :-’Sl.i =)
Temperature (°C) - & 5.0 \
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Page 2 of 2
Acute LC;o Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0
Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test
CdNaCIAC # \Q
Feeding Test Initiation or Termination Location Randomizing
Hours Date MH5W Batch
Time Analyst Time Analy Incub it P
0 *
oo [EeWS | gdou | ) o | B [ RED |[nncun
7 ¥ -+
a‘\-ﬂ-“lﬁ 055 0 “
Ym—:gﬁnn n. ‘* i L" u.*g x
*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): ook As )
Age: < 24-hours old
Date and time n-\%-15 s
organisms were born between: To gt s 640D
Average transfer volume: <0.25mL
Transfer bowl information: PH (S.U.): -\‘qo
Temperature [°C): L ‘ﬂ
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hoirs Replicate Replicate Replicate
A B C D E F G | b K L
0 5 5 5 5 5 5 5 5 5 5 5
Initiation
2 s | S| S|IS|IS| S| S S| S| s
A SIS S S| S| S SIS | s |5
Mean Survival 100 (- 190 1. 100 T.
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate : Replicate Replicate
M N 0 P Q R S u v w X
0 5 5 5 5 5 5 5 5 5 5 5
Initiation
W | _SA[ WK L[ SA sa| 54K
2 S| S| sS|s O I % I X 0 )
Ty o, 14 \ | A
Ttrr\:ztion Ll 'l q L& l 0 0 0 0 O O
Mean Survival £G7. VO 7. 21
Comment codes: d = dead, u = unhealthy
Statistics:
Method Pﬂ-o‘ T Comments:
Lower 95% confidence limit
(mg NaCl/L) 204.S
Upper 95% confidence limit
(mg Naci/L) oo M
48-hour LCy, (mg NaCl/L) 2:81. 1L
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Ervironmental Testing Sohitions, inc.

Statistical Analyses

Dose mgil

Acute Daphnid Test-24 Hr Survival
Start Date: 7/16/2025 TestiD: CdNaClAC Sample ID: REF-Ref Toxcant
End Date: 7/18/2025 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:
Cone-mgiL 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 10000 1.0000
2500 02000 0.6000 04000 0.2000
3000 0.0000 00000 00000 0.0000
T i Aresin Sg 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 13453 13453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 13453 1.3453 0.000 4 18.00 10.00 o 20
1500 10000 1.0000 1.3453 13453 1.3453 0.000 4 18,00 10,00 a 20
2000 1.0000 10000 13453 1.3453 1.3453 0.000 4 18.00 10.00 o 20
*2500 0.3500 0.3500 06245 04636 08861 22527 4 10.00 10.00 13 20
3000 00000 00000 02255 02255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skow Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <=0.01) 0.59309 0.868 1.08791 6.72643
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.06) NOEC LOEC _ ChV U
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level  EC50 96%CL
0.0% 24005 2298.89 2506.58
50% 23957 228396 251291
10.0% 239105 2268.14 252063 1.0
20.0% 238244 223196 2543.07 j
Aulo-0.0% 24005 22989 250658 ol
0.8 4
0.7 4
L 4
2 0.6 4
§ 05
"
2 0.4 4
0.3 4
0.2 1
0.1
0.0 -
1 10 100 1000 10000

Dose-Response Plot

24 Hr Survival
o o o o o
2 = e w o
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-
N

o
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1000
500
2000
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. Environmesal Testing Solistions. Inc.

Statistical Analyses

Acute Dap

id Test-48 Hr Survival

Start Date: 7162025 TestID: CdNaClaC Sample ID: REF-Ref Toxcant
End Date 7/18/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type; NACL-Sodium chlaride
Sample Date: Protocol: ACUTE-EPA-821-R-02.012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mgiL 1 2 3 4
D-Control 1.0000 10000 1.0000 1.0000
1000 1.0000 1.0000 10000 1.0000
1500 1.0000 10000 1.0000 1.0000
2000 08000 08000 08000 08000
2500 0.2000 00000 0.0000 0.2000
3000 0.0000 00000 00000 0.0000
Arcsin Sq Root Rank 1-Tailed Number  Total
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp  Numb
D-Control 10000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 10000 13453 13453 13453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 13453 1.3453 0.000 4 18.00 10.00 0 20
*2000 08000 08000 1.1071 1.1071 1.1071 0.000 4 10.00 10.00 4 20
*2500 01000 01000 03446 02255 04636 39.900 4 10.00 10.00 18 20
3000 0.0000 00000 02255 02255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 063123 0.868 -BE-16 2.98039
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 22223 482452 127669 31679 0 0.02881 7.81472 099871 3.33929 0.045 3
Intercept 69209 161258 -100.82 -37.602
TSCR 1.0
| Point Probits mg/L _95% Fiducial Limits i5
ECO1 2674 171638 1413 18688 ;
EC05 3.355 1841.95 159155 1971.41 0.8
EC10 3718 191261 169369 20309 07 4
EC15 3.964 196181 17648 207378 g
ECZ20 4158 200181 182217 2109.98 @ 0.6 1
EC25 4326 2036.78 187162 214297 E- 0.5 4
EC40 4747 212782 199441 223718 W
EC50 5000 2184.21 2064.45 2304.37 & 04 1
EC60 5253 22423 2129.87 238147 0.3 4
EC75 5674 234232 222811 253246
EC80 5842 238323 226423 2599.72 0.2
ECBS 6,036 243182 230493 268286 0.1
EC90 6282 249438 235469 27942 1 L[A
EC5 6645 2590.08 2426.83 2972.19 g g 10600
EC99 7.326 2779.56 2561.21 3346.29
Dose mgiL
Dose-Response Plot
1 ©- -0
0.9
0.8 7
0.7 1
£ 05
@ 057
£ 04 ]
2 04
0.3 9
0.2 7
0.1 3
0 b
=
g g g g §
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R Ceriodaphnia dubia
Acute Reference Toxicant Control Chart
") Enronmental Tsing Satans, . Source: In-house Culture

3.0 A SR e R S R R T T T T 1 —

Control Limits (+ 2 Standard Deviations)
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' 2> A .1- 22 610 012 (2 910 A5 (5 D 00 1.‘9 a5 22 P
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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 =« Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)

w ... Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
%8

--------- USEPA Warning Limits {mean logarithmic LC,, +

.10 CONverted to anti-logarithmic values,

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

ntered and
Reviewsd by
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EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 10
Dilution Preparation:

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

Page 11

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 b
etk Calut 20 30 o0 50 50 stock solution was used to prepare the concentrations evaluated for toxicity.
imL Stoc ution " . R | i
mL Dilution water (MHSW) 198 197 196 195 194
Total volume {mL) 200 200 200 200 200 Stock solution INSS #: 1_'5%‘!)
Chemical Analyses: Hours
0 24 a8
Concantration ik ‘ , x L Analyst identified for each day, performed pH, dissolved oxygen and conductivity measureme:
z KL only. Temperatures performed at the time of test initiation or termination by the analyst
|pH (s.u.) 3 - performing the toxicity test. Alkalinity and hardness performed by the analysts identified on t
4'4'? -} g L q = 80' test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 6.\( %3 g\
Control, Conductivity (umhos/cm) gq}
MHSW | Alkalinity (mg/L caco,) ¢ 3 Chemical analyses:
|Hardness (mg/L CaCO;) 1 ‘ |Parameter Reporting limit  |Method number Meter Serial number
Temperature (°C) 7‘ 6 s ;\ u. q - pH 0.15.U. 5M 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) /} ?'2__ -}_ir‘b - g rnissulved oxygen 10mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
Dissolved oxygen [mg/L) ol |conductivity 14.9 umhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 6"‘( €:3 o]
Conductivity (umhos/em) 'q 60 JAlkalinity 50 mgCacO,/L  |5M 2320 B-2021 Accumet AR20 93312452
Temperature (°C) a g & .\"'\ ‘1 .‘.5- D Hardness 5.0 mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U.) /1 ?2.. 3.%3 53 Temperature 0.1°C SM 255082010 Digital Thermometer |306 647
Dissolved oxygen (mg/L) 31 \
1500 mg/L %-ul g5
Conductivity (pmhos/cm) 2?60
Temperature (°C) > é x> 1&[ P £' %.0
ik
{pH (5.0 ".}Qb{ .94 EX TS
Dissolved oxygen (mg/L) . Bt
2000 mg/L 6'\‘ 8.5
Conductivity (umhos/cm) 55‘60
Temperature (°C) LU . ¢ 8.0
(T IEXTMEY?
Dissolved oxygen {mg/L} A o
— 8y | 8.4 %
Conductivity {pmhos/cm) asu O
Temperature (°C) cl G ! 8. 0 as-1L
H (s.U.
i 4 2 N |
Dissolved oxygen (mg/L) \ 1
3000 mg/L g4 g.d 5:.'0
Conductivity {umhos/em) 6 3 O o g
Temperature (°C) ’.J\G : \ 'L'i»‘( \

SOP AT10-Revision 7-Exhibit AT10
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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

CdNaCIAC # L0
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf | Template
e [o8088 [ 8850 | | 2013 ab | Blacicfornedd
* |otawns 29(2 | 2/
oo | 440V1S 007 | 2P
*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
Source (organisms were pooled): 1A b
Age: < 24-hours old
Date and time o4-04-1S WI3
organisms were born between: <o ol-08-1S 0LSO
Average transfer volume: <0.25mL
Transfer bowl information: pH (5.U.): % 2 ‘7
Temperature (°C): 2’ 9’ 1 ' C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B Cc D E F G H | J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
a L5 ls (s s |sls|sls s |5 |5 |s
a8 S p
Termination S g 5 5 g 5 6
Mean Survival \20 /- \Dz -/, oo 7.
2000 mg/L 2500 mg/L 3000 mg/L
Hours 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
3
28| 1
N N S B e e 0% o5 | oo
Mean Survival =14 PR § /. - Y
Comment codes: d = dead, u = unhealthy
Statistics:
|Method (] f‘:)b: T Comments:
Lower 95% confidence limit
(mg NaCl/L) 102\. Y
Upper 95% confidence limit
{mg NaCl/L) 2 24 2 ' :}‘
48-hour LCy, (mg NaClfL) 9} \ ",5 L'_L R

Test

Reviewed by:

S0P AT10-Revision 7-Exhibit AT10.1



Statistical Analyses

Environmental Testing Solutions, Inc.

Acute Daphnid Test-24 Hr survival

Start Date: 8/5/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 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 1.0000 1.0000 0.8000
2500 0.4000 1.0000 0.0000 1.0000
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-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 0.9000 0.9000 1.2262 1.1071 1.3453 11.212 4 14.00 10.00 2 20
2500 0.6000 06000 0.8002 0.2255 1.3453 60.771 4 14.00 10.00 8 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) 0.76215 0.868 -0.7311 4.72254

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

Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 18.0539 3.64112 10.9173 25.1905 0 4.00689 7.81472 0.26072 3.39149 0.05539 5
Intercept -56.23 12.3673 -B0.47 -31.99

TSCR 1.0

Point Probits  mg/L  95% Fiducial Limits 09 ]

ECO1 2.674 1830.79 1481.12 2019.58 -

ECO5 3.355 1997.03 1703.44 2157.75 0.8 4

EC10 3.718 2091.75 1833.01 2238.01 0.7 4

EC15 3.964 2158.17 1924.31 2295.8 1

EC20 4158 221246 199865 23445 4 %97

EC25 4.326 2260.13 2063.28 2388.77 g 0.5

EC40 4747 2384.85 222599 2514.79 ]

EC50 5.000 2463.16 2320.28 2604.64 @ 041 i

ECB0 5.253 2544.05 2409.22 270817 0.3 4

EC75 5.674 2684.44 254434 291253 02 ]

ECBO 5.842 2742.27 2594.55 3004.19 S

EC85 6.036 2811.26 2651.54 3117.94 0.1 1 4

EC90 6.282 2900.54 2721.82 3271.07 0.0 ] ] e e

ECO5 6.645 3038.09 2824.84 3517.67 4 io A i

EC99 7.326 3313.97 3019.94 4043.23 Dose mgiL

Dose-Response Plot

0.9
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24 Hr Survival
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Statistical Analyses

. Emwironmental Testing Selutions. Inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 8/5/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 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 1.0000 0.6000 0.6000
2500 0.0000 0.2000 0.0000 0.0000
3000 0.0000 00000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/. _Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 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 0.7500 0.7500 1.0561 0.8861 1.3453 20.748 4 12.00 10.00 5 20
*2500 0.0500 0.0500 0.2850 0.2255 04636 41.771 4 10.00 10.00 19 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) 0.77454 0.868 1.17369 3.74531
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
Par ter Value SE  95% Fiducial Limits Control Chi-Sq _Critical P-value Mu Sigma Iter
Slope 24 0509 563628 13.0038 35.098 0 0.00647 7.81472 0.99986 3.3292 0.04158 3
Intercept -75.07 18.7675 -111.85 -38.286
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 09 1
ECOD1 2.674 1707.94 1397.63 1852.19 '
ECO05 3.355 1823.09 1570.73 1944.47 0.8 1
EC10 3.718 188762 1669.45 1998.11 0.7 -
EC15 3.964 1932.44 1737.98 2036.96 1
EC20 4158 1968.82 1793.07 2069.96 b 061
EC25 4.326 2000.58 1840.37 2100.23 §_g,5
EC40 4.747 208289 1956.48 218817 2 1
EC50 5.000 213402 20214 2252.19 x 047
EC80 5.253 2186.42 2080.92 2326.51 03 )
EC75 5.674 2276.37 2168.53 2472.74 6. l"
EC80 5.842 2313.09 2200.38 2537.82 g
EC85 6.036 2356.64 2236.14 2618.12 0.1 1 }
EC90 6.282 2412.59 2279.73 2725.46 0.0 1 eeren ; o
EC95 6.645 2497.98 2342.72 2896.63 1 10 100 1000 10000
EC99 7.326  2666.4 2459.54 3255.23 Dose mg/L
Dose-Response Plot
1 < <
0.9 7
0.8 3
_ 0.7
o 3
2 06 1
@ 0573
” E
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> m—— Ceriodaphnia dubia
Acute Reference Toxicant Control Chart

Source: In-house Culture
3.0 T T T T T T T T T T T T T T T T T T I
[ Control Limits (* 2 Standard Deviations) ]
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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)
i i 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,
Siq0 = 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

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

CdNaCIAC #

)

Dilution Preparation:

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

Pagelo

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 N:
stock was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 3.0 4.0 5.0 6.0
miL Dilution water (MHSW) 198 197 196 195 194
Total volume (ml) 200 200 200 200 200 Stock solution INSS #: A L{ ' \
Chemical Analyses: Hours
0 24 a8
Concentration Analyst x' L ‘( T Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
L XL only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) Rq G | performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
l 1 i q . ‘;I 0‘ q test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) &- % 3’; l-l #: 5
Contral, Conductivity (umhos/cm) s 0 9
MHSW  aikalinity {mg/L Caco,) 6 a Chemical analyses:
|Hardness (mg/L CaCO,) q (‘{ Parameter Reporting limit | Method number Meter Serial number
Temperature (°C) 4. [ ] . & -\ pH 0.15.U. SM 4500-H+B-2021 |Accumet AR20 93312452
IpH (5.U.) D) 0‘% 3. q9 3— % 0) |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
Dissolved oxygen (mg/L) & f ¥ Conductivity 14.9 pmhos/em  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 8 5 8 4 K 3
Conductivity (umhos/cm}) a[)'l]’[) Alkalinity 5.0mg CaCOy/L  |SM 2320 B-2021 | Accumet AR20 93312452
Temperature (°C) 2 l,{ 1 15-0 wi.4 Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
{pH (5.U.) q_ '51,1 —;' ‘51 t—i 8- " Qg' Temperature 0.1° SM 2550B-2010 Digital Thermometer !-3")6 6 q‘l
Dissolved oxygen (mg/t) . € 4
1500 mg/L € 5 ‘f L3
Conductivity (umhos/cm) a0 0
Temperature (°C) 20, Ll -1 '\_\-l 4
oy 295 |34 |g.0)
Dissolved oxygen (mg/L) €3 .4 €3
2000 mg/L
Conductivity (umhos/cm) 31"@
Temperature (°C) FATEED MG h e
pH 5.0) 143|395 | £.0)
IDissa]\red oxygen (mg/L) o .
2500 mg/L ¥5 3 ¥ 5
Conductivity (umhos/cm) L.{ [_L %0
Temperature (°C) Y. 3 1\&.% S
[pHsu) 394 |34 | %.0D
IDissuIved oxygen [mg/L) L4 6 %’ . VI K ,3
3000 mg/L
Conductivity (pmhos/cm) ,51.5' ‘.}*D
Temperature (°C) 2 Y. l ™ A 1.0
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Page 20f 2
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 # 2)
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
a -
e 0335 0630 | X2 [0925 | H | 1B [Biaex |ogwna
i k) o9t | 9P
!«l::llnn 'rpb'?%'tls 0 q Il I 40
*Test arganisms were fed in holding 2 to 5 hours prior to testinitiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): 1 3-( q 2 _[ A + 6
Age: < 24-hours ald /—_ ____"'\.gt\
Date and time 2 = 2? 9 12 08288 30 T
organisms were born between: 29-17-7 f 2 08-S 0W00
Average transfer volume: <0.25mL ) M‘T&
Transfer bowl information: pH(sUL <] @ b
Temperature (°C): 2 Ll . 3 ) (
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hoiirs Replicate Replicate Replicate
A B C D E F G H | J K L
o 5 5 5 5 5 5 5 5 5 5 5 5
: 1d i z
24 < ) 3 S 19 S S 515 S g
a8 S S S
Termination 6 5 7] 9 9 S S 6 5
Mean Survival o, OO0+ loo7,
2000 mg/L 2500 mg/L 3000 mg/L
Hotirs Replicate Replicate Replicate
M N o P Q R s T ] v w X
i 5 5 5 5 5 5 5 5 5 5 5 5
: A 2¢ {i §e 1 58
a | S L[S |8 [a¥] 2235 3%] o %[y o
1 | | [ 2t 38 cd
A I I e I i 5 Kl Kl T B °
Mean Survival 14 . 2. o7,
Comment codes: d = dead, u = unhealthy
Statistics:
Comments:

IMe!hod g K

Lower 95% confidence limit
(mg NaClfL) 9\0 {3 Ll

Upper 95% confidence limit

{mg NaCl/L) 22147
48-hour LCs, (mg NaCl/L) ’.’___1 | 1 T |

Test

Reviewed by:
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Statistical Analyses

— Environrmentsl Testing Solutions, Inc

Acute Daphnid Test-24 Hr Survival

Start Date: 8/26/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/28/2025 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 ] 3 4

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

1.0000 0.6000 1.0000
1.0000 1.0000 1.0000
1.0000 1.0000 1.0000
1.0000 1.0000 1.0000
0.4000 0.6000 0.6000
0.0000 0.8000 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 0.9000 1.0000 1.2305 0.8861 1.3453 1B.660 4 2 20
1000 1.0000 1.1111 1.3453 1.3453 1.3453 0.000 4 20.00 10.00 0 20
1500 1.0000 1.1111 1.3453 1.3453 1.3453 0.000 4 20.00 10.00 0 20
2000 1.0000 1.1111 1.3453 1.3453 1.3453 0.000 4 20.00 10.00 0 20
2500 0.5000 0.5556 0.7854 0.6847 0.8861 14.802 4 11.00 10.00 10 20
3000 0.2000 02222 04459 02255 1.1071 98.855 4 11.00 10.00 16 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-nermal distribution (p <= 0.01) 0.77839 0.884 1.67057 699
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC _LOEC __ ChV TU
Steel's Many-One Rank Test 3000 =3000
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma Iter
Slope 16.4413 4.35203 7.91134 24.9713 01 3.41573 7.81472 0.33186 3.41587 0.06082 6
Intercept -51.161 14.8922 -80.35 -21.973
TSCR 002628 0.02016 -0.0132 0.0658 10
Point Probits mg/L 95% Fiducial Limits 0.0 ]
ECO1 2.674 1880.97 1283.86 2137.37 ’
ECO5 3.355 2069.34 1559.95 2284.13 0.8 ~
EC10 3.718 2177.35 1728.52 2369.33 0.7
EC15 3.964 2253.39 1B50.76 2430.8
EC20 4,158 231572 195246 2482.81 @ 061
EC25 4326 2370.56 2042.4 2530.48 S 05!
EC40 4.747 251458 2273.9 2670.98 2 0.4 ] 4
ECS0 5.000 2605.4 2407.81 2779.64 e "]
ECB0 5253 2699.5 2528.51 2916.86 0.3 4
EC75 5.674 28B63.51 269477 32163 0.2 1
ECB80 5842 2931.33 275224 3357.45 o
ECB85 6.036 30124 2815.85 3536 0.1 1
EC90 6.282 3117.61 2892.86 3780.89 0.0 Jmrmrerrerr—rerrrr—r—rrr
EC95 6.645 3280.34 3004.36 4184.46 1 10 100 1000 10000
EC98 7.326 3608.85 3214.02 5078.97

Dose mg/L

Dose-Response Plot

0.8 3
0.7 3
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05 1
0.4 1

24 Hr Survival
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0.1 1
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. Environmental Testing

Selutions. inc.

Statistical Analyses

Acute Daphnid Test-48 Hr Survival

Start Date: B/26/2025 Test ID: CdNaClAC Sample ID: REF-Ref Toxicant
End Date: 8/28/2025 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 0.6000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.8000 1.0000 0.6000 0.8000
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 0.9000 1.0000 1.2305 0.8861 1.3453 18.660 4 2 20
1000 1.0000 1.1111 1.3453 1.3453 1.3453 0.000 4 20.00 10.00 0 20
1500 1.0000 1.1111 1.3453 1.3453 1.3453 0.000 4 20.00 10.00 0 20
2000 0.7500 0.8333 1.0561 0.8861 1.3453 20.748 4 14.50 10.00 5 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 normal distribution (p > 0.01) 0.87934 0.844 -0.5821 2.00066
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 ECS50 95% CL
0.0% 2111.85 2013.43 2214.67
5.0% 2129.12 2016.57 2247.96
10.0% 2144.48 2007.94 2290.29 1.0
20.0% 2164.1 1933.48 2422.22 0.9 1
Auto-0.0% 2111.65 2013.43 2214.67 0.8:
0.7 4
06 4
8 05
e
g_ 0.4 4
5 0.3 4
0.2 4
0.1 4
00 4
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-0.2 v T T T
1 10 100 1000 10000
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Ceriodaphnia dubia
Acute Reference Toxicant Control Chart
Source: In-house Culture
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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).

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

«— ... Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
tS

......... USEPA Warning Limits (mean logarithmic LC,, £ S, ,,

converted to anti-logarithmic values,
Siis™ 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC #

Dilution Preparation:

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

[ S

Page 1 of

Test concentrations (mg/L NacCl) 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
— 20 30 2.0 50 50 stock solution was used to prepare the concentrations evaluated for toxicity.
mlL Stock solution i X d 7 X
mL Dilution water (MHSW) 198 197 196 195 194
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: 4\
Chemical Analyses: Hours
0 24 48
Concentration Analyst] XL L } (B Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen’
K only. Temperatures performed at the time of test initiation or termination by the analyst
IpH (5.U) —‘bqa} ‘q . % 7| g 8 w0 performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
test specific bench sheets and transcribed to this bench sheet.
IDissqlved oxygen (mg/L) %3 g.2 G-
Control, Conductivity (pmhos/cm) N
MHSW 1A kalinity (mg/L CacO,) (o Chemical analyses:
Hardness (mg/L CaC0,) g; I_/] Parameter Reporting limit  |Method number Meter Serfal number
Temperature (°C) 1s. '3 1._‘ . ¥ 5.1 pH 0.15.U. SM 4500-H+ B-2021 | Accumet ARZO $3312452
lpH (S.U.) :!_'q ..‘ —_} 'gq -?_’ H Dissolved oxygen 1.0 mgfL SM 4500-0 G-2021 Y51 Model 52CE 0BA100271
Inissohred oxygen (mg/ft) [ ¥ i Conductivity 14.9 ymhos/cm  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 8.2 g3
Conductivity (umhos/cm) 2150 Alkalinity 5.0 mg CacO/L  |SM 2320 B-2021 Accumet AR2Z0 93312452
Temperature (°C) 1‘1 .q "LC. .0 o U 12 [Hardness 5.0mg CaCOyL |SM 2340 C-2021 Not applicable Not applicable
lPH {s.u) -}'qu =+ Vq +-53 Temperature 0.1°C SM 25508-2010 Digital Thermometer tm‘lbt
ibissolved oxygen (mg/L) % .44 € .2,
1500 mg/L
|Conductivity (umhos/cm) 2050
Temperature (°C) '\_\\ .ﬁ “"\ 15,4
[PH su) 1A% [3.¥4 s
rDissoIved oxygen (mg/L) .4 g2 . A
2000 mg/L
Conductivity {umhos/cm) 3‘3“"0
Temperature (°C) 15.0 A 18-\
g 392 | 3.%9| 3.8
Dissolved oxygen (mg/L) NP &2 1
2500 mg/L I v g >
ICand uctivity (umhos/em) ST7¥.10)
Temperature (°C) 8.0 $.9 149
PH(5) a% | 358 |\
|Dissolved oxygen (mg/L) %A €. 2 \
3000 mg/L
Conductivity (umhos/cm) 65‘ go
Temperature (°C) 15.\ ™ A \
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o ak % Page 2of 2
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 # T
Feeding Test Initiation or Termination Location Randomiting
Hours Date MHSW Batch
Time Analyst Time Analyst incubator/Shelf Template
o -
e | 0A0A S | abs0 | W 0% 00 | 184 | Greew [gaov A
24 y
a1 opy | A%
et | 0WNAS o9z | Y
*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
Source (organisms were pooled): 04:-Q s A J ﬂ\-l
Age: < 24-hours old
Date and time 0% ol.g\ég +i Ui aﬂ QE-DQ.-ZS 0% e—tfoa.08- LS ogsy ¥0 VLo
organisms were born between: oA-0v1s
Average transfer volume: <0.25mL
Transfer bowl information: pH(SU): = a\
Temperature {°C): 'l Ll o | C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hoiirs Replicate Replicate Replicate
A B c D E F G H | J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation

2445555555555
8 |6 g el s s s |s [S|s |55

Tarmination

Mean Survival j20 Y- {00 <. L1007 -
2000 mg/L 2500 mg/L 3000 mg/L
Replicate Replicate Replicate
Hours
M N o} P Q R S T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
3d & | .4
a2 U ¢ 2% | 3 S I I I i G
[ 3l | ;

48 th 3 ¢ D) | 03 D?& OZA. 0 olé o |2 N &

Termination
Mean Survival T Vs D - 0.
Comment codes: d = dead, u = unhealthy

Statistics:
|Method 9 ‘K Comments:
Lower 95% confidence limit
{mg NaCl/L) 17 14. é- 24
Upper 95% confidence limit ; W*ﬂ
limeg Naci/y) Qlx
48-hour LCs, {mg NaCl/L) \ q) 90.0
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Statistical Analyses

Acute Daphnid 1est-24 Ar survival

Start Date: 9/9/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 9/11/2025 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 0.4000 0.8000 1.0000 0.4000
2500 0.6000 0.4000 0.0000 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 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 0.6500 0.6500 0.9555 0.6847 1.3453 34.266 4 12.00 10.00 g 20
*2500 0.3000 0.3000 0.5650 02255 0.8861 50.368 4 10.00 10,00 14 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) 0.84272 0.868 0.20196 1.25519
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
Par Value SE___ 95% Fiducial Limits Control _Chi-Sg _Critical P-value Mu Sigma Iter
Slope 14.1611 2.66876 B8.9303 19.3918 0 211704 7.81472 0.54847 3.34163 0.07062 5
Intercept -42.321 B8.94981 -59.863 -24779
TSCR 1.0
Point Probits mg.‘L 95% Fiducial Limits 09 ]
ECO1 2674 1504.35 1172.41 1699.02 ’
ECO05 3.355 1680.64 1391.62 1850.18 0.8 4
EC10 3.718 1782.91 1522.75 1938.76 0.7 4 4
EC15 3.964 185541 1616.67 2002.71
EC20 4,158 1915.12 1694.15 2056.6 a 061
EC25 4326 1967.88 1762.28 2105.52 205
EC40 4747 2107.35 1937.69 224403 (] o]
ECS50 5.000 219598 204235 2342.15 e
ECE0 5.253 2288.33 2143.32 2455.24 0.3 4
EC75 5.674 2450.52 2300.22 26B80.94 021
EC80 5.842 2518.02 2359.33 2783.57 '
ECB5 6.036 2589.06 2426.82 291215 0.1
ECS0 6.282 2704.74 2510.6 3087.17 0.0 v S
EC95 6.645 2B69.33 2634.53 3373.28 1 10 100 1000 10000
ECS9 7.326 3205.57 2872.84 3998.54 Dose mglL
Dose-Response Plot
1 < <
0.9 1
0.8 4
_o071
_; 06 é -
€ o1
@ 0.5 7
[ 3
T o044 &
S
0.3 4
0.2
0.14
0

1000
1500 4
2000 4
*2500
3000

D-Contral



.| Emvironmental Testing Sclutions, Inc.

Statistical Analyses

Acute Daphnld"l'est-4§ Hr Survival

Start Date: 8/9/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 9/11/2025 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 0.0000 06000 04000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 O0.0000 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 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 20
*2000 0.3000 0.3000 0.5650 0.2255 0.8861 50.368 4 10.00 10.00 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.68087 0.844 -0.1975 5.49067

Equality of variance cannot be confirmed

Hypothesis Test (1-tail, 0.05)

NOEC LOEC ChVv TU

Treatments vs D-Control

Steel's Many-One Rank Test

1500 2000 173205

Trimmed Spearman-Karber

Trim Level ECS50 95% CL
0.0% 1869.98 1774.62 1970.47
5.0% 1863.6 1759.25 1974.14
10.0% 1857.58 1744.15 1978.38 1.0 -
20.0% 1847.3 1715 1989.81 0.9 1
Auto-0.0% 1869.98 1774.62 1970.47 » 1
08
0.7 4 r
2 0.6
2 ]
8 05 A
2 ]
= 0.4 :
0.3 4
0.2 4
0.1 4
0.0 +— e T
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 < <
0.9
0.8 ]
0.7 3
E E
2 0.6 7 -
[
@ 0.5
» 3
L 0.4 1
L
0.3 4
0.2 ]
0.1
o ]

D-Control

000
1500
*2000
2500 ¢
3000



* m— — gy Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart

SNSRI Source: In-house Culture
1.14 S T . T T S T . S R A S R R S R R
[ Control Limits (+ 2 Standard Deviations) |
112 + A
B — N e p— — /. ___________ Y i
¢ ® @ ° ¢ [ ]
1.10 ® ° d -
—— it ® . 3
L ® ® 4
£y
® ®
—~ 108 [ I -
S R o e
T i i
2
_:I‘ 1.06 - =
o AR Y RN NN NN TR SN (NN NN SN MNN N SN T N SN M S S
4 T T T T T T T T T T T T T T T T T T T T 3
8
—-— 1.25 + -
: warsing i -
arning Limits
¥ 12F .
~ | oot mpate s eraesassysmemssnans e ananse RS SRR SRS |
1.15 - =
110 L _!_:_ _______ M o s § i . 4 0 5 “.5_:.* ..... . _'—......_. _____ ; . .......... . i
’ L @ - o LS _
. O oo s e o 5 B s 5 e S o |
1.05 - =
100 L i
0.95 L | | | [ | | | | [ NN NN SR M S NN S
' .1.°* 1-“ 1.“ 2% At 2% 25 1.5 2° 1.‘= o @ ‘f’ 25 19
@ et 97 0 92 AT a6 7 Y0 T o o T 6 o
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).

e C@NEral Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
s = Control Limits (mean logarithmic IC, £ 2 standard deviations converted to anti-logarithmic values)

e 1 ¢+ 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,

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

nered and
Reviewed by
Him Sumner
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Enviranmental Testing Salutions, 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)
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Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)
Species: Ceriodaphnia dubia

CdNaCICR #: 313

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

Chemical analyses:

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS 1 ABAY
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: BUAUA
Date and times 01-08-% 0LbQ vt odoD
organisms were born between: :ncu:_natur number and shelf 1 &l
ocation:
Culture board: -0v1S A :
Replicatenumber: | 1 | 2 [ 3 | 4 | 5 [ 6 | 7 | 8 | 5 |10
Culture board cupnumber: | A [ § [ = [vo [ 1L ]|1 [ [ ]w [
Transfer vessel information: pH(S.U.): 1,871 Temperature (°C): . §
Average transfer volume (mL): | <0.25mL
Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal and feeding, or | sefenastrum YWT batch used
termination time
9 07-08-25 081D ool | aves | avovast] Al
N
1
07-09-25 oL O \ U
J
2
07-10-25 oo A0S A Iy
3 11 b
o oL\O & _ﬂ
4 12
07-12-25 oD -V M
5 13-
07-13-25 0L ™D l ,“.
6 i
07-14-25 OLSA N A .L H
7 07-15-25 M0

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 CaCOy/L SM 2320 B-2021 Accumet AR20 93312452

Hardness 5.0 mg CaCO3/L SM 2340 C-2021 Not applicable Not applicable

Temperature 0.1°C SM 2560B-2010 Digital Thermometer | VS0UaM0&S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: O71. <20% 7-day LCso (mg/L NaCl) 21400
% Adults having 3™ Broods: 100 T 2 80% NOEC (mg/L NaCl) 1000
% Mortality: ofT. < 20% LOEC (mg/L NaCl) 1200
Mean Offspring/Female: 3.4 2 15.0 offspring/female | ChV (mg/L NaCl) 1045.S
% CV: L. O] <40.0% IC2s (mg/L NaCl) 1110.
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Eavironmental Testing Salutions, Inc

Species: Ceriodaphnia dubia

Page 2 of 6

CdNaCICR #: 313

CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10

1 Young produced (@) (o) 0 O ¢} O 0 (0 O 6_
Adult mortality | N G B I e e et T U I WU

2 Young produced @) o) [a) O 0 O O @) O (0]
Adult mortality ol LV I "S5 I b ol RN e T

3 Young produced O 0 @) O Q O (e Q 0 Q
Adult mortality L\ — | w - L (. s _ S

4 Young produced 3 . (.Y 94 SN S W (. 5 \.l
Adult mortality - e | N | Moo | R ] N [ S

5 Young produced vL | \D o W\ 1\ t0| 10 10 10 13
Adult mortality [ - L N - —

6 Young produced 0 0 O & 0 0O (9] O O O
Adult mortality (G I NS I VOUISY B NS S WO [N NS [ N e G I G B -

7 Young produced e (WS \S 11 { R T 1 S AN ™ 3%
Total young produced w1 | 3\ |3 s>v| v e | Lk Jo| W 0
Final Adult Mortality - ol [~ - “ | — — —
X for 3™ Broods Xl X S [ M | S| K X | X [ X
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: o1
Mean Offspring/Female: 30.M
600 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 a4 5 6 7 8 9 10
1 Young produced 0 0 o) O O 19) O [0) '®) O
Adult mortality w w_ - G , , e (. L I W I
2 Young produced O O O /8 O O O O O O
Adult mortality i w . L | — _ O L L -
3 Young produced O ®) ®) @) (@) (@) O O o @)
Adult mortality (U L N e N I S B O e T s I
4 Young produced N\ v S S «\ g G 4 = (VS
Adult mortality [P I N — | L I [ VI (P | N
5 Young produced v 1l ID| 10 |5 W I U T I O TR I 1 ) L 1\
Adult mortality vl | v Yo , W . — N — | T
6 Young produced (@) (@) O [9) O @) (@) O (8] O
Adult mortality el e ] R s | s O ol | N [ R
7 Young produced (RN S (3 1 13 1y 1) 1b L1 19
Total young produced A\ | 1€ AL Y& | 30 | B0 | An -1 31
Final Adult Mortality Ll T T T [ |- [N\
Note: Adult mortality (L = live, D = dead), S8 = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: oT.
Mean Offspring/Female: 30.4
% Reduction from Control: | ~ L.k T

SOP AT14-Revision 6-Exhibit AT14.1



Envirsnmental Testing Salutiam, Ine.

Page 3 of 6

Species: Ceriodaphnia dubia CdNaCICR #: 313
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 (8] O (6] O O O (9 O
Adult mortality ] | S B (I L | — |- —
2 Young produced o (o) O O (@) O O O &) O
Adult mortality | O I (V] Y (T | e [
3 Young produced O (@) () O 6 O O O o )
Adult mortality S I N i, - e N ]| N |
4 Young produced — S S S S [ “\ © S S
Adult mortality — | g o Ul | ~— | —
5 Young produced 10 [ I AL | WO \O 10 10 1D 'y A%
Adult mortality w N wl M\ Lo T - N — N
6 Young produced o) 0 (D) O (®) @) 0) 0 0 9]
Adult mortality \ ! I R [ TS N VY B WSS I WO [ G S WS L S -

7 Young produced v & 1S | o Wb (L= 1 ¥4 V3 1s| S
Total young produced | v | &y H 14 3 L | 19 33 ’5T
Final Adult Mortality Ul T T - T
Note: Adult mortality (L= live, D = dead), 58 = split brood (single brood split between twe days), CO = carry over (offspring carried over with adult during transfer).

Concentration:
% Mortality: ot
Mean Offspring/Female: 3148
% Reduction from Control: -3,.'0_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 @) O O O O 0 O @) O (@)
Adult mortality | | { - |l N L5
2 Young produced [8) o O 0 D O O O O 0
Adult mortality Ll ] « o] e e % | %=
3 Young produced O '®) O O (@] O O @) O o |
Adult mortality l o v | — S i — |
4 Young produced Y . N S B S S | S S
Adult mortality " [ O | | V] ] A
5 Young produced 10 W\ t\ \D 10 AL VL |\ | (D {0
Adult mortality wo l N - - ; AN (R S . w
6 Young produced O O @) O O ) @) O O @)
Adult mortality |\ I N [ WY [ WS I G [ W B G [ — |

7 Youngproduced | \7\- [ Y SN T v A ] we [
Total young produced e N 30 | = Tk >3 3 k| B S0
Final Adult Mortality R A - | e e
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: Q7

Mean Offspring/Female: ’2‘1.3

% Reduction from Control: 3.0/,
SOP AT14-Revision 6—-Exhibit AT14.1



Envisonmental Testing Solutions, Inc.

Species: Ceriodaphnia dubia

Page 4 of 6

CdNaCICR #: 313

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 O O O D O O O 0
Adult mortality U vl ] ] e e A |
2 Young produced 0 0 @) O o O O O O O
Adult mortality L - N wl o ] N , N R [
3 Young produced ) e O (@) (@) (@) O (@) 0 (@)
Adult mortality [ - e . | e | N N
4 Young produced “\ = S 1 q 2 2y Y \,l .
Adult mortality L I I I I . = I S .
5 Young produced A A | \O .t £ q S 1 L
Adult mortality 8 S L V) [ Y (R N e Il T O
6 Young produced O O O O o (@) (@) 0 (@) (@)
Adult mortality ol v | v L D W [ S L R [ S S e -
7 Young produced \ Y (P # [Ry) A o 1\ N |
Total young produced v \4 1% 1o \ & V& 1S 10| 14 b
Final Adult Mortality L= T - U |
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: 7.
Mean Offspring/Female: 1£.0
% Reduction from Control: | dp, £ 7.
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 S 6 7 8 9 10
1 Young produced &) O 0 O O O 0 6_ (0] 0
Adult mortality W U I VU [ G I W I W G e
2 Young produced @) O O 0 O O O O O @)
Adult mortality w | — — , e | W R W | - o =
3 Young produced [®) (@) (@) O O O O O (@) O
Adult mortality | Y I W e L U I WU I VN O W I Gy B WO Nz
4 Young produced o\ \ \ \ b \ 1 \ \
Adult mortality LSS I NP [ W B W L ' [ - o —
5 Young produced ) \ 0 o) 0O O (@) 9) L D=-1
Adult mortality o v “ w | v O o [ | (-
6 Young produced O O O O (@) (@) @) O @) (@)
Adult mortality | I | T B | - | [ — I
7 Young produced (®) (o) (®) (&) n o 0 O O 0|0
Total young produced ~ o I \ \ X 2 \ 1 B \
Final Adult Mortality L = o [ e | i [ . el [,
Note: Adult mortality (L = live, D = dead), 5B = split brood (single braod split between two days), CO = carry over (offspring carried over with adult during transfer),
Concentration:
% Mortality: [6]4
Mean Offspring/Female: 1.4
% Reduction from Control: 33.8 7.

SOP AT14-Revision 6-Exhibit AT14.1
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Statistical Analyses e
| Testing Sol Ill_:-,
Ceriodaphnia Survival and Reproduction Test-Reproduction

Start Date: 7/8/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxcant

End Date: 7115/2025 LabID: 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 32.000 31.000 31.000 32.000 27.000 30.000 28.000 30.000 30.000 33.000
600 31.000 32000 28.000 32.000 29000 30.000 30.000 30.000 35000 32.000

800 32.000 32.000 31000 31.000 29.000 33.000 32000 28.000 33.000 31.000
1000 26.000 30.000 30000 27.000 28.000 34000 31.000 28.000 31000 30.000
1200 17.000 19.000 18.000 20.000 18.000 18.000 15.000 20.000 19.000 16.000
1400 2.000 2.000 1.000 1.000 3.000 3.000 1.000 2.000 3.000 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 30400 1.0000 30400 27.000 33.000 5.046 10 30.867 1.0000
600 30900 1.0164 30900 28000 35000 6.373 10 -0.644 2.287 1776 30.867 1.0000
800 31.300 1.0296 31.300 29.000 33.000 4.531 10 -1.159 2.287 1776 30.867 1.0000
1000 29500 09704 29500 26.000 34.000 7.869 10 1.158 2.287 1.776 29.500 0.9557
*1200 18.000 05921 18000 15.000 20.000 9.072 10 15.969 2.287 1776 18.000 0.5832
*1400 1.900 0.0825 1.900 1.000 3.000 46.084 10 36.703 2.287 1.776 1.900 0.0616
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Testindicates normal distribution (p > 0.01) 0.60655 1.035 0.05692 0.36712
Bartlett's Test indicates equal variances (p = 0.15) 8.20101 15.0863
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunneft's Test 1000 1200 1095.45 177561 0.05841 139171 3.01481 54E-43 5,54
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95%CL Skew
Icos 1003.07 36.2337 898.011 102416 -1.4976
IC10 1029.91 11.9032 1004.58 1048.99 -0.9498
IC15 1056.75 10.1902 103422 1073.77 -0.5462 1.0
IC20 1083.59 9.2659 1061.94 1099.08 -0.5671 0.9 1
IC25 111043 B8.65762 1091.36 112442 -0.5850 G
iC40 1190.96 B.7838% 117165 120486 -0.5336 0.8 1
IC50 1231.88 578721 1219.19 124162 -0.5856 0.7 1
0.6 -
@
E 0.5 -
w 0.4 9
2 0.3 4
0.2 -
0.1 -
0.0
-01 - -
0 500 1000 1500
Dose mg/L
Dose-Response Plot
40
35 -L
1
30 . 1-tail, 0.05 level
- of significance
525-
%20-
&
& 157
10 4
5-
]
0 — —

600
800
1000}
12001
*1400




Environmental Teating Selutions, inc.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5 of 6

CdNaCICR #: 313

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 i
pH (5.U.)
Dissolved oxygen
[ (mg/1
Conductivity
{(umhos/cm)
CONTROL, MHSW Alkalinity
(mg CaCO3/L)
Hardness
(mg CaCOs/L)
Temperature (°C) W, ! L .
pH (5.U.) 144 }-8% 3.4 3.4l 3.56 .46
Dissolved oxygen - .
600 mg NaCl/L e/t £ :
mg e , Conductivity | 3(:0
(umhos/cm)
Temperature (°C) .4
pH (5.U.) F.50
Dissolved :
800 mg NaCl/L g e
g N Conductivity
(umhos/cm) 17"30
Temperature (°C) .4
Dissolved oxygen 8 .
(mE fL] U
1000 mg NaCl/L Conductivity
{umhos/cm) Q00
Temperature (°C) ™. &
pH (s.U.) 59
Dissolved oxygen %0
(mg/L) )
1200 mg Nacl/L Conductivity
(umhos/cm) A43p
Temperature (°C) ™8
pH (S.U.) 364 354 .88 34D 3.40
Dissolved oxygen 4.U - %3,
1400 mg NaCl/L [C—?g’:jctiviw 21 : |
(umhos/cm) 243150 B : | EEAD i
Temperature (°C) N .4 8.0 w4 1.9 RENRY
Initial Final Initial Final Initial Final

SOP AT14-Revision 6-Exhibit AT14.1
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Enviranmental Teuing Solution, Imc.

Species: Ceriodaphnia dubia CdNaCICR #: 313

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

Concentration

Parameter

CONTROL, MHSW

pH (5.U.)

Analyst

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

Alkalinity
(mg CaCOs/L)

Hardness
(mg CaCOs/L)

Temperature (°C)

600 mg NaCl/L

pH (S.U.)

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

800 mg NaCl/L

pH (s.U)

Dissolved oxygen

(mg/L)

Conductivity
{(umhos/em)

Temperature (°C)

1000 mg NaCl/L

pH (S.U.)

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

s.0

pH (S.U.)

43

Dissolved oxygen

{mg/L)

M

1200 mg NacCl/L
Conductivity
(umhos/cm) QZZD
Temperature (°C) A
pH (5.U.) %K)
Dissolved oxygen
L ed\"l
1400 mg Nacl/L e e
{umhos/cm) 2 0
Temperature (°C) 1.0 . :
Initial Final Initial Final Initial Final Initial Final
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> e Ceriodaphnia dubia

Chronic Reference Toxicant Control Chart

D e R Source: In-house Culture
1.14 | | | | I | | | I I | | | I I | 1 |
[ Control Limits (* 2 Standard Deviations)
1A2- .
1 T — — - T e L ST e e i g . .
° . o e o °
1-10 ~ . . PSR ® e
| = ¢ °
> ]
P 7 - ) i e o i i i
G e M ST S R
s L
2
= 1.06
~
20 . p o f - 9 . f & 4 ¥ __p 8§ W 9 F. 9 F F
ue"'J T T T T T T T T T T T T T T T T T T T
- 125k
> i ;
.g Warning Limits
0 1.20
~N [ s s ea s RS app ISR RS s n s AR RRT e xR s A AR
125 I~
I m— v — e v o v b — " D o e A 4 S— i 3 % S 44— b S 5 . e
110 - e il ® 2 s
s 7 B s a5 8 a3 S 7 B
- T oy e s+ e v ¢
1.05. |
T TR T
0.95 i § - f 9. f 4 b f 4 | | ] . NS
' AR Al qk gk ol AR A0 A gl gk AN oD o 22 A0 L0 1." 25
28 0 (L 1T T BT T A7 57 9 S _QWQ& B oS o P
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).

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

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

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

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

Al0
Sat0= 10" percentile of CVs reported nationally by USEPA)
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. Environmental Testing Sakutions, Inc.

Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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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
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Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)

Species: Ceriodaphnia dubia

CdNaCICR #: 314

Dilution preparation information:

Comments:

NaCl Stock INSS number:

INSS

BAD

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: & LAl
Date and times 05-15 0530 Yo 0D
o¢- %
organisms were born between: Incubator number and shelf 9 \
location:
Culture board: oVv1a1s A
Replicate number: | 1 | 2 | 3 | 4 s | 6| 7|89 |10
Cultureboard cupnumber: | V[ [ 3 [ [ W [ v [ w23
Transfer vessel information: pH(5.U.): 8.1 Temperature (°C): =\$.0
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 -05-
08-05-25 o0d 00 080018 | 0d0vS | qesvs b | 1
1 08-06-25 0b0% \ X
~
2
08-07-25 OLAD aavas C | K
3 i
08-08-25 020 L \.A
4
08-09-25 010 otod s | N
5 i -
08-10-25 T O \ ,l,\
6
08-11-25 Do\ L 1l
7 22y =
08-12-25 0b50 %ﬁrﬁ & M

*QOrganisms 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 ¥SI 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 2560B-2010 Digital Thermometer | 1308 S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: o7 <20% 7-day LCso (mg/L NaCl) MUoa
% Adults having 3" Broods: \o 9/, > 80% NOEC (mg/L NaCl) 1002
% Mortality: Q. < 20% LOEC (mg/L NaCl) {202
Mean Offspring/Female: 30. b 2 15.0 offspring/female | ChV (mg/L NaCl) 1096 d
% CV: Uo-. <40.0 % 1C25 (mg/L NaCl) VI12.\

SOP AT14-Revision 6-Exhibit AT14.1



Emronmental Testing Solutions, Ine.

Species: Ceriodaphnia dubia

Page 2 of 6

CdNaCICR #: 314

CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced o (o) (@) 0 ®) (@) @) (@) @) O
Adult mortality L I N B N | | O O W I
2 Young produced (@) o) ) () O O @) 6 O (@]
Adult mortality o [ w | — L G s ~— ~_
3 Young produced o O o (@) o o () (@) O O
Adult mortality ol “ - - - — — - -
4 Young produced S < S ~ { 93 2 [N S S
Adult mortality Ll | el v ] A L B i B
5 Young produced W\ D |V 1D 1\ 1\ L 10 L] 10
Adult mortality L S N i T Al A A | % | A
6 Young produced 0 (@) O 0 Q (0] 0 (o) 0 O
Adult mortality L O s N 1 M , O N | N
7 Young produced < \S i vk Y | S 1 & i1 B T I
Total young produced a\ 3D 31 | a\ 20 \.5 0 3y 30 24 S T
Final Adult Mortality N NN N T N
X for 3 Broods S| S e 7= > < | X | > <

Note: Adult mortality (L = live, D = dead), S8 = split brood (single brood split between two days), CO = carry aver (offspring carried over with adult during transfer).

Concentration:
% Mortality: a7
Mean Offspring/Female: 30.9
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 9] O é O
Adult mortality ol - | Ul wu L | G [ R I
2 Young produced O O O 0 O (0} O O (@) O
Adult mortality uou | w [ — 3 — . ol ow
3 Young produced S (@) 0O (&) O O (@) O O O
Adult mortality O - N | - - L - Ko
4 Young produced 3 < S S 4 A 5 3 S Y
Adult mortality | < | O [ [« - | - o i
5 Young produced 10 L = i vl (X vy 1D il i\
Adult mortality v [uw [ - w M ol |
6 Young produced 0 O O (o) O O Q (@) (@) O
Adult mortality O~ | = A , St - — “ -

7 Young produced 1S 11 i (LW 14 | Y i1 8] I§_
Total young produced 30 A3 5\ 31 33 \50 31 3y Yo 30
Final Adult Mortality | — | [ L [N [ N I W I (-
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: 21 5
% Reduction from Control: | -7,.3%

SOP AT14-Revision 6-Exhibit AT14.1
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Environmental Testing Sofutiens, inc.

Species: Ceriodaphnia dubia CdNaCICR #: 314
800 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced [y Q (@) (») 0 O O O 0 O
Adult mortality (- | \ | W A\ w L LS I
2 Young produced 0 0 O O ) 0 [9) O 0 O
Adult mortality (- , W . . S S T — e
3 Young produced (®) (D) O (@) (@) O O O (@] (@)
Adult mortality , N — S — — — —
4 Young produced gl - S Y S \{ ‘-\ S S 5
Adult mortality (- s X e NS (- o | W
5 Young produced 10 | v v | Vv L S WO I e W v\ 10 [ v\
Adult mortality w vl vl w | w |~ |~ | — |
6 Young produced &) @) @) (@) 0 O D) ) @] Q
Adult mortality - = - — | — | N MmN
7 Young produced VWA WS VS S e v\S| 14| 'S 9 =
Total young produced M W 51 1 'b\_\ 1é v A ) 30
Final Adult Mortality (- | s | 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: o/

Mean Offspring/Female: 2|.77
% Reduction from Control: [ —=2.94.

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 0 0 O O O O O O
Adult mortality ol . Sl w (- (- el e — u
2 Young produced O O O C) O O 0 O O (@)
Adult mortality - el Al M| Eel Nl N ] K] A T
3 Young produced (@) @) (@) (@) (@) (@) O O O O
Adult mortality L | I — | S | (W [ —
4 Young produced S g ey S S L \{ \{ 9 S
Adult mortality Ll oWl vl w L e [ [N - —
5 Young produced (G T A 1N 10 (f =) \Q 1D 10 L (-
Adult mortality A | I | O T A N (O Y O W
6 Young produced O O | O @) O ) @) @) [©) &)
Adult mortality | P VS TR i [ (R I (. - | -
7 Young produced \S 4 | v 1S '3 11 ™ b [ V7
Total young produced . Yy B3\ 24 |30 9 R 2LE 3L 3\\
Final Adult Mortality w TN T S N T -
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: O
Mean Offspring/Female: 709
% Reduction from Control: | — 2.3+,

SOP AT14-Revision 6-Exhibit AT14.1
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Enviseamental Testing Sohutians, Ing.

Species: Ceriodaphnia dubia CdNaCICR #: 314
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 0 o) 0 @) O O (@) (@) O
Adult mortality — = wl v o | M ] N | s ]| M ]
2 Young produced (@) @) O @) 0 O O (@) (@) (@)
Adult mortality g___ w [ (- | — L — —
3 Young produced (®) o (@) @) () o) (@) O (e} O
Adult mortality wl ~— | — | — — | — (.
4 Young produced < N\ Ny \{ o W\ '\.\ g 3
Adult mortality 3 . — | — — | — — N | R
5 Young produced 'O L 1 & S a S L | v Y
Adult mortality - sl N — T Nz L L — |
6 Young produced O @) (&) O O O (®) (@) (@) O=
Adult mortality Nl N L R —  —| | «— |
7 Young produced § (1 ;_ S 1 \-{ 10 | 4, =
Total young produced 20/ 1& 1~ 1 \4 V1 14 11 W& \ f-
Final Adult Mortality - [T Ly ™ [ [\
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: 17771
% Reduction from Control: | - ©.37%
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 B 9 10
1 Young produced O 0 (@) 6 o) O O O O 0
Adult mortality T S ] e | Rl TRl | s | &
2 Young produced 0O 0 [®) o) Ol O O O o) O
Adult mortality O w | w (. - — (. (- ot N
3 Young produced D (®) () (@) (&) (&) O () O (@)
Adult mortality [ N N N G | w = . .
4 Young produced a \ N 1 s \ \ \ N 3
Adult mortality w “ — ] U |« L [
5 Young produced O (@) [®) [®) [®) O O O O O
Adult mortality o W [V B e . N — — W
6 Young produced (@) (o) O O O O (o) [6) é D
Adult mortality ol vl vl w | R | e (. e | A
7 Young produced O \ O (8 Q \ 0 O 0 (0]
Total young produced -~ + 3 + + R v \ N _'5
Final Adult Mortality oo \- o S . —
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: D/
Mean Offspring/Female: Z .
% Reduction from Control: | Q% g,

SOP AT14-Revision 6-Exhibit AT14.1
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Statistical Analyses {"‘._;::;
e Ll
) Testing Soluti Inc.
Ceriodaphnia Survival and ﬁoproducﬂon Test-Reproduction
Start Date: 8/5/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 8/12/2025 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-m 1 2 3 4 5 6 7 8 9 10
D-Control 31.000 30.000 32000 31.000 30.000 30.000 33.000 30000 29.000 32.000
600 30.000 33.000 31000 32000 35000 30.000 31.000 33.000 30.000 30.000
800 33.000 33.000 32000 32.000 34000 28.000 34.000 30000 31.000 30.000
1000 32.000 33.000 31.000 29.000 30.000 29.000 31.000 28.000 32.000 34.000
1200 20.000 18.000 14000 17.000 19.000 17.000 19.000 17.000 18.000 18.000
1400 2.000 2.000 3.000 2.000 2.000 2.000 1.000 1.000 3.000 3.000
Transform: Untransformed 1-Tailed Isotonic
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Contrel 30800 1.0000 30800 29.000 33.000 3.991 10 31.333  1.0000
600 31.500 1.0227 31.500 30.000 35.000 5447 10 -0.986 2.287 1.623 31.333 1.0000
800 31700 1.0282 31.700 28.000 34000 6.140 10 -1.268 2.287 1623 31333 1.0000
1000 30900 1.0032 30900 28.000 34.000 6.188 10 -0.141 2.287 1.623 30900 0.9862
*1200 17.700 05747 17700 14.000 20.000 9.245 10 18.451 2287 1.623 17.700 0.5649
“1400 2100 0.0882 2.100 1.000 3.000 35136 10 40.424 2.287 1.623 2100 0.0670
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Test indicates normal distribution (p = 0.01) 0.56261 1.035 -0.1123 0.10413
Bartlett's Testindicates equal variances (p=0.11) 9.04435 15.0863
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1000 1200 109545 162349 0.05271 1457.22 252037 14E-45 5,54
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mgil. SD 95% CL Skew
IC05 1017.17 126802 993.449 1024.06 -5.9826
IC10 1040.91 6.36064 102546 1048.35 -0.9472
IC15 1064.65 6.01704 1050.79 1072.79 -0.7349 1.0
IC20 1088.38 5.90182 1074.37 1097.22 -0.5088 09:
IC25 1112.12 6.02808 1098.12 112166 -0.3307 3
IC40 1183.33 7.61971 1167.87 1197.47 -0.1585 0-3'
IC50 1226.07 6.23606 121213 1236.39 -04513 0.7
06
@
Eo_s
g 0.4
03
0.2
0.1 4
0.0 -
-0.1
0 500 1000 1500
Dose mgilL
Dose-Response Plot
40 1
as

T can I L\L 1-tail, 0.05 level
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Envirenmental Testing Solwtions, inc.

Species: Ceriodaphnia dubia

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.

Page 5 of 6

CdNaCICR #: 314

Day
(Analyst identified for each day, performed pH, D.0. and conductivity measurements only.)
0 1 2
Analyst AL XL
Concentration | Parameter L i
pH (5.U.) % 7%\
Dissolved oxygen .
(mg/L) éM
Conductivity
CONTROL, MHsw {Himhos/cm) A3
inity
(mg CaC0s/L) LD
Hardness
(mg CaCOs/L) A\
Temperature (°C) 44
pH (5.U.) 2.00
Dissolved oxygen
(mg/L) 84
600 mg NaCI/ L Conductivity
(umhos/cm) 1310
Temperature (°C) WA %.\
oid il X7 EET 253 [3F |9.%3 | %%
:):;;l.lred oxygen 6 ‘_‘ %\ %.3 %\ %4 .9
800 mg NaCl/L  |-coti . g e :
(umhos/cm) IPS'O 13S0 10
Temperature (°C) 2s.0 5.0 1.4 .4 W4 $- L
pH (5.U.) 9.00 3. 51 253 3 .52 34
Dissolved oxygen
g\ 5 2 B4 9
1000 mg Nacl/L e o aq | b
{(umhos/cm) qu e 20490 3 10 i
Temperature (°C) 1%.0 L4 M .q w9 8.0 1§
pH (s.U.) @,oo 3. %50 154 KT E ) 59
Dissolved oxygen 9 3‘ ‘_{
1200 mg Nacl/L el e M - i
{umhos/cm) 2330 " W 24D SMEE
Temperature (°C) 5.0 .4 A 5.0 %.0 ™.k
PH (s.U.) 6.2 | 3% 9.¥4 1.30 3.4
Dissolved oxygen .
. gl""l L
1400 mg NaCl/L %" & 04 —
onductivity 2 b ) _
{umhos/cm) 6 27900 2 g
Temperature (°C) %. 0 %0 W
Initial Initial Final

SOP AT14-Revision 6-Exhibit AT14.1



Page 6 of 6

_ Enviroamental Testing Solutions, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 314
Day
{Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
Analyst
Concentration Parameter 55
PH (5.U.)
Dissolved oxygen
| (mg/L)
Conductivity
(umhos/cm)
CONTROL, MHSW Alkalinity
(mg CaCOs/L)
Hardness
{mg CaC0s/L)
Temperature (°C) W& %\ w4 5. -4 S\ A A A5
pH (5.U.) a4 1.4% g.0 §o0 396 40 |3.93 1292
Dissolved oxygen &% %\ 3
L v g j
600 mg Nacl/L  |mEl) e L >
(umhos/cm) 1271 e __ D3sc
Temperature (°C) .4 WA 5.0
pH (s.U.) 3.4 2.9} ¥ -0A
Dissolved oxygen
(me/L) &2 %.1 %3
800 mg NacCl/L [ Canductivity _
{(umhos/cm) 750 11O
Temperature (°C) .4 w4 W4
pH (.U.) 1.45 J.93 §:02 $-00 3.94 2.1 |3as 3y
Dissolved oxygen
(meg/L) 3.5
1000 mg Nacl/L  Conductty
(umhos/cm) QD% i i SR ] GTa 5 Lo E =
Temperature (°C) g 15 .\ . As.\ 5.0 M-§ .9 s.\
pH (S.U.) 3.40 3.9% 3.00 00 | Faq P 1290 2l
Dissolved oxygen
(me/L) 8 3. ¥.2 3.0 3.3 8.0 g% 1s
1200 mg NaCl/L Conductivity g e R = 1
{(umhos/cm) d440 _ AHAD o EGTe) J = - {2490 L A
Temperature (°C) a4 . € 15.0 . .l As. ( 15.-0 NS.3
pH (5.U.) 9 .a% .93 $.00 o0 | 30 2493 348
Dissolved oxygen
(mg/L) %3 %) %.3 i3 €
1400 mg NBCVL 'aducﬂviw B e i
A%0D '.’.J,?%"-:,:‘;lg"\'.- 29 1a el 2 of pg
(umhos/em) | B S ire) 10 e ’ { 290D RN
Temperature (°C) w 4 1.0 15.0 15.9 1.4 5.0 o
Initial Final Initial Final Initial Initial Final

SOP AT14-Revision 6—Exhibit AT14.1



o mmm mp— gy Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart

Srchmmiatierg o e Source: In-house Culture
1.14 T — T T T T T T T T T T T T T T T 1
[ Control Limits (+ 2 Standard Deviations) |
1,32 S s
| —— ~e T T T T e © ﬁ
Y 4 ° @ ® ® Y
1.10 & g e
*_______‘_________,,,._... s @ @
B ® ® ]
° °
—~ 108 e o R
"G — _'Q — o ——
(G i 4
4
- 1.06 s
S~
20 i & @ 4 & o % ¥ 8 & _F- N __F- & 9§ B 4 £ 9
uﬂ S T R S T G T TS S B S S B Sk S S A I TR i
v 1.25 =
z — -
arning Limits
® 12 s
~ L eeeeetbet iR eSS R SR b AR AR st SO A RS |
1.15 - -
i e s o (5 44— 4 e b — — O — 4 My — ) — — — i T
L0 B S o ° ° e .
s o s ¢ s el s 5 e o . 1 B -5 - e |
105 F i
100 | eereeeese e N
0.95 Lol 1 T A N NN TR NN SR NN SN (N N (N N
: 5 15 15 5 15
A SO %6 0% 6% o7 9% 0 T 0 o T 6T o T e o7
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)
w = — 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)
s tS
=10 percentile of CVs reported nationally by USEPA)

--------- USEPA Warning Limits (mean logarithmic IC
S

.10 COnverted to anti-logarithmic values,

A.10

/ mtered and
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Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

e ey
. Erwlronmental Testing Solutions, knc.

Me=tr—r—7rJ7—75 173 7 1T &+ &— 1" & 719 35 T T 4|
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O~ 15 g
10 E I | I | I | I | I 1 | 1 | | L | I | L]
i | | | | | | | | | | | | | | | | | I | T ]
‘gé" e 40 n
"E' o B USEPA Maximum Coefficient of Variation Guidance Criteria (< 42%), NCDEQ Maximum (< 40%) .
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3 30[ 2
= © - 1
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e USEPA
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Jres 0,‘0‘3 c,.o 0&0& o & @ o xo .,' 0&-“ 010*’ 0°~ o O > 05.06 060 @S 0909
Test date
] 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.
ntered and

Reviewed by
Jim Sumner

—————  Central Tendency (mean Control Reproduction, CV or PMSD)

= = = . 095% Confidence Interval (mean Control Reproduction, CV or PMSD 2 Standard Deviations)
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Enviroamendal Testing Solubens, knc.

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

CdNaCICR #: 315

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS LN
Stock preparation: 100 g NaCI/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: GOLD
Date and times 0:A\S ©520 To oW
organisms were born between: Incub'ator number and shelf € 6-1_
location:
Culture board: A0L\S A
Rep[icate number: 1 2 3 4 5 & 7 B8 9 10
Cultureboardcupnumber: | [ [& | N [ 1 ]2 [20]2) [
Transfer vessel information: pH (s.U.): 1.8\ Temperature (°C): WM.4
Average transfer volume (mL): | <0.25 mL

Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal‘and feeding, or Selenastrum YWT batch used
termination time
0
VHas 0155 ol 28 081418 | AV WAl N\
1 09-10-25 0L40 J \ L N
2
09-11-25 0e>0 of-gh S S K
4
3 13-
09-12-25 O B0 é{'
4 13-
09-13-25 0 d0 r(
5 09-14-25 03 ¢ v
= — 4
09-15-25 LS L l(
7 5 LI
08-16-25 [{Se) [ SO : ®
*Organisms fed daily 100 pL Selenastrum and 100 pL YWT per replicate using HandyStep repeat pipettor SN 17E59354. M
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U, SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 YS| Model 52CE 08A100271
Conductivity 14.9 ymhos/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 LML E S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: o1. <20% 7-day LCso (mg/L NaCl) 7 140D
% Adults having 3" Broods: (7. > 80% NOEC (mg/L NaCl) 1000
% Mortality: O1. <20% LOEC (mg/L NaCl) 1200
Mean Offspring/Female: A.D 2 15.0 offspring/female | ChV (mg/L Nacl) 1045 .8
% CV: 4.37, <40.0% ICas (mg/L NaCl) ov.4
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Erviranmental Testing Solisioms, nc.

Species: Ceriodaphnia dubia

Page 2 of 6

CdNaCICR #: 315

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
Adult mortality o U] w w Lz Coal M | s |
7 [ Yomroned | 6] O] 6] O[O [ O[O [ 0[O [0
Adult mortality “ oo | | SR e SRR [ T W | o
3 Young produced @) (e (o) (@) @) (») @) O (@) O
Adult mortality ol vl wlw v - LS A G I W O G
4 Young produced N\ S 4 o “\ N A\ VS a Y
Adult mortality vl | — | - — - = T G
5 Young produced [ S N B O T e O il W v \Q 1D 10 [ '3
Adult mortality U w o S A o] A | A T —
6 Young produced o (&) O O O O [a) [8) (&) O
Adult mortality - , | s A - — [ — L
7 Young produced ST N ™ S ' o lé \S A
Total young produced D 3\ | 3% 3y 30 | 3\ 31 B
Final Adult Mortality | — | T I, = ~ X L I N
X for 3" Broods 3L -~ L e ¥~ Vv~ S Y~ >~ >
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: 3.3

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 0O 0 0) (-) é O O O
Adult mortality L__ Lol A\ - el Ao S — |\
2 Young produced O o O O O (@) O Q & Q
Adult mortality - T i S S T L . ! [ S
3 Young produced @) @) O O O A O @) Ol O
Adult mortality U . S . . N sl A o«
4 Young produced S 9 (VY ) S S 15 b ! S
Adult mortality U L S = e - -
5 Young produced L 5 U I W o} vy i T W\ v | 1D 1D | Y
Adult mortality e , L (- — L ) = N | AN
6 Young produced @) O o) 0 (@) O O O O O
Adult mortality Wl ] Mo S | , | - e | N
7 Young produced WS vy S \\\ ™~ v N 1\ 9 \§_
Total young produced 32 21 N al 30 2\ _{1 G 3\ 5‘—
Final Adult Mortality . = - N 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: 1.
Mean Offspring/Female: D\-3
% Reduction from Control: 0.0
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. Emvirenmental Testing Solutiony, ing.

Species: Ceriodaphnia dubia

Page 3 of 6

CdNaCICR #: 315

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) &) (9] 0 O O O '®)
Adult mortality _ L - Ne = , - L S |
2 Young produced 0O (@) (@) O O O O O O @)
Adult mortality | L\ A\ L L | | N | —
3 Young produced Ol O O O @) O O ol O 0
Adult mortality i, | ol e N L R B W
4 Young produced S Jd4 = | A | L S S [N S S
Adult mortality e - — — | — , — L - .
5 Young produced v | W\ VL 10 vy v Vo R i U Y
Adult mortality L R | I I , O S P, | Sl i, e
6 Young produced (&) Ol b O O O O O O e)
Adult mortality U B L W W L W B W B W b
7 Young produced ™[ Ve \S U! v [ P I W | (L .| ‘v
Total young produced -b\ 3y 3‘ -hb \b‘ 3% 3‘\ 30 a3 3
Final Adult Mortality | [ e N | - L e - \=
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: Y}
% Reduction from Control: | = L1

1000 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 ] 5_ 6 7 8 9 10
1 Young produced o) (@) O 0 0 (@) 0] (0] O (&
Adult mortality I _ L T = , S | | ;J
2 Young produced C O (@) C) ) @) O O Q O
Adult mortality Ul e [~ [ ] TN
3 Young produced @] O O O O O o O O O
Adult mortality o) N K| Nl Rl A o] ] A lSe
4 Young produced L Y <4 \ S S S| S 5] 3
Adult mortality Ol wul wu L - [ P - T
5 Young produced iD 10| 10 VL 10 il \" % [ 1D 10 [{®)
Adult mortality w Rs . s | N , — T I, e
6 Young produced O (o) O 6 ®) 0 O O (6) O
Adult mortality ul — b, S . _ _ N — =
7 Young produced v S W [ vy \S \S V] 1S
Total young produced 239 24 | LS DO 14 | 14 33 | 3 30 | LR
Final Adult Mortality L L] N L L L\ — o S
Note: Adult mortality (L = live, D= dead], SB = split brood (single brood split between two days), CO = carry over (offspring carried over with aduit during transfer).
Concentration:
% Mortality: 01.
Mean Offspring/Female: 30. 0
% Reduction from Control: 4.1 1
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Environmental Testing Sohutlony, Ing,

Species: Ceriodaphnia dubia

Page 4 of 6

CdNaCICR #: 315

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 (@) Q (&) (@) O (@) (o) (@] O
Adult mortality | [ . R N L I . - N | K
2 Young produced (o) (@) O O ®) 0 O (®) (@) O
Adult mortality I . A= LY . [ . . — |
3 Young produced (@) 0 8) O 0O O (@) @) O Q
Adult mortality N DU Y N P L ) B — L g -
4 Young produced XN <\ L s S | = Bl S (2% 9
Adult mortality | w N A | ] ] | -
5 Young produced 8 < 10 & | 1l b 4 4 |
Adult mortality wl v v N N L S
6 Young produced o 0O (@) O (@) O O O O |0
Adult mortality S L T Sl A A Nms L
7 Young produced § Q \_\ t_‘ WQ S W\ LY 4 A
Total young produced 1 V& e 1 \& \§ 206 L& i1 \ £
Final Adult Mortality N N ] o\ A I R I .
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: Ot
Mean Offspring/Female: 1.8
% Reduction from Control: _'-lé,\‘l.,
1400 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 O C-) (&) O O O (@)
Adult mortality - bl ) R )Rl K S i VR W
2 Young produced (@) @) O @) 6} @) (@) @) O J0O
Adult mortality bl Rl o | S ] S | o] Mool Nooo |l B R
3 Young produced O 0 O O 0 @] O O O Q
Adult mortality U - o ] W S|
4 Young produced T \ (o T i 22 ) \ K \ \
Adult mortality L (. S O — | - N - s A | N
5 Young produced ol © T O O O O O | O O
Adult mortality LU R G I W O R O T N -
6 Young produced o o) (@) o) @) O O O O O
Adult mortality O — | — . T [ . |- | — [
7 Young produced 0O & ») o \ \ \ O 6 \
Total young produced L \ +L \'l :’) q € b \ T
Final Adult Martality | M~ 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: 01
Mean Offspring/Female: p 54
% Reduction from Control: 13.01.
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Statistical Analyses pisisbron
Eivirantis Tnillng_ I Inc
Ceriodaphnia Survival and Reproduction Test-Reproduction

Start Date: 9/9/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 9/16/2025 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  30.000 31.000 30000 31000 33.000 34000 30000 31000 31.000 32.000
600 32.000 27000 34000 31.000 30.000 34000 29.000 33.000 31000 32.000

800 31.000 33.000 31000 30000 31000 33.000 34000 30000 33000 32.000

1000 34.000 29.000 28.000 30000 29.000 29000 33.000 30000 30000 28.000
1200 17.000 18.000 16.000 17.000 18.000 18.000 20.000 18.000 17.000 18.000
1400 2.000 1.000 2.000 4,000 3.000 4.000 2.000 3.000 1.000 2.000

Transform: Untransformed 1-Tailed Isotonic
Conc-mg/lL.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control  31.300 1.0000 31,300 30.000 34.000 4273 10 31.467 1.0000
600 31300 1.0000 31300 27.000 34.000 7.072 10 0.000 2.287 1.622 31467 1.0000
800 31.800 1.0160 31.800 30.000 34.000 4,398 10 -0.705 2.287 1622 31467 1.0000
1000 30.000 0.9585 30.000 28000 34.000 6.667 10 1.833 2.287 1.622 30.000 0.9534
*1200 17.800 0.5687 17.800 16.000 20.000 6.378 10 19.036 2.287 1.622 17.800 0.5657
*1400 2400 0.0767 2.400 1.000 4000 44790 10 40.750 2.287 1.622 2.400 00763
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Testindicates normal distribution (p > 0.01) 0.89619 1.035 0.26029 0.52632
Bartlett's Testindicates equﬂl \ariancesﬂ(_;_a =0.17) 7.82519 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 16217 0.05181 141672 251481 28BE-45 5,54

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 95%CL Skew
IC05 1001.75 326954 904.595 1018.8 -0.9365
1C10 1027.54 B.96355 1009.28 1043.02 -0.0724
IC15 1053.33 7.85637 1036.52 1067.91 -0.0122 1.0
IC20 1079.13 6.89146 1064.32 1091.38 0.0292 0.9 -
IC25 110492 6.1363 10922 111541 0.0332 i
IC40 11823 587316 117084 119248 0.1558 0'8:
IC50 1226.84 426774 1217.57 123398 0.0145 0.7 1
0.6 4
@ 4
E_ 0.5 4
o 0.4 4
& 0.3 A
0.2 4
0.1 1
0.0 <
-0.1 -
0 500 1000 1500
Dose mg/L
Dose-Response Plot
40 7
asq ..
. S| _
30 i 1-tail, 0.05 level
|_ of significance
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w
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Emdranmental Testing Sshutien, In,

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5 of 6

CdNaCICR #: 315

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 da

Day

, performed pH, D.0. and conductivity measurements only.)

0
Analyst | ¥ L XL
Concentration | Parameter ettt b || Sas
pH (s.U.) 2:4%
Dissolved oxygen
(mg/l) g3
Conductivity
%0
CONTROL, MHsW [-bmhosfem)
alinity
(mg CaCOs/L) 0
Hardness
(mg CaCOs/L) 8‘-\
Temperature (°C) .9
pH (5.U.) 473
Dissolved oxygen % ‘4
600 mg NaCl/L ‘c“;ﬁiﬂmm ——
'qlo : e
(umhos/cm) e
Temperature (°C) 5.0 15.0 NS-\
pH (S.U.) 3.%6 T.5% ¥S
Dissolved oxygen
% “ €3 79
800 mg NaCl/L E':r:ﬁ’::jctivity PRl e L
(umhos/cm) (740 i ot L 17140 o= 173%0 e By
Temperature (°C) .4 NS.D .4 5.0 1.4
pH (s.U.) Fau 140 2.%5¢ 1.5
Dissolved oxygen
(mg/L) ‘6-"1 ‘K-). - 5 ‘.}Cfl
1000 mg NaCl/L |-~~~ Zaciiviy T -
(umhos/cm) 213D S 2140 2140 ek e
Temperature (°C) 4.4 f -9, W L w.§ .9
pH (5.U.) 3.9l 3-%¥S 349D T.54 3%l
Dissolved oxygen ;
[msﬂ-] g‘..-l S’.O 8’-2 8'3 ?"01
1200 mg NaCl/L Conductivity _ '
{umhos/cm) 2500 . 2440 : ; A4 - :
Temperature (°C) 1s.0 16.1 ns.0 ~g. 1T ™. § s- o
pH (s.U.) J-9% | 3.%% had 384 ) 3.5
Dissolved
lr::ss;L: s g4 g0 g.o ¥-0 g3 +.4
1400 mg NaCl/L e ductivity
(umhos/cm) 28410 S0 x ! '-1‘810 - 45
Temperature (°C) 25.0 RN M. f nS-3 R ¥ WB.0
Initial Final Initial Final Initial Final

SOP AT14-Revision 6~Exhibit AT14.1
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Envicenmental Testing Salutlons, Int.

Species: Ceriodaphnia dubia CdNaCICR #: 315

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 4 5 6
Analyst [ XU asc @se st [ XL XL A
Concentration | Parameter A e R e A T el R AT PR
PH (s.U.) T3 144 333 *+a%8 I-54 34! 3.83 08
Dissolved oxygen .
(mg/L) 8.2 $.2 3.3 ; ,
Conductiviw R > : z Fe S
30% Spas 9% A e Tl
CONTROL, MHsw [imhos/crm) AR Sl Bt
alinity e L-,.S 2 g
(mg CaCOs/L) \ Ao - o
Hardness T : = e
{mg CaCOs/L) \kwa‘“ && Tr AR e
Temperature (°C) | . € W 5. . § 6.3 w4 1s.3
pH (5.U.) 2. 5l 18w 9% 1.9 3.4S .44 &.0\
Dissolved -
{;;R;E oxygen 5 %3 9.0 .3 4.0 g.3 ’-\‘-'5
600 mg NaCI/L Conductivity i -
(umhos/cm) 12%0 13490 - ]i3s0 1420 St
Temperature (°C) a4 8.1 WM. 1%. 0 A4 %1 w.4 1$- 1.
pH (5.U.) 7.<l 145 143 3.8 $.c0 3. a4 39% 434
Dissolved
me) | &3 5.1 3.2 $-0 %.3 %O g5 .5
800 mg NaCl/L Conductivity N T S : TP ’
(umhos/cm) Fsp [T 13z0 ST 1320 e 1810 P et
Temperature (°C) | 1$-0 .4 w4 .4 AdAa 1%.% 15.0 at.
PH (5.U) —5 1295 |72a5 | #9% %00 |zed  |+a4 A
Dissolved oxygen ) q
L 3.1 $.3 B0 %. §-0 g3 2y
1000 mg NaCl/L {C':ﬁ';dmm 32 e = 2 P S
(umhos/cm) 2130 ] 2.o20 e ES e 2\ 0 T e el
Temperature (°C) .9 S W. € W4 5.0 S\ 15.0 8-
pH (5.U.) 253 | 394 195 145 8.00 3.94  |3.99 33Y
Dissolved oxygen %o $.2 %0 %4 -0 ¥ 3 qg
1200 mg Nacl/L  |HoEld £3 —— . - o
(umhos/cm) P ) : | 2440 32440 255D : :
Temperature (°C) .4 WA WM. € ~S-\ \s-D g L n\$.0 R |
pH (5.0, 2 BT BT 343 gol  [Fead  |%.00 24¢
Dissolved oxygen ' -
(mg/L) .3 30 $.3 }C <2 g0 7% .S
1400 mg NaCl/L Conthictivity :
(umhos/cm) 274D ELE R%00 244d
Temperature (°C) ™A .4 . 1 RO 5.0 UV B w. ¥ WL
Initial Final Initial Final Initial Final Initial Final
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o m——— gy Pimephales promelas
Acute Reference Toxicant Control Chart

SRS TG SN0 e Source: In-house Culture
T T T T | T T T T T T T T T T
1.2 + o g s ]
Control Limits (+ 2 Standard Deviations)
1.1 -
B I -————— —————— —— . ) — |
B e —L‘——.-— ""L ® “® @ 7
— [ ]
S 09F —————ee e B e ®
> )
= i
=~
20 0.8 -
2 L | | l L e o fio = e ] I l | ] SN I I I l I
Y 1a
| . T T T T T T T T T T | T T T T T I 1
|
s | i A - i
o Warning Limits
=
00 1.2 _
S e,
1.0 '_ -—---;—‘-—n ............. '“"."_h"-m.. ................... q-”. hhhh @ =
@
e .y ® o SEU—. v e
L st s D A i A e R T v s i s ST o
BB T e e SRS R SRS SRR A A e s s s SRV .
0.6 ] I | I I I | I | I I ] L 1 ] | | | | 1
' L1 LIPS L. P LI L L S LN O L. L L, IS L . LT . YL L S
0% % @ BT 6 1 @ o 9T Ty AT G @ o 0 5 6 0
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

50 t
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,

Sig ™ 75" percentile of CVs reported nationally by USEPA)

V=2
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Pagelo
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 # \£D
Dilution Preparation:
Test concentrations (mg/L KCl) 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 75 10.0 125 15.0
mL Dilution water 495.0 4925 490.0 487.5 485.0
Total volume {mi} 500 500 500 500 500 Stock solution INSS #: 1'591"\
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH, dissolved oxygen and conductivity
Concentrati |
—— Analyst ﬂrax L {L XL ements only. Temp es performed at the time of test initiation or termination by ti
pH (5.U.) i : : analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identific
F b q —’q :}a 88 on the test specific bench sheets and transcribed to this bench sheet.
qussoIved oxygen (mg/L) &S $.x .0
i ]
Control, Conductivity (pmhos/cm) m 2a%
MHSW | Alkalinity (mg/L Cac0,) 62 Chemical analyses:
Hardness (mg/L CaC0;) "')J 6 Parameter Reporting limit  |Method number Meter Serfal number
Temperature (°C) U4 - . PH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (s.u.) ‘:}'ﬁ q ; Sg -j‘ SQ IDissolved oxygen 1.0 mg/L 5M 4500-0 G-2021 Y5I Model 52CE 0BA100271
IDiSSﬂlVBd oxygen (mg/L) g.w % : 5 8 o D (Conductivity 14.9 pmhes/em  |5M 2510 B-2021 Accumet AR20 93312452
500 mg/L
Conductivity (umhos/cm) 10 Alkalinity 5.0mg CaCoy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) L “ . S 1‘\,‘1 1_'{.. % Hardness 5.0 mg CaCOy/L  |5M 2340 C-2021 Not applicable Not applicable
Ip" (5.U.) .}_ '6‘() .._-}_' % 5 :'__Slg Temperature 0.1°%C SM 2550B-2010 Digital Thermometer f 736"6 (_[é
IDissnlved oxygen (mg/L) -0 3. X 8.0
750 mg/L
Conductivity (umhos/cm) 1SDD
Temperature (°C) 243 ~.y WA
pH (5.U) 5% 3.64 —3.50
|Dissolved oxygen (mg/L) 5.0 %L D
1000 mg/L 8
Conductivity (umhos/cm) | Kq 0
Temperature (°C) 1L} - Ll -ﬂ' |8 -ul .‘l
lpH (5.U.) 3 40 0 %4y \
Dissolved oxygen (mg/L) %, z. \
1250 mg/L | N 3 1
IConductivity (umhosfem) 31’1‘0 \
Temperature (°C) ZL’ 6 LW} \ &
a.
pH (5.U.) 741 3. 55 *
Dissolved oxygen (mg/L) 5 ‘5 L \
1500 mg/L 1 Sv
Conductivity {umhos/cm) ':LLLU.O
Temperature (°C) 24. 7 . S \

S0P AT13-Revision 6-Exhibit AT19.



Acute LC;o Whole Effluent Toxicity Test, Species: Pimephales promelas

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

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

Page 2 of 2

PPKCIAC # 1€D
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst IncubatorfShelf |  Template

[} .

Iniation m‘u E" ‘-S 2 Soj. % a ga 6 Qp ‘ G m’a ']9 e D 7‘3}'253
24

A0S 03%39 M
48
Termination ﬂ‘ Io' 1'5 73” I %
*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were ndt fed during the test,

Test Organism Information:

Organism Source:

IIn-hDuse culture

EPA loading requirement for freshwater species

of < 0.40 g/L at 25.0°C has been documented by
Spawning date: b 6 252§ ETS to never be exceeded using 1 to 14 day old
P. L
Age (1 to 14 days old): $to 6 dayl prd g
071-9015 o bo 2 7-23-25 obso
|Hatch date and times:
Average transfer volume: <0.25 mL
Transfer bowl information: pHiSU):  §.0\
Temperature (°C): 26.2 I C
Survival Data (number of living organisms):
Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Hailive Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
] 12 /Rl 62 P NEE B S
24 (2| (o 1o | (0] 9 9 2 Y 0 o ) o
d o |©
48 (afro e 919 1 |U |]»= ] o
Termination
Mean Survival \20 7, tao. 907. 3¢ o/ o7
Comment codes: d =dead, u = unhealthy, bs = bent spines, s = stressed
Statistics:
Method per * Comments:
Lower 95% confidence limit
|{mg KCIfL) '?3 H _7 i S
Upper 95% confidence limit
{mg KCI/L) q"fg 2\
48-hour LCs, (mg KCI/L) 0{ i2 _I,]

Test

Reviewed by:

SOP AT19-Revision 6-Exhibit AT19.1
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R, Reviewed by
) Statistical Analyses B S
Inc.
Acute Fathead y:lnnow Test-24 Hr Survival
Start Date: 7/8/2025 Test1D: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 0.2000 0.8000
1000 0.2000 0.4000
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 1.4120 1.4120 0.000 2 0 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.1992 0 20
750 0.9000 0.8000 1.2490 1.2490 1.2490 0.000 2 2.331 2.850 0.1992 2 20
*1000 0.3000 0.3000 0.5742 046368 06847 27.225 2 11.985 2.850 0.1992 14 20
*1250 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 17.927 2.850 0.1992 20 20
1500 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt

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

Hypothesis Test (1-tail, 0.05) _ NOEC _ LOEC _ ChV TU _ _MSDu__MSDp __MSB__MSE___F-Prob___ df
Dunnett's Test 750 1000 866.025 0.0978 0.1003 0.64149 0.00489 3.0E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 16.0964 3.178B07 9.B6736 22.3254 0 0.50143 7.81472 091858 2.96018 0.06213 4
Intercept -42.648 943861 -61.148 -24.148
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits o
ECO01 2.674 654.111 515.891 732.334 el
ECO0S 3.355 721.091 601.92 789.44 0.8 1
EC10 3.718 759.557 652.568 B22.857 0.7 - .
EC15 3.964 786.663 68B.474 B846.999 1
EC20 4.158 808.894 717.855 867.366 §°-6‘
EC25 4,326 828.466 743,518 885.874 &0_5.
EC40 4747 B879.91 B08.87 938.273 504:
EC50 5,000 912.384 B47.483 975.214
ECE0 5.253 946.057 884,606 1017.43 0.3 1
EC75 5674 1004.8 942.214 1100.65 02:
ECB80 5.842 1029.12 963.845 1138.19 S
ECB85 6.036 1058.2 988.454 1185.05 0.1 1 J
EC90 6.282 1095.96 1018.82 1248.57 00 o SR 1
EC95 6.645 1154.42 1063.35 1351.84 i 10 100 Apoo 40000
EC89 7.326 1272.64 1147.78 1575.21 Dose mg/L

Dose-Response Plot

1-tail, 0.05 level
of significance
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Reviewed by
Statistical Analyses Jim Sumner

D Environmental Testing Salutions, Inc.

Acute Fathead iﬂjnnow Test-48 Hr Survival

Start Date: 7/8/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 7/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Control 1.0000 1.0000
500 1.0000 1.0000
750 0.9000 0.9000
1000 0.2000 0.4000
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 1.4120 1.4120 0.000 2 0 20
500 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2.850 0.1882 0 20
750 0.9000 0.9000 1.2490 1.2480 1.2480 0.000 2 2.331 2.850 0.19%92 2 20
*1000 0.3000 0.3000 0.5742 04636 0.6847 27.225 2 11985  2.850 0.1992 14 20
*1250 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 17.927 2.850 0.1992 20 20
1500 0.0000 0.0000 O0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt

Normality of the data set cannot be confirmed

Egualit! of variance cannot be con_f_ln'ned

Hypothesis Test (1-tail, 0.05) NOEC __ LOEC ChV TU MSDu__ MSDp MSB MSE F-Prob df

Dunnett's Test

750 1000 B66.025 0.0978 0.1003 0.64149 0.00489 3.0E-05 4,5

Treatments vs D-Control

Maximum Likelihood-Probit

Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma Iter
Slope 16.0964 3.17807 9.86736 22.3254 0 0.50143 7.81472 0.91858 2.96018 0.06213 4
Intercept -42.648 943861 -61.148 -24.148

TSCR . 1.0

Point Probits _mg/L__95% Fiducial Limits g

ECO1 2.674 654.111 515.891 732.334 sl

ECO05 3.355 721.091 601.82 789.44 0.8 4

EC10 3.718 759.557 652.568 822.857 0.7 1

EC15 3.964 786.663 688.474 846.999 1

EC20 4,158 B80B.894 717.855 867.366 §°-5j

EC25 4.326 B828.466 743.518 B885.874 8. 05 4

EC40 4,747 879.81 808.87 938.273 g 04:

ECS50 5.000 912.384 847.483 975.214 o

ECE0 5,253 946.057 884.606 1017.43 0.3 1

EC75 5674 1004.8 942214 1100.65 0.2 4

EC80 5.842 1029.12 963.845 1138.19 -

EC85 6.036 1058.2 988.454 1185.05 0.1 1 j

EC90 6.282 109596 1018.82 1248.57 0.0 +—r—rrrreer o ——

EC95 6.645 1154.42 1063.35 1351.84 1 10 100 1000 10000
EC9g 7.326 1272.64 1147.78 1575.21

Dose mg/L

Dose-ﬁ_esponse Plot

0.9
0.8
_ 071

§ ]
E 0.6 ]
@057
— 3
I 041
0.3 3
0.2 ]
0.1 4

1-tail, 0.05 level
of significance

D-Control assstis




i Pimephales promelas
Acute Reference Toxicant Control Chart

ARSI, Source: In-house Culture
T T T 1 T T T T T T 1 | J
1.2 g e
Control Limits (* 2 Standard Deviations) J
L1 - 1
—— — — — | — — T " — —— — — — — - ." —— —l
1‘0 — ® e — m—-.--—- e [ ] . ® ° —
L W"""“‘-—-—-‘-—-———-—-,""“" @ — . . -
— -0 @ s .._ — i e 2
o 09 - S Sy —————————__ |
4
- ' ]
& 08 g
e e fe B B B . E 5§ B o § PG K. o 3§ . f 3
S 14 T T T T T T T T T T T T T T T T T T 1
o
= i 5 i
) Warning Limits
3
00 1.2 - "
B e, R R e e e s £ SRR R A
10 o e e e ,_,‘”-........—-..”a.,..._._..—-m": ................... .'- _— |
- ® o ] S— ® o BRI
o TR ey s e () s v ®
’. TS a4 w— o — ""=-. ........................ ®_ . .. .
2 TN g T 7
|. -
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e '091, a7 0,_1 091. & &01, 11_1, oL @ 0P 1"‘0&1‘3'0&1,‘3 A 031‘3 &P P
o> ot oo’ oY R el ¥ @ o o
Test date
o 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

50~
USEPA Warning Limits (mean logarithmic LC,, £ S, .. converted to anti-logarithmic values,

Spzs= 75™ percentile of CVs reported nationally by USEPA)

V=
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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 # LR\

Dilution Preparation:

Pagelo

Test concentrations (mg/L KCl) 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 K¢
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 5.0 7.5 10.0 125 15.0
mL Difution water 4585.0 492.5 4580.0 487.5 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: "L'b“"\
Chemical Analyses: Hours
0 24 48
Concentration l 4 *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
Analyst X L XL. ements only. Temp performed at the time of test initiation or termination by t|
pH (5.U.) analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identifi.
,}’.qq q -‘BIJ ? - %D. on the test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 6 l'\-( £.3 %0
Control, Conductivity (umhos/cm) 24
MHSW | alkalinity (mg/L Caco;) 6 Chemical analyses:
Hardness (mg/L CaCO,) q’ _} {Parameter Reporting limit | Method number Meter Serial number
Temperature (°C) ‘2 g 4 1_[ 4\_..\. ‘- g 5 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
{pH (5.U) 6 m -‘}5‘% 3 -_?.q Dissolved oxygen 1.0 mg/fL SM 4500-0G-2021  |¥5| Model 52CE 08A100271
Dissolved oxygen (mg/L) 6 \4 6 ,3 &1 D Conductlvity 14.9 umhosfem  |SM 2510 B-2021 Accumet ARZ0 93312452
500 mg/L .
Conductivity (pmhos/cm) ‘ 13 Alkalinity 5.0mgCaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 24 ‘_,I WA AS - Hardness 5.0 mgCacO,/L  |sM 2340 c-2021 Not applicable Not applicable
[pH ts.0) 8,00 2.6 3.50 Temperature 0.1° SM 25508-2010 Oigital Thermometer | (39 6y
Dissolved oxygen (mg/L} %0
i ’ oM )
Conductivity (umhos/cm) l 5-10
Temperature (°C) A ‘) 5 M-% %1
PH 5.0) ol [3¥2 |33
|Dissolved oxygen (mg/L) 22 1
1000 mg/L 6M . g.0
Conductivity (pmhos/cm) 200 "]
Temperature (°C) ?\{] . ’) =s.0 1% -'{
JoH (s.u) ‘Bfol 3«0 3.%0
Dissolved oxygen (mg/L) 9 ) €l D
1250 mg/L M ¢
Conductivity {umhos/em) q 5 10
Temperature (°C) g.f ,L 15.0 g T S8
Pt &dl |20 |\
: N
Dissolved oxygen (mg/L} o
il 8d 8.\
Conductivity (umhos/cm) Zb ﬁﬂ
Temperature (°C) )\L, 5 Q 5.\ \
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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 # ¥\
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

0 *

minion | Q&0 Gl V 0%70 3” 19 Ye(iow~ 07-31-25A
24

0&- D\ 1$ oblo in
48
Termination 0"“""’5 O 2 [5 M

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

Test Organism Information:

Organism Source:

lln-huuse culture

Spawning date: o124 2 g
Age (1 to 14 days old): 4 to & 6‘\?; ol
073025 (11U to
Hatch date and times:
01-11-25 5933
Average transfer volume: <0.25mL

Transfer bowl information:

lwisuy D.2 L.[

Temperature (°C): a S. 2 ' 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. promelos .

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 I J K L

0 10 | 20 | 10 | 10 | 10 | 20 | 20 | 10 | 10 | 10 | 20 | 10
[4 Ll 6 ) EY 9 | 1ol

24 Plie | 10 o | 9 ‘jlé (QL' Y Kk A o |o

gim-zs
1
T a8 o | o | \0 | IO q 9 ’G}.ﬁia U [ l o |°
Mean Survival 207, \D07 907 yo /. 19 7. o7,

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

Statistics:
‘Methud (JrDb 2 +. Comments:
Lower 95% confidence limit
(mg KCI/L) ). %0 ) ?J
Upper 95% confidence limit
(mg KCI/L) |030.0
48-hour LC;, (mg KCI/L) q. 6 -7 é

Test
Reviewed by:

SOF AT19-Revision 6-Exhibit AT19.1




Emvironmantal Testing Selutlons, Inc.

Statistical Analyses

Reviewed by

Jim Sumner

Acute Fathead Minnow Test-24 Hr Survival

Start Date: 8/5/2025 Test ID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 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 0.9000
1000 0.6000 0.4000
1250 0.1000 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-Control 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 ] 0 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.2220 0 20
750 0.9000 0.9000 1.2490 1.2490 1.2490 0.000 2 2.092 2.850 0.2220 2 20
*1000 0.5000 0.5000 0.7854 0.6847 0.8861 18.129 2 8.044 2.850 0.2220 10 20
*1250 0.1500 0.1500 0.3927 0.3218 0.4636 25.550 2 13.085 2.850 0.2220 17 20
1500 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normmality of the data set cannot be confirmed
Equality of variance cannot be confirmed -
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU MSDu MSDp  MSB MSE  F-Prob df
Dunnett's Test 750 1000 B66.025 0.11312 0.11603 0.40189 0.00607 1.6E-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 11.4402 2.01873 7.48343 15.3969 o 0.63348 7.81472 088873 29958 0.08741 4
Intercept -29.272 6.08432 -41.198 -17.347
TSCR 1.0 i
Point Probits _mg/L 95% Fiducial Limits 0.9 ] f
ECO1 2.674 620.087 467.401 716.82 - J
ECO05 3.355 711.251 573.63 797.621 0.8 A
EC10 3.718 765.208 638.861 B845.602 0.7 -
EC15 3.964 B03.907 686,331 B880.468 b
EC20 4158 836,054 725958 909.957 % 061
EC25 4326 864657 761.169 936.784 §_0_5 i
EC40 4.747 941.145 B53.511 1012.84 a fid]
EC50 5.000 990.38 909.943 1066.71 [
ECB0 5.253 1042.19 965.457 1128.85 0.3 A
EC75 5674 113438 1053.83 125379 a5
EC80 5.842 1173.19 1087.71 1311.21 | I
EC85 6.036 1220.11 1126.74 1383.72 0.1 1 j
EC90 6.282 1281.81 1175.65 1483.43 0.0 ; === H
EC95 6.645 1379.05 1248.87 1648.82 1 16 100 1000 10000
EC99 7.326 15818 139233 2019.65 Dose mgiL
Dose-Response Plot
1 -
oy - 1-tail, 0.05 level
g _ ''''' of significance
- 074
.g 0.6 §
e "]
@ 0.5
i 3
I p4 1
b
0373
0.2 3
0.1 3
9 < : , (=

D-Control
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Reviewed by
Statistical Analyses Hmsaman
Environmental Testing Sohutions, Inc,
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 8/5/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/7/2025 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 0.4000 0.4000
1250 0.1000 0.1000
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 1.4120 14120 0.000 2 o 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0285 0 20
*750 0.8000 09000 1.2490 1.2490 1.2490 0.000 2 16.297 2.850 0.0285 2 20
*1000 0.4000 0.4000 0.6847 0.6847 0.6847 0.000 2 72.730 2.850 0.0285 12 20
*1250 0.1000 0.1000 03218 03218 0.3218 0.000 2 109.027 2.850 0.0285 18 20
1500 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
MNormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE F-Prob df

Dunnett's Test 500 750 612.372 0.00967 0.00991 0.47985 0.0001 3.8E-09 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Par ter Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma ___lter
Slope 12.1839 2.18654 7.89829 16.4695 0 0.3087 7.81472 0.95838 2.98119 0.08208 3
Intercept -31.323 6.55745 -44.175 -18.47
TSCR 1.0
Point Probits _mg/L__95% Fiducial Limits 01 /
ECO1 2674 616.957 469.117 709.006 il '
ECO05 3355 70176 56945 78368 0.8 4
EC10 3.718 751.635 630.523 827.847 0.7 1
EC15 3.964 787.273 674.737 859.872 ;
EC20 4.158 816.798 711.507 886.917 8067 1
EC25 4.326 B43.008 744.079 911.489 g 05
EC40 4.747 912,845 829.104 980.964 @
EC50 5.000 957.615 880.838 102997 x 04
EC&0 5,253 1004.58 931.608 1086.29 0.3
EC75 5,674 1087.8 101217 1199 02:
EC80 5842 1122.71 104293 1250.62 “]
EC85 6.036 1164.81 1078.27 131567 0.11
EC90 6.282 1220.04 112239 1404.91 0.0 v ; Sl
Egss 6.645 1306.75 1188.1 1552.37 1 10 100 1000 10000
99 7.326 1486.37 1315.88 1880.59 Dose mgil.
Dose-Response Plot
19— - 1-tail, 0.05 level
05 of significance
0.8 ]
_ 071
2 06
§ 083
@ 0.5 7
L=
T 04
03]
0.2 7
0.1 1
]

500
*750
*1000
1250
1500

D-Control



i SR Pimephales promelas
Acute Reference Toxicant Control Chart

A AT Source: In-house Culture
T T T T T T T 1 T T T 1 T T 1 T
1.2 - . . g iz 7
Control Limits (+ 2 Standard Deviations)
1.1 -
e e e ———— ". e
10 —————— 0 & . y
®
| —— ~ i 1 o |
S 09f i >~ ———————— o -
"
= i _
~
0 08 .
2 I I 1 I L I 1 | | I | I | I I I I | | I
3 1.4 T T T T 1 T T 1 T T T 1 T T T T T T
L .
b | 7 _
o 1 Warning Limits
€=
o0 1.2 ]
BE e o N R D RS S S R e RS G SR B l
o i e Sl e @ s
1.0 s ¢ B 4, ¥ ® P =
r—— o & - e & e s Wi
-~..0_ B, o e T B i T ®
- S v s mm s — — e — W s — B —
0.8 T oo e e &
0.6 J_ _1 1 1 | N | L J_ | | | L I I | I |
: 2 A% A% oAb ab abh gh - 1.5 .1!’ 25
ROl o SRS S S S S W e
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

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)

mered and
Reviewed by
Jom Sumner
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Pagelc
P 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

ppkciacH DX

Dilution Preparation:

[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 K¢
stock solution was used to prepare the concentrations evaluated for toxicity.
mi 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 #: 7 ‘4 l 1
Chemical Analyses: Hours
0 24 48
Concentrati i ; *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
pleiik Analyst V(/ t\ XL 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
l 6 ! \ A 8 ) q- s 2 on the test specific bench sheets and transcribed to this bench sheet.
IDissuIved oxygen (mg/L) 6‘3 .2 ¢
Control, | Conductivity (umhos/cm) 90 I
MHSW | alkalinity (mg/L caco,) 6\ Chemical analyses:
Hardness (mg/L CaCO;} % 5 Parameter ilttpnﬂiﬂg limit  |Method number Meter Serial number
Temperature (°c) 9\ Ll ; 3 1S3 15 .‘-\ pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR2D 93312452
lpH (5.U.) 6 03 £ _} o) ._*q Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 084100271
|Dimlved oxygen (mg/L) 8 3 £+ 2. ?‘) Conductivity 14.9 pmhos/em  |SM 2510 B-2021 Accumet AR20 93312452
500 mg/L :
Conductivity {umhos/cm) | m 0 Alkallnity 5.0 mg CaCO,/L  |5M 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 H- } =s. \ \.s-t |Hardness 5.0 mg CaCO,/L  |SM 2340 C-2021 Mot applicable Not applicable
pH (s.U) 6 ;03 i E‘l ) Temperature 0.1°C SM 25508-2010 Digital Thermemeter || 2 26 6 g
Dissolved oxygen (mg/L) o o ]
750 mg/L @3 ¢ )
Conductivity (umhos/cm) i &JO
Temperature (°C) 2 L‘, # - ,\& 1\S- -
pH (5.U.) B'OUI 1. éb 3.50
Dissolved oxygen {mg/L} s = 9.
1000 mg/L I 6'3 § %
| conductivity (umhos/cm) | w)
Temperature (°C) R (.«] 49 s-0 %.0
[pH s0) 6}09 .4 h¥)
IDIssohred oxygen (mg/L) &\.I & A D J_
1250 mg/L
|conductivity (umhos/cm) A2)H0
Temperature (°C) 2.0 s, 153
E:H {s.U.) ed'} .03 \ y S
[l
[Dissolued oxygen (mg/L) 6 \-I §.0 \ 0.'-
1500 mg/L :
Conductivity (umhos/cm) 2oy !\\
Temperature (°C) 2 I.{ 9 18.3% \

SOP AT19-Revision 6-Exhibit AT19.



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

Page 2 of 2

©8-14.-2§

PPKCIAC # XS
Feeding Test (nitiation or Termination Location Randomizing
i ot Time Analyst Time Analyst | mcubatorsshetr | Temptate | VT e
o [09235 [ O¥2 ] B0 [ 1537 ) g | 1D | ormge
2 231325 10A % 9/0
remin | 9%+114. 1§ w3A | 9P

*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: liv:haise cultiiie EPA loading requirement for freshwater species
i of < 0.40 g/L at 25.0°C has been documented by
Spawning date: o ’] - 3 o- a ( ETS to never be exceeded using 1 to 14 day old
P. promelas .
Age (1 to 14 days old): C te? émgg old prome
7 a_ = S ] 2 00 +4=>
Hatch date and times: ‘5 oS
74-56-2S 29°5
Average transfer volume: <0.25 mL
Transfer bowl information: fersuy 7 9) l’\
Temperature (°C): 3 (f, Y} C
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 I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
- I3 AL o g 9 | | 17
24 (o1 [0 ] ol 9 GN‘L U ;| o |o
P 1 ag| _1é
48 ol |09 9 14 3 , J o |2
Termination
Mean Survival ‘1 o1, 946+, %97, _]_5 74 10 7. o7
Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed
Statistics:
Method pm b: + Comments:
Lower 95% confidence limit
(mg KCI/L) ?) 12, S
Upper 95% confidence limit
(mg KClI/L) 9 Sglq
48-hour LCg, (mg KCI/L) q;_;{-) 2)

Test
Reviewed by:

SOP AT19-Revision 6-Exhibit AT19.1
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Statistical Analyses dhid Sabvde
LY
_\ Emvironmental Testing Solutions, Inc.
Acute Fathead Minnow Test-24 Hr Survival
Start Date: 8/12/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 8/14/2025 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 0.8000
1000 0.6000 0.4000
1250 0.1000 0.1000
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 1.4120 1.4120 0.000 2 Q0 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.1815 ] 20
750 0.8000 0.9000 1.2490 1.2490 1.2490 0.000 2 2.559 2.850 0.1815 2 20
*1000 0.5000 0.5000 0.7854 0.6847 0.8861 18.129 2 9.841 2.850 0.1815 10 20
*4250 0.1000 0.1000 0.3218 0.3218 0.3218 0.000 2 17.122 2.850 0.1815 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 B o=

Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 750 1000 866.025 0.08637 0.08859 045056 0.00405 4.5E-05 4.5
Treatments vs D-Control

Maximum Likelihood-Probit

Parameter Value SE ___95% Fiducial Limits Control Chi-Sq_Critical P-value Mu Sigma Iter
Slope 12.2001 2.17755 7.93208 16.4681 0 0.52701 7.81472 0.91292 299096 0.08197 3
Intercept -31.49 6.55042 -44.329 -18.651

TSCR 1.0

Point Probits _mg/L 95% Fiducial Limits oo {

ECO1 2674 631.358 481.687 724.713 -

ECO05 3,355 718.019 584.235 801.02 0.8 4

EC10 3.718 768.979 646.617 846.147 0_?:

EC15 3.964 B05.389 691.761 B78.868 b

EC20 4.158 835553 729.292  906.5 §°-5j

EC25 4,326 86233 762529 931.605 S 05+ 3

EC40 4747 933,669 B49.239 100259 a k]

EC50 5000 979.398 201.956 105267 o)

EC80 5253 1027.37 953.665 1110.22 0.3 A

EC75 5.674 111236 1035.71 1225.27 02:

EC80 5.842 1148.01 1067.06 1277.91 i

EC85 6.036 1191 1103.09 1344.22 0.1 1

ECS0 6.282 1247.39 1148.09 1435.12 0.0 PRSI (| SRR

EC95 6.645 133593 121517 1585.22 1 10 R
EC99 7.326 1519.3 1345.7 1919.01 Dose mglL

Dose-Response Plot

T e T e | 1-tail, 0.05 level

of significance
0.8

073
0.6 1
0.5 3

24 Hr Survival

0.4 3
03 3
023
0.1

D-Control s
500 4
750 4
“1000 1
1250
1500
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Statistical Analyses He et
,‘ Environmental Testing Selutlons, Inc,
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 8/12/2025 Test ID: PpKCIAC Sample 1D: REF-Ref Toxicant
End Date: 8/14/2025 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 0.9000
750 0.8000 0.8000
1000 0.4000 0.3000
1250 0.1000 0.1000
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 1.4120 1.4120 0.000 2 0 20
500 0.9500 09500 1.3305 1.24%0 1.4120 8.661 2 1.072 2.850 0.2166 1 20
*750 0.8500 0.8500 1.1781 1.1071 1.2490 8.517 2 3.079 2.850 0.2166 3 20
*1000 0.3500 0.3500 0.6322 05796 06847 11.753 2 10.263 2.850 0.2166 13 20
“1250 0.1000 0.1000 0.3218 0.3218 0.3218 0.000 2 14.349 2.850 0.2166 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 R
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu _ MSDp MSB MSE  F-Prob df
Dunnett's Test 500 750 612.372 0.10938 0.11219 045145 0.00577 1.1E-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 B8.86602 1.48763 595027 11.7818 o 3.92776 7.81472 0.26937 2.95439 0.11278 4
Intercept -21.194 4.43773 -29.892 -12.496
TSCR 1.0 <
Point Probits mg/L 95% Fiducial Limits 0.9 1
ECO1 2674 492.038 349.245 589.937 =gl
ECOS 3.355 587.306 452.136 677.706 0.8 A
EC10 3.718 645418 518.008 730.915 0.7 ]
EC15 3.964 687.841 567.164 770.005 1
EC20 4,158 723.537 608.974 803.302 § 057
EC25 4326 755635 646.717 833.752 S. 0.5 4
EC40 4,747 B42.971 748.408 920.736 @ 04 ]
EC50 5.000 900.301 812.546 982.893 et ]
EC80 5.253 961.53 877.103 1055.32 0.3 1
EC75 5674 107266 98254 1203.95 0z ]
EC80 5.842 1120.25 1023.72 127365 ’ >
ECB85 6.036 1178.38 1071.66 1362.86 0.1 1
EC90 6.282 1255.84 1132.45 1487.59 o e | S
EC95 6.645 1380.1 1224.95 1699.34 1 10 100 1 10000
EC99 7.326 1647.32 1411.14 2193.83
Dose mg/L

Dose-Response Plot

25 W~ NN S O | 1-tail, 0.05 level
0.8 — of significance
0.7 ]
0.6 4
0.5 1
0.4 1
031
023
0.1

48 Hr Survival

500
750
*1000 4
1250
1500

D-Control



Pimephales promelas
Acute Reference Toxicant Control Chart

Source: In-house Culture
T T T T T T T T T T T 1 T T T T 1
1.2 - - g s ]
Control Limits (+ 2 Standard Deviations)
11 f |
——-—u—--—-.._____._—-—-——_______‘_-_..- ——————
1.0 [ = o o e e 7@ . ° . o
® @ —
F - @ e © = hcasac: K
O 09 o ————_.
~ i .
-l
S~
8 08 .
2 i | it _f R LI L l L l L | L L L L L
Y 14 — T T T T T T T T T T T T T T T T T T 1
E o
= L . ]
o Warning Limits
=
o 12 .
MY | e SO R S s S ey s AR R TS e sommsmen
I |
1.0 . T ——"T"_“-; ________ S S s S kS — e — ;_.'__.._ ............ ]
e “ ::._.._'..__. e o °® o il °
L e R e g o ¢ o o 1 — - e ....0_ §
. T e e 9
0.6 [N N N | 1 | | I SR NN N N B | B
' A R o oak (g > o™ (172 01° W1° @1 (1 31 @ 10 020 01°
0":‘01 06’0& ol o2 0%,06' 0930 01"1 AN 05 x’&‘g’ ‘Lo 1‘\' Q‘\ oV Q'I-'Q Q%OL ofv %’0‘9’06 6’03 °1 %0" o%‘ g 09 o¥
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

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

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

Dilution Preparation:

\&D

Test concentrations {mg/L KCl) 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 4925 490.0 487.5 485.0
Total volume (mt) 500 | 500 | s00 | 500 | 500 | Stocksolution INSS #: L
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH, di ygen and c ity
Co trati
e Analyst Xt x L A ts only. Temperatures performed at the time of test initiation or termination by tl
|pH (5.u) i analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identifit
.:bqq' 3 L E %?g on the test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 4. ‘6 K-J. 4.0
Control, |Conductivity (umhos/cm) 303
MHSW | ajalinity (mg/L caco,) (9 0 Chemical analyses:
Hardness (mg/L CaCO,) % 5 Parameter timit Meter serial number
Temperature (°C) '1.}\-5 1\ "‘ _ M.b pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) q Al ¥ srq -} M Dissolved oxygen 1.0mg/L SM 4500-0 G-2021 ¥S| Model 52CE 08A100271
Dissolved oxygen {mg/L) o =] %- > 0 Conduetivity 14.9 pmhosfem  |SM 2510 B-2021 Accumet AR20 93312452
500 mg/L
’Cﬂﬂd"ﬂ“il‘f {umhos/em) i T0 Alkalinlty 50mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) Wb .4 a4 Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
IpH (5.U.) '?.‘q W <3 ¥ 1) TEL Temperature 0.1°C SM 25508-2010 Digital Thermometer ‘mq‘f
Dissolved oxygen (mg/L) “ . 4.0
750 mg/L B -2
Conductivity (umhos/em) s aDd
Temperature (°C) - ad.b .4
o 20 |a.su |9.%3
IDIssolved oxygen (mg/L} g4 ;
1000 mg/L g2 |
Conductivity (umhos/cm) 2020
Temperature (°C} W™ .. AS-0
JpH 0] 3% |25U 365 #
[pissolved oxygen (mg/L) %.4 5.2 .
1250 mg/L . i
Conductivity (umhos/cm) 2 4D
Temperature (°C) . 1. (o 4 S
|pH (5.u.) 1.9% 2 .55 \ \
Dissolved oxygen (mg/L) €. % .2 \ B\
1500 mg/L
Conductivity (umhos/em) Ag40
Temperature (°C) 1“ . S 1"‘ . g \

SOP AT19-Revision 6-Exhibit AT1!



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

PpPKCIAC # V€S
Feeding Test initiation or Termination Locatlon Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
won | 0218 | 0800 U 0% 31-] gﬂ nF Green) | oA-0vISA
S PR 00 9P
‘rm?:nuon d\“\'."s J %3 q W

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

Test Organism Information:

Organism Source:

In-house culture

Spawning date: 0%-27-2§
Age (1 to 14 days old): Sl nals
0%-03-% we o
Hatch date and times: o-4-15 080
Average transfer volume: <0.25mL
Transfer bowl information: loHisu): o\

Temperature (C): AU .|

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
Heiirs Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H I J K L
' 0 10 10 10 10 10 10 10 10 10 10 10 10
24 (© |0 (o (o (O qk\' 6”‘! g{é l 9t lqé 104 O!aé
2
a \ é l 2 L A
8 o] @] T]5°(3 || |o]o
Termination
Mean Survival {og - 2/, Q0, ug - ¢ o~

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

Statistics:

Method

Prob. 1

[comments:

Lower 95% confidence limit
(mg KCI/L)

©73.7

Upper 95% confidence limit
{mg KCI/L)

| 014. 4

48-hour LCg, (mg KCI/L)

9469

Test
Reviewed by:

SOP AT19-Revision 6-Exhibit AT19.1
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Statistical Analyses Jim Sumanet
Environmental Testing Solutions, knc.
Acute Fathead Minnow Test-24 Hr Survival
Start Date: 9/9/2025 Test ID: PpKCIAC Sample ID: PpKCIAC
End Date: 9/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimephales promelas
Comments.
Conc-mg/L 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 1.0000 0.5000
1000 0.6000 0.5000
1250 0.1000 0.1000
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 1.4120 1.4120 0.000 2 0 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 & 0.000 2.850 0.1726 o 20
750 0.9500 0.9500 1.3305 1.2490 1.4120 8.661 2 1.345 2.850 0.17286 1 20
*1000 0.5500 0.5500 0.8357 0.7854 0.8861 8.518 2 9.513 2.850 0.1726 9 20
*1250 0.1000 0.1000 0.3218 0.3218 0.3218 0.000 2 17.998 2.850 0.1726 18 20
1500 00000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed =
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu MSDp MSB MSE _ F-Prob df
Dunnett's Test 750 1000 866.025 0.0B088 0.08295 045815 0.00367 3.4E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 13.878 255514 8.86995 18.8861 4] 0.33293 7.81472 0.95372 3.00364 0.07206 3
Intercept -36.685 7.71138 -51.799 -21.57
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 0.9 ] ] (
ECO1 2674 685512 534.371 776.263 sl
ECO5 3.355 767.576 634,876 847.382 0.8 4
EC10 3.718 815266 695.02 889.131 0.7
EC15 3.964 B49.106 738.116 919.289 1
EC20 4.158 B876.999 773.682 944.697 § 0.6 1
EC25 4326 901.659 B04.984 967.743 S 05
EC40 4.747 966.915 885.801 1032.74 S ol y
EC50 5.000 1008.42 934.355 107843 il
ECE0 5253 1051.72 981,578 1130.72 0.3 4
EC75 5.674 1127.83 1055.76 1234.51 0.2 1
ECB0 5.842 1159.55 1083.87 1281.67 =
ECB5 6.036 1197.64 1116.01 1340.78 0.1 1
EC90 6.282 1247.35 1155.95 1421.36 ore ) IEEREROCR D . i
EC95 6.645 132485 121502 1553.3 1 10 100 1000 10000
EC99 7.326 148345 1328.6  1842.3 Dose mgiL
Dose-Response Plot
1 <
P I N . R 1-tail, 0.05 level
E of significance
083
_ 0.7
. E
-E 0.6 g
@ 0.5 3
= 3
E 0.4 3
~ ]
0.3 1
0.2 4
0.173
0 T

500
750
*1000
*1250
1500

D-Control
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ntened and
Raviewed by
Statistical Analyses o Sumae
. Environmental Tosting Solutions, Inc.
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 9/9/2025 Test ID: PpKCIAC Sample ID: PpKCIAC
End Date: 9/11/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: 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 0.5000 0.3000
1250 0.0000 0.1000
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 14120 1.4120 0.000 2 0 20
500 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.2366 0 20
750 0.9000 0.9000 1.2490 1.2490 1.2490 0.000 2 1.963 2.850 0.2366 2 20
*1000 04000 04000 06825 05796 0.7854 21.317 2 8.789 2.850 0.2366 12 20
*1250 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 14.117 2.850 0.2366 19 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 ChVv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 750 1000 866.025 0.12332 0.12648 0.53976 0.00689 1.1E-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 13.3529 246093 8.52944 18.1763 v] 0.16871 7.81472 0.98248 29761 0.07489 3
Intercept -34.74 7.36144 -49.168 -20.311
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits ]
ECO1 2674 ©633.699 488.728 721.416 i
ECOS 3.355 712.723 58463 790.25 0.8 1
EC10 3718 758.802 642.309 830.774 0.7 1
EC15 3.964 791.563 683.76 860.096
EC20 4.158 818.606 718.039 884.832 @ 061 1
EC25 4326 842542 748.26 907.289 50_5 4
EC40 4747 906.006 B826.509 970.723 ]
EC50 5.000 946.464 873.679 1015.39 o 047
ECB0 5.253 988.729 919.679 1066.57 0.3 4
EC75 5674 1063.2 992165 1168.39 0.2 1
EC80 5.842 109429 1019.69 1214.76 -
EC85 6.036 113168 1051.21 1273 0.1 1
EC90 6.282 1180.54 1090.4 1352.56 0.0 R i
EC95 6.645 125686 1148.45 148324 1 10 100 1000 10000
EC99 7.326 1413.6 1260.33 1771.06 Dose mg/L

Dose-Response Plot

1 .

0.8 - 1-tail, 0.05 level
08 of significance

07 3
056 3
05 ]
0.4

48 Hr Survival

0.3 ]
0.2 ]
0.1

02

D-Control

500

750
*1000 -

1250

1500



> = g Pimephales promelas
Chronic Reference Toxicant Control Chart

e Source: In-house Culture
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] [ Warning Limits |
? 10t -
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08 | T e —— s 3 v o s -
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L ® s @ .—_. i = ® o8 @ [ ] e ®
0-6 il — . e R et * . 4 W 8 L W i
0.4 L T, |
| | | | | | | | | | | | | | | | | |
1y 5 25 .15 .15 1
oa" 0%1' .0‘31'501 O&oh" a "0.1,1"'&,051193"'101";\,01%0&" B 00T
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)

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,
Sazs= 75" percentile of CVs reported nationally by USEPA)
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o~ Envlronmental Testing Solutions, nc.

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

125 7T 7T T T T T T e S T T ]
< 100 [ o -
4 o . e . N o
3 I R , ;
© = 075 e bt il J
— B @ ® ° ® L =
w .E - [ ] ® N
— - S TR | e aiy —" i — — i o sk ___‘___:mu_ i e k a - —— i — -
= o J
s = 050
€~ C §
o g : ;
= 025} ]
B USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
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Test date
L Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

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

acceptance criteria. .
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Central Tendency (mean Control Growth, CV or PMSD)
95% Confidence Interval (mean Control Growth, CV or PMSD # 2 Standard Deviations)
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| Environmental Testing Solutions, Inc.

Page 1 of 6

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

PpKCICR Test Number: 130

Dilution preparation information: Comments:
KCl Stock INSS number: INSS lﬁﬁ‘\
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: \-\g!! (18]
Age: < 24-hours old Incubator number and shelf &
location: A
Spawn date: pler 30 =LY Artemia CHM number: CHM1385
Hatch dates and times: G ov1% W T 01-08-15 0S5O | Drying information for weight determination:
Transfer vessel information: pH= &.0\ S.U. Date / Time in oven: a5 8 gulo
Temperature= 3.0 °C *Initial oven temperature: by C
Average transfer volume: <0.25 mL Date / Time out of oven: a1 0kMp
*Final oven temperature: b C
Total drying time: 4.
*60°C Oven, Thermometer SN: 14-985B85
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
° 07-0825 | 6909 W 5 e 4 N oS A VOIS
| L] L]
A 07-09-25 &S 00 \U LS K 6160 A Y
M LB i
2 07-10-25 508 &“ s u M H M-S A
3 07-11-25 0800 h i 00 Y [allY H ! .v‘*“
- [ B [ o
4 07-12-25 0lotd '}l‘ 1100 }|\ a3 0b 31 N\-0-1S )2? [
° s 0L I LLoo ( o€ oo ] \
6 07-14-25 0500 0O oan i “
7 07-15-25 ’ 060 N
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 YSI Model 52CE 08A100271
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 2550B-2010 Digital Thermometer \'Eou.%&s
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 61 <20% 7-day LCso(mg/LKCI)  [1g4.S
Average weight per initial larvae: 048E5 NOEC (mg/L KCl) OO
Average weight per surviving larvae: 0.48 S >0.25 mg/larvae LOEC (mg/L KCl) 150
ChV (mg/L KCl) v.§
ICzs (mg/L KCl) b 1.4

SOP AT21-Revision 5-Exhibit AT21.1



Environmental Testing Solutlons. Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 130

Survival and Growth Data
Day Control 300 mg KCI/L 450 mg KCl/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 (e o ||| fio|w|rolr0]|ro |10
2 o |ro|to [t Jto || to| o coftd|tD]|tO
3 ol o] wlwlw o |w|o]to| 0] 1p]ro
4 i [to | o] fre w0l p)ofww |10 |rD
> o 1o [to [to]w|sm|10] 0] 10] t0|ls0]| D
g 0 | (D10 |10 (o | 10|t [ DD ] tp|Id|TID
7
W (1o [0 |10 |10 1| (o |rp | [to (D
*A = Pan weight (mg)
Tray color code: _| (AN G\ : :
Analyst: hL 1042 [10.45 10.30 [10- 32 §i5.%% [19.25]10.20 [13.w8 }10.39 |13. 1% 13.2% 10.2
Date: _ WL-\F-AS
*B=Pan+ )l.garvae weight (mg) :
Analyst: k i Mo | : s . . —y g :
el A0.15 |21.0% |20.4) [15.25 |2u-1U [24.49 2043 |23.0% |id.93.[20.5172).93 |30. 23
C = Larvae weight (mg) =B-A
9% |j0.bs [i0-b2] ¢.oait-0€ |w.k | 1013 fo.25 q.0M F-b‘o 6L 10,02
Analyst: A
[}
Weight per initial number of larvae (mg)
= C/ Initial number of larvae A
‘Nobi Q“;) “\P .\SP
Analyst: A o’ 0° 0’
U
Average weight per initial Percent
number of larvae (mg) reduction 0.45\ 327
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1




Page 3 of 6

Environmental Testing Solutions. Inc.

Species: Pimephales promelas PpKCICR Test Number: 130
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 Vv w X
0 10 | 10 [ 10 | 10 § 10 | 10 | 20 | 20 | 10 | 10 | 10 | 10
Jqd sd| ded| 4
L o] 1010 [1v | o] g o [0 ] &Ff 4 O &4
2 Io0| tp|lO|!0 |10 a'l a9 44 Y 9 M g
WA VA Wil ot I {
3 oo j1o|wlalg [4a]44]4 ]3>
A
4 1o [ 10 |0 |10 o | & 5'* q 7_‘ o 3Ny
5 (% t'{ “l
at| 1o | e 10 | &% A ) Y|V 3D
¢ al Wl &t & | e &] (N |>d]>
¢ alw|e |t N 14 ¢ ™ 1 5|3

*A = Pan weight (mg) i
Tr lor code: _[ {3 v\ Y | . >
A:;::t:vr&._ o) M {1929 1429 (1300 f10.26 [12.73]15.58 [1ua a4 |ipaa [i3.50 10.%
pate: __ Oli-\F-25

*B = Pan + Larvae weight (mg)

e TS A4 (2584 22.%5 |45 (15.5F 1404 2185 |16 I4.56 (12 0 [1657 (13,95

C = Larvae weight (mg) =B-A
.85 | a.L0|a.ob |26 €3 (LA L2 (ST |q.00 (204 [2.8) |38

Analyst: *

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

A A n
\ o N 0 S ) O~
q}c. RO IO A [ W A m&p AR | e

Analyst: gl Q' o o o o' 0 o 0 o’ ° o '
Average weight per initial Percent
number of larvae (mg) reduction 0 a6 .2 71. o 444 34.0 | 0."'[.5‘-.: —u\ 7.

from control : ’

(%)

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

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

Comments:

SOP AT21-Revision 5~Exhibit AT21.1
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Envirenmental Testing Solutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 130

Survival and Growth Data
Day 1050 mg KCI/L
Y Z AA BB

e 10 10 10 10
1 Lwh _b-nl 2\ 514
2 | s | »
? YRR
4 v 1% | %=
? S L
6 Lo ok
7 *\ ofo [o

*A = Pan weight (mg)

ol gl T VPN PSR 1

Date: _ O\ g

*B = Pan + Larvae weight (mg)

Analyst: —
Date: /

C = Larvae weight (mg) =B-A _—
/ ‘
K
Analyst: PR (X
Weight per initial number of larvae (mg)
= C [ Initial number of larvae
Analyst: H
i
Average weight per initial Percent
number of larvae (mg) reduction O | [)O 7‘
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1
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Statistical Analyses e
. Environmaental Testing Solutions, Inc.
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 7/8/2025 TestID: PpKCICR Sample ID: REF-Ref Toxcant
End Date: 7/15/2025 Lab ID: ETS-Enwr. 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 10000 10000 1.0000
300 1.0000 1.0000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 09000 10000 08000 09000
750 07000 07000 07000 06000
900 02000 0.2000 03000 03000
1050 00000 00000 00000 0.0000
Transform: Arcsin Square Root Rank 1-Talled Number Total
Conc-mg/l. _Mean N-Mean Mean __ Min Max___ CV% N Sum ___ Critical Resp _ Number
D-Cenfrel 1.0000 1.0000 14120 14120 14120 0.000 4 0 40
300 1.0000 10000 1.4120 14120 14120 0.000 4 1800 1000 ] 40
450 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
600 089000 09000 1.2543 1.1071 14120 9.935 4 12.00 10.00 4 40
*750 06750 06750 09648 08861 09912 5.445 4 10.00 10.00 13 40
*8900 02500 02500 05216 04636 05796 12838 4 10.00 10.00 30 40
1050 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.82582 0.884 0.08772 4.07068
Equality of variance cannot be confirmed
Hypothesis Test (1-tall, 0.06) NOEC _LOEC __ ChV TU
Steel's Many-One Rank Test 600 750 670.82
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Valus SE  96% Fiducial Limits c Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 13.5527 167933 102612 16.8442 0 440662 9.48773 035376 289457 007379 4
Intercept -34.229 487685 -43.788 -24671
TSCR 1.0 9
Point Probits mg/L 95% Fiducial Limits
ECO1 2674 528351 458653 577.799 e F
ECO05 3.355 593.208 532.899 636.046 0.8 4
EC10 3.718 630978 576.755 670.064 07 | 1
EC15 3964 65781 607.993 694463 )
EC20 4158 679947 633.695 714.856 @ 0.6 1
EC25 4326 699531 656.286 733.189 E 05 A
EC40 4747 751417 714703 783.841 @
EC50 5000 784467 750.121 B18375 & 04 1
EC60 5253 818971 785.129 B56.788 03 1 4
EC75 5674 B79.717 842.049 930083
ECB0 5842 905055 864.385 962.413 927
ECBS 6036 935512 890448 100233 0.1 4 ;
EC90 6.282 975294 82351 105589 L_j
EC95 6645 1037.39 973.547 1142.03 e
EC99 7.326 116473 107238 1326.05 Dose mglL
Dose-Response Plot
14 = o
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0.7 4
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g 05 3
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8 04 «
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0.3 4
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0.1 -
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Statistical Analyses fm:

\

. Emvlronmental Testing Selutions, Inc. =

Larval Fish Growth and Survival Test-7 Day Growth

Start Date: 7/8/2025 TestlD: PpKCICR Sample ID: REF-Ref Toxicant
End Date. 7/15/2025 LabID: ETS-Enwr. Testing Sol. Sample Typa: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-B21-R-02-013 Test Species: PP-Pimephales promelas
Comments.

Conc-mgi/L % 2 3 4

D-Control  1.0030 1.0630 1.0620 0.8030
300 1.1080 10260 1.0730 1.0350

450 09040 09330 09660 1.0020

600 08850 0.9600 09060 0.8590

750 05310 06770 06270 0.5620

900 0.2090 0.2090 0.2810 0.3190
1050 0.0000 0.0000 0.0000 0.0000

sk Ti form: Untransformed 1-Tailed Isotonic
Conc-mg/l. Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 09828 1.0000 0.9828 0.8030 1.0630 12523 4 1.0216 1.0000
300 1.0605 1.0791 1.0605 1.0260 1.1080 3.550 4 -1.548 2290 0.1150 1.0216 1.0000
450 0.9513 09679 09513 09040 1.0020 4443 4 0627 2290 01150 0.9513 09311
600 09025 09183 09025 08590 09600 4752 4 1.597 2290 0.1150 09025 0.8834
750 05993 06098 05993 0.5310 06770 10926 4 0.5993 0.5866
900 0.2545 02590 0.2545 0.2080 0.3190 21.525 4 0.2545 0.2491
1050 00000 0.0000 0.0000 00000 0.0000 0.000 4 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.88548 0.844 -1.3684 3.36946
Bartlett's Testindicates equal variances (p = 0.12) 5.8462 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu _ MSDp MsB MSE F-Prob df
Dunnett's Test 600 =600 0.11504 011706 0.01758 000505 0.05024 3,12

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mgiL sD 95%CL(Exp)  Skow

1C05 40888 6177 32178 72304 14157

Ic10 547.81 6769 34668 676.09 -0.3885

Ic1s 616.88 2654 506.16 669.93 -1.8092 10

IC20 64214 1501 59855 692.15 0.2362 o5 ]

1c25 667.41 1431 62969 71763 03592 sl

ic40 74321 1416 70054 786.41 0.0319 €7

IC50 78848 1134 75143 82143 -0.1717 0.7 1
0.6 1

0.1
0.0 4
-0.1 1
-0.2 v -
0 500 1000 1500
Dose mg/L
Dose-Response Plot
1.2
13
1-1ail, 0.05 level
0.8 4 of significance




Page 5 of 6

Environmental Testing Selutions. Inc.

Species: Pimephales promelas PpKCICR Test Number: 130

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.}
1 2
Analyst | X L L \L L 1 o
Concentration | Parameter R AR | ol e S B T
pH (5.U.) 7.0 379 3 %) A%
Dissolved oxygen -
(mg/L) g %4 8% b.v
CONTROL, Conductivity | FRaH 5 . S e i
MHSW {(umhos/cm) -&Gérlq% e Aeeg) 244 | 3ok %_Qi&“;_«i
Alkalinity (mg CaCOs/L) Ll [ Ll [
Hardness (mgCacov/) | 66 L TS
Temperature (°C) A A - $ e 4. . &
PH (5.U.) FE5 33% 350 34D *5.54
Bomiimen. | ¢ 53 | L
300 mg KCI/L — e =S
Conductivity g | W s '
(umhos/cm) e i S 510 §23 N
Temperature (°C) 5.0 ke .o 4.1 .4
pH (5.U.) 3.53 3.0 3571 3.4) '4’5.'3‘}
i T e B PR 83 | vy
450 mg KCI/L C == TR
onductivity 040 iy . g
{umhos/cm) 1 s {1060 fU’-j‘O =ic
Temperature (°C) ~.9 b b AT W 5.0
pH (5.U.) F5% I3z 3 .56 3.40 15y
il ETE KR B T IS
600 mg KL Conductivity e L e e SRR
{umhos/cm) i 290 ’_J‘l" - |;u|0 1300 St
Temperature (°C) .4 i .7 WM. b . €
pH (5.U.) 354 2% 2.4 [ 341 159
gy .0 3.9 4 8- v}
750 mg KCI/L - e : TR
Conductivity i, e _ Zah TR
{(tmhos/cm) 1510 e 1530 P L 1550 S, 1
Temperature (°C) . § ptC ] A -3 Ll . €
pH (5.U.) 190 330 334 [334 2.4 T3Y
issolved
?nl'ls:?L; . v Ea - 3.9 8.3 3
900 mg KCI/L |-t : —- — .
onductivity e AR 'HD YL
(umhos/em) I?U!O N e 1?@ o *$reg (U i Fypss9ulle
Temperature (°C) 1S.0 Wy . .1 RCNA NG|
pH (s.U.) 340 373% 240 3.715 34) '3 S
mgy e Jgo [*ra |4 [+ gy | 05
1050 mg KCI/L c — T c =
onductivity 2010 : B : e 050 _
(umhos/cm) st 7) 05D : P
Temperature (°C) 15.0 M. 8 A€ -1 .k .9
Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1



| Testing Solutions, inc

Species: Pimephales promelas

PpKCICR Test Number: 130

Page 6 of 6

Day
(Analyst identified for each day, performed pH, D.0. and conductivity measurements only.)
Analyst
Concentration | Parameter
pH (s.U.)
Dissolved oxygen
| (mg/L)
Conductivity
CONTROL, (umhos/cm)
MHSW Alkalinity
{mg CaCOs/L)
Hardness
(mg CaCOs/L) 5
Temperature (°C) | "W\, & w. & w4 b . § ALY U | _ -3
pH (5.0 183 | 339 | 7449 Tl o3 [3.03 |39 M|
Dissolved oxygen . -
300 mg ket €L 95 L b 34 85 3-8 85 Y
& Conductivity 5 3 6 4 x 1 $2.0
(umhos/cm) q § 4%\
Temperature (°C) A WA a6 A .4 b .4 ™
PH (5.U) P09 (339 | #99 [ 2uws | %03 (3.0 =744 | Ayl
Dissolved oxygen -
(mg/L) 4.% | #r 344 +4
450 mg KCI/L Conductivity E =T =
1030
(umhos/cm) /0’10
Temperature (°C) .4 .4 i€ Ry |
PH (5.U) 240 | 380 | 294 | Fux
Dissolved oxygen @ 3 .
{mg/L) !
600 mg KCl/L Conductivity ’ D
{umhos/cm) 2 5
Temperature (°C) .4
PH (5.U.) 1}41
Dissolved oxygen
 (mg/) 8.2
750 mg KCH/L Conductivity {
{(pmhos/cm) 460
Temperature (°C) 1$.0 ‘ .1
pH (S.U.) 132 [ 343 3.90 13
D:so:ved oxygen @ \4 1, 5 @. l_‘
900 m (mg/L)
B RCUL Conductivity T Z5 3
{umhos/cm) ,?)'O lens ey SO i510 <
Temperature (°C) 14.9 w.q 4.7 ™S
oH (5.0) Nan | 344 e AN
Dissolved oxygen - =
1050 mg KeijL  |HmEL) 9y 7 = i 1% 4
Conductivity !q% _;Eﬂ'ﬁ""‘t‘;,’-;;_t < 3 3 e e EE Saay] 2040
{(umhos/cm) e300 LR i B3 O
Temperature (°C) 24.9 .4 w4 ul.4 14.49 4. ¢ .9 2
Initial Final Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1



© g —— gy Pimephales promelas
| Chronic Reference Toxicant Control Chart

PRl Source: In-house Culture
105" e S ) N N S S S (S ER S B N U EE R S —
. Control Limits (+ 2 Standard Deviations) |
0.8 - e e e e o i =
i ° I i T — ]
®
0.7 @ -
- ° ’ e © v ]
@ @ °
0.6— ““.'_-_-—'_“'-‘-*H ______ "‘"-—-—:.——--""-‘ ______ — —
—
O : 4
xz
-
\ 0-5 — )
=T1]
— L | | I l L L I L L | L I | | l I 1 | |
~
g 12 =T ¢ T % 1T T 7 T 7& = T % T 7T 1
> s . _ 1
© Warning Limits
® 10f .
L
o8 T T S NN e —————— A -
® e
s . e o - :
@ @ @ ° _.—.-—-—Q——m-—‘—--..—_....
0.6 - ° o °
DU [l 7T A N 0 £ R 4 R R SRR S O N
l | l | I ] ] I | ] 1 1 I I ] | 1 I | 1
| L L RS | T, LTS L L R P L, TS N, | - G - L P T R L
or oo i1 o ottt et vt ot ol & oot oy ¢
09 397 0 I (e (9% @9 @ (0T 97 O (ST SV g O O ¥ (0¥ (O & 0
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, = 75" percentile of CVs reported nationally by USEPA)
nterad and
Roviwwed by

Him Sumnes
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e Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

YW o7 7T T T T v 7T T T T T §& T T T 7T T T 7 T 7T
< 1.00 F o -
£ ® C S s s R = i .
- wedl— . N ]
(Gl C e ° ©° o " ]
— - TN v " ——— A w—— S —— —— e —— e — — .
Q '= | e —— .
5 £ 050F -
£S5 f -
o g - ;
— 025 .
_ USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
A N N (NN NN NN NS (NN NN NN AN NN NN (N S RN (N SN SN NU N
E & 1 I & T I % & T 7 &+ ¥ =155 & 7T I 4
'\:Q" 2 USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) 7
"g < 20 i ]
s S - —— -
R e » IR SIS ~— N e e SR T BB i | i
§ 0] o - ° ® ]
© = e ® @ s
55 107 T ——— - -
s S i . . ° . :

(S 1. — —— | (WL DS S e swm e e wees s v - - —r— ®
% \.9 B = o e e e s S e e — — : -
S 0r _
o - ]
N | | | | | 1 | | | | | | | ] | | | | | | ]
TEE R R S T . T T T L O T O L O I
30 i USEPA Upper PMSD Bound Acceptance Criteria (< 30% .
i USEPA i
- | | Lower PMSD Bound ]
b 20 (>12%) .
a - e ——— Y e < o e e s s o 1
2 | T -
& i — oo o ° —
00 O @ ®
T R A T —— S S em amEmEm—_TmEm ]
0 B | | | | | | | | | | | L1 | | L1 kg

P, a 1, b 40 425 ?,.15 A 220 92° a0
01.06‘ 0.50 0,,0‘5 05.0 06,01* 01 06 0.1.‘1 ,0‘: 0.&.0 N L .o“ 0,, ¥ o @ @S
Test date
L Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

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

acceptance criteria.

~w——  Central Tendency (mean Control Growth, CV or PMSD)

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

ntered and
Reviewed by

Jim Sumner
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Enviranmental Testing Solutions. Inc.

Page 1l of6

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 131

Dilution preparation information: Comments:
KCI Stock INSS number: INSS LRAM
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
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: ~ewow
Age: < 24-hours old Incubator number and shelf TR
location:
Spawn date: 0V 2/ Artemia CHM number: CHM1385
Hatch dates and times: 0§-0 W ML TU  04-04-18 0500 | Drying information for weight determination:
Transfer vessel information: pH= & ™ S.U. Date / Time in oven: 0\ (ridp
Temperature= W0 °C *Initial oven temperature: Lo C
Average transfer volume: <0.25 mL Date / Time out of oven: o135 OV%p
*Final oven temperature: Ll
Total drying time: - oudS
*60°C Oven, Thermometer SN: 14-985B5
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 08-05-25 0sSeS K W30 06 W 0¥3\-15 R
| o G
: 08-06-25 cSoo K oo | & oo | g A\
2 U v
080725 | oswe |y W0 |y N0 ! a3-1g €
. 08-08-25 DLoO | Y Woo | i ogo0 | U 1l
4 . "
08-09-25 oL [\ o0 !,f of{ oo K 0L-04\S A
s R
08-10-25 000 W \O0 " 0kco ‘(
6 A3 - &
08-11-25 0500 W WO 6 Y M M
7 08-12-25 X ) el Y
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 ymhos/cm SM 2510 8-2021 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 | \30\eM\ b §
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: o' <20% 7-day LCso (mg/L KCl) 764.3
Average weight per initial larvae: D 954 NOEC (mg/L KCI) qs’o
Average weight per surviving larvae: 0 959 > 0.25 mg/larvae LOEC (mg/L KCl) 6 oo
ChV (mg/L KCI) 0.6
a5 (mg/L KCI) £\8.6

SOP AT21-Revision 5—Exhibit AT21.1



Environmental Testing Solutions. Inc.

Species: Pimephales promelas

PpKCICR Test Number: 131

Page 2 of 6

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
g 10 10 10 10 10 10 10 10 10 10 10 10
4 (o [to [0 [to Jvo [vo |eolen] o]0 [t [1D
. i |10 | o |0 feo [0 o |40 | ro]| 0|00
3 to | 10 lo| 10} 10 10| 10 | ID 10| t0D |10 [ID
) (o110 [ 1O |10 J¢Q | !O|[LO |to JtL |tO |tD | IO
° w [ 1o [ [to o] o | tofo fro | te [t 10
. o [vO |'O [ jw || |[0o]O| |10 [!D
8 o (1o {ve [ | o] o] || sof o]0 |10
*A = Pan weight (mg)
Tray color code: g'g;_egﬁ N . ,1 \,( o fL) "O
Analyst: (2% ’1;‘:’ SV \ \x\o ! o ™ A 0 \o
Date: _07-27-1 N \\X' \\b \\)(g\ \O)" \\X.‘ {\" \\X’ ‘QK?J S \O ’ \r))?)
*B = Pan + Larvae weight (mg)
Analyst: X LS Ry [ e W2 M e S & [0 |qg 00 .00 |22 5& 1843 12 A8
Date: od* M-S
C = Larvae weight (mg) =B-A
081 |MIT] 4.39
2/ buLl 1977 19.8419-31 Mg O8] 15 0c 0.6y (855 |9.39
Analyst: | Aol %4
Weight per initial number of larvae (mg) 1 96 »
= C / Initial number of larvae 0 g 0 aqg] ] '] | oli.o 2.46) 377
"y 0.0yy|o.477 .()quo'q:“’l |.oy|1-2Y§ .84 0399
Analyst:
Average weight per initial Percent "
B ;f::c::nl:rol 0. qg 9 = | 05‘7 - I|O ' 2‘7' o, g 9 ? 6 . q 7’.
(%)

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

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

Comments:

SOP AT21-Revision 5—Exhibit AT21.1
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1 Testing Soluti Inc

Species: Pimephales promelas PpKCICR Test Number: 131

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
0 10 10 10 10 10 10 10 10 10 10 10 10
1 0| 19|10 | w JRIN PES qu{ 4 e bq« (‘ud\ 5‘“‘ GM
v S — T QY e T TN
: wjw [wlw]| s|s|e|v]|58]|e |95
* 1 LY
> 10 [0 [to [P ¢ | & o | 4w [ 3P s
4 wl C. ol W
o |t [0 |§ e | V)L L 4 > L(*
5 % 4 v X '
o | a0 | & [t |t ] | e
° o alw|le W ]s s
A N
2 TN B Al I 3 B Il IES I S U I T
*A = Pan weight (mg)
T olor code: - & ;
il RIS R AR R R R
Date: _ ©7-22-1.5 ‘\\"l {)) -(]')‘ \r\/ \\K \,.)3‘ \D N ,f\\," on \?(. .g\'
*B = Pan + Larvae weight (mg)
Analyst: \( 20,204 ”_u& Mo 14.50 l%'lJ‘ ‘t-h'ﬂ okl 1A hisoN | LSS (b RalIY 28
Date: Y o0k 1S
C = Larvae weight (mg) =B-A L{ b
b
70 %29 |7.61| %90 6.9) o2 U3 519 217 4.76 20/ 223
Analyst:
Weight per initial number of larvae (mg) 223
= nitial number of larvae " O
= C / Initial number of | 0.3%9 2.16M0.530|06{1 |0.od o.uag) |o43l 0.819 12217 (247 |2.20)
Analyst: Qf/)
Average weight per initial Percent
number of larvae (mg) ;f:r:::::::‘.rul O-’;Q ( ]’] 6 7 " OHg% 523 Y 0.27 CJ mq‘pvs-f’g.
(%) -10.97.

*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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Environmental Testing Solutions. inc.

Species: Pimephales promelas PpKCICR Test Number: 131

Survival and Growth Data

Day 1050 mg KCI/L
Y z AA | BB
0 10 10 10 10
1 AA | WL | dd| Al
s T (e IR \
2 LY 1*___7*-
\ \ \
: | N \ \
4 ‘.-L LI \
5 L I T Y \

*A = Pan weight (mg)

Tray color code: ﬂlé_bﬂﬂfl;

Analyst: &/ 4;’) "\J% n;\/ '\00()
Date: _07-21-159 .Q] i \0' \O' .\.0*

*B = Pan + Larvae weight {mg) & s Tt

Analyst: — bbb A
Date: Y of-M-\S bl 1L

C = Larvae weight (mg)=B-A oketrs

—h || 3| |43
Analyst: 20 3’

L

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

ol o leiy|el]
Analyst: %
Average weight per initial Percen}
number of larvae (mg) Eé:;c:::lm 0.0 6 q q 7 ?) v

*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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Fentared and

Statistical Analyses Hotewed s
Al Jumnar
. Environmental Testing Solutions, Inc,
Larval Fish Growth and Survival Test-7 Day Survival
Start Date: 8/5/2025 Test ID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: B8/12/2025 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-mgi/L 1 2 3 4
D-Contrel 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 05000 0.9000 0.8000
750 0.4000 0.5000 0.5000 0.5000
900 0.2000 04000 0.2000 0.2000
1050 0.0000 0.0000 0.1000 0.1000
Transform: Arcsin Sguare 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 1.4120 1.4120 1.4120 0.000 4 ] 40
300 1.0000 1.0000 1.4120 14120 1.4120 0.000 4 18.00 10.00 0 40
450 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
600 0.9000 0.9000 1.2543 1.1071 1.4120 9,935 4 12.00 10.00 4 40
*750 0.4750 04750 0.7602 06847 0.7854 6.622 4 10.00 10.00 21 40
*900 0.2500 0.2500 0.5189 04636 06847 21.301 4 10.00 10.00 30 40
*1050 0.0500 0.0500 0.2403 0.1588 0.3218 39.161 4 10.00 10.00 38 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.88134 0.896 0.61258 1.729
Equality of variance cannot be confirmed -
Hypothesis Test (1-tail, 0.05) NOEC __ LOEC ChvV 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 11.597 1.40182 8.84944 14.3446 ] 1.35263 9.48773 0.85238 2.88329 0.08623 3
Intercept -28.438 4.05686 -36.389 -20.486
TSCR 1.0
Point Probits  mg/L  95% Fiducial Limits 05 1 ‘r
ECO1 2.674 481603 410,728 533.139 -
ECO05 3.355 551.383 488.885 596.633 o8
EC10 3.718 592,626 535.928 634.143 07 ] g
EC15 3.964 B622.182 569.812 661.224 1
EC20 4158 B646.719 597.918 683.965 & 0.6 1
EC25 4.326 668.54 622785 704.49 Eo_s - 4
EC40 4.747 726.845 687.764 761.592 ]
EC50 5.000 764.342 727595 B800.87 4 04 i
EC60 5.253 B803.774 767.251 B844.898 0.3
EC75 5674 B873.874 B32.345 929.7%4 0.2
EC80 5.842 903.359 B5B.116 967.569 )
EC85 6.036 938.985 B888.353 1014.47 0.1 J’
EC90 6.282 985814 926.967 1077.82 0.0 . DY S
EC95 6.645 1059.55 985.928 1180.71 q i fo6  “oon Ao
EC99 7.326 1213.07 110408 1404.46 Dose mgiL
Dose-Response Plot
1 > o
0.9 3
083
_ 0.7 13
B
E 0.6
m 0.5
>
804
o3
0.2
0.1 !
4
O - ; - - : (=]
g & § & § 8

D-Control
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ntered and
Statistical Analyses g
- E;:unmnluimmg Soluthant, Ine, =
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 8/5/2025 TestID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 8/12/2025 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 0.9440 0.9770 0.9840 0.9310
300 09810 1.1120 1.0400 1.0950
450 0.9610 0.8850 0.8370 0.8890
600 0.8290 0.7620 0.8800 0.6910
750 0.4020 04810 04310 0.5190
900 0.2170 04760 0.2010 0.2230
1050 0.0000 0.0000 0.1340 0.1430
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 0.9580 1.0000 0.9590 09310 0.9840 2.664 4 1.0080 1.0000
300 1.0570 1.1022 1.0570 0.9810 1.1120 5.606 4 -2.385 2290 0.0941 1.0080 1.0000
450 0.8930 09312 08930 08370 0.9610 5725 4 1.606 2290 0.0941 0.8930 0.8859
*600 0.7905 0.8243 07905 06910 0.8800 10.382 4 4.100 2280 0.0941 07905 0.7842
750 04583 04778 04583 04020 0.5190 11349 4 0.4583 0.4546
900 0.2793 0.2912 02793 0.2010 0.4760 47.089 4 0.2793 0.2770
1050 0.0693 0.0722 0.0693 0.0000 0.1430 115.592 4 0.0693 0.0687
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.98395 0.844 -0.1749 -0.406
Bartlett's Test indicates equal variances (p = 0.38) 3.08717 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df

Dunnett's Test 450 600 519.615 0.09411 0.09814 0.05026

Treatments vs D-Control

0.00338 2.4E-04

3,12

Linear Interpolation (200 Resamples)

Point mg/L 5D 95% CL(Exp) Skew
IC0os 365.74 17.71 336.04 44863 2.0034
IC10 431.48 2486 37207 519.28 0.4374
IC15 502.98 39.14 40466 66588 06105 1.0
Ic20 576.73 3268 469.95 651.97 -0.3161 0.9 ]
IC25 615.58 18.65 54091 658.84 -0.8219 O.B:
IC40 683.84 10.93 646,85 713.67 -0.1556 1
IC50 729.35 10.37 698.96 764.86 0.2795 g;
2 o0s]
= 4
S. 0,4:
3 03
x -
0.2 1
0.1
0.0 ¢
-01 ~
-0.2 ————
0 500 1000 1500
Dose mg/L
1-tail, 0.05 level

3-Control
300
450
*600

750 4

900 4
1050

of significance
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Environmental Testing Solutions. inc.

Species: Pimephales promelas PpKCICR Test Number: 131

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 [ y L XL AL Xl
Concentration | Parameter P | B IR | IR CARE (T s
pH (5.U.) 19 |1+ .94 EEel) 3.5¢
Dissolved oxygen
. ad |4 8.3 §.4
CONTROL, | Conductivity P o e
MHSW (umhos/cm) M'} | 299 | 29
Alkalinity (mg CaCOs/L) L3 Lh
Hardness (mg CaCOs/L) a\ ; & al\ Patallre Al
Temperature (°C) .4 . b WM. & A & 4. &
PH (5.U.) 8.00 .64 3.%4 T 3.50
Dissolved oxygen & “ 9.8 4 ‘-{ %.4 gk
300 mg KCI/L (Cn::l;lﬂctivity . : ( TR iy
(umhos/cm) 902— Tl AR 315 < Scn
Temperature (°C) . g a4 L U M4 1s.0
pH (5.U.) 600 [ w4 |g3.5u 252 [|3.59
:J:;?:red oxygen 9 \{ 3 al. 8.4 .4 3.2
450 mg KCU/L 1= onductivity y R B e
(umhos/cm) /50 || S 1070 070 e
Temperature (°C) .4 . ¢ 4.1 .4 w1
pH (5.U.) 8.00 3.0 EAL) 3.53 A
Dissolved oxygen i . .
(mg/L) 6“{ 4 %u B T2
600 mg KCI/L T;;ducﬁviw i Ay T ¥
{umhos/cm) 1310 || 151D 150 ey |
Temperature (°C) .4 Y. g .7 NS .0 A
pH (5.U.) 800 || +72 H¥Ss 383 .Ul
f :):;;:;ted oxygen 8.\‘ 5 ‘1 . 9 i Y 29
750 mgKCYL | - _ = e
(umhos/cm) {530 5 11500 : _1islo Y
Temperature (°C) .4 1%.0 € | w4 .0 | W9
pH (.U) QUL |32 350 [3e> 3352 3.6\
m o4 |4 few [ | eq |4
900 mg KCI/L I ductivity T
{umhos/cm) I? ?0 1500 {510 _
Temperature (°C) 1$.0 W. £ . £ W.4 %0 .l
PH (s.U.) 8.0v E ) .50 404 234 [PA
il IY T XN FT T P P
1050 mg KCI/L Conductivity
{umhos/cm) xa‘fo 200D 2010
Temperature (°C) ™. £ . € M. & s .0 . & w4
Initial Final Initial Final Initial Final
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Environmental Testing Selutians, Inc.

Species: Pimephales promelas

PpKCICR Test Number: 131

Page 6 of 6

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 4 5 6
Analyst | XL B5L (o= o Bsc XL X L YA
Concentration | Parameter SN o RES ) U 5 T2 :h_‘ e St [ B
pH (5.U.) 3. %} R 358 131 Ll .54 2.5)
Dissolved oxygen ) ¢
(mg/L) %3 e pas 3.4 3.5 .3 o.M
Conductivity e ; R G
CONTROL, | (umhos/cm) 20) 5 12490 o EATO
MHSW Alkalinity y f o \ . %
(mg CaCO4/L) h S ¥ At : i
Hardness Ay A\ = A
(mg CaCOs/L) \h T ey AL e
Temperature (°C) | 19,. & .0 . § WM LA NS .\ .4 8.\
PH (s.U.) 390 Fub 2.9% %03 +ul .92 A
Dissolved oxygen - (84
300 me kel JmE 8.2 %o 3.3 3{@%12 3.4 8.3 7.3
OmgKA/L o nductivity S | S ST, S sy
(umhos/cm) S0\ L B S 3> Farrey 563 S
Temperature (°C) A A -1 5.\ .4 w4 WM. 5.0
pH (s.U.) 390 7.u5 B.0l 3159 .04 3.0\ +a2 4"'{'?»_
Dissolved
[;;;L;E oxygen g I 9.3 .8 .4 . .2 5.6
450 mg KCI/L Conductivity ! . i J! = I
{(umhos/cm) 1050 Tiaieds 1050 b 1050 L 10(pD Y g
Temperature (°C) | =M.4 a4 4.1 1S, \ S.0 uiA W § N\S.0
pH (5.U.) A4\ J.u} %0\ 1.59 g.03 HLo 13 M4
Dissolved oxygen "
(mg/L) 0.3 3.2 %4 wa % 4 £ 5.3 5.8
600 mg KCI/L Conductivity et e e RS
{umhos/cm) %06 ¥ e 12O e oS 1150 SR
Temperature (°C) A S\ A LW ¢ 1%.0 B .9 S
PR (5.0 a1 |79 301 |36F |55 3.6 | meaa | A4
Dissolved oxygen i
| (mg/L) %% 35 34 Lete T4 3.2 g5 5.4
7s0mgKa/L | s . = ' — ——
{umhos!cm} '5% _.l,l. . I 550 Pre- s - 3 e 16'00 = fs-;ro A =
Temperature (°C) w.& 1S-l 4 . ¢ -0 1.1 4 9 WS-
pH (5.U.) 494 140 g-0d Fu4 3.03 F.63 245 ﬁ- MG
Dissolved oxygen E
(mg/L) g5 J.a %.3 .9 S 3.4 g2 w5
900 mg KCI/L Eductivity z ; %
{pmhos/cm) 740 A2 |8oC 1340 b
Temperature (°C) %.0 ¢ w4 .k M .q L 1S.0 W
PH (5.U.) 3495 133 3.0 13 923 . uu 3G KIS
Dissolved oxygen
8.2 2. 1.2 T4 2.4 %3 0
1050 mg KCI/L E.'.:ﬁilﬂctiuity 3 E 5 ;j
(umhos/cm) 2030 A01C EE ) 2080
Temperature (0) | .8 WL 1 - § 5.0 Wi | .0 1 MA
Initial Final Initial Final Initial Final Initial Final
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— —— Pimephales promelas
Chronic Reference Toxicant Control Chart

nformerEi i Sotensihe Source: In-house Culture
0.9 — T T T T T T T T T T T T T T T T T T I
| Control Limits (+ 2 Standard Deviations) |
08 o —m—m e =
L [ ] @ _y—’-“mﬂ..;._...-.w_._______.:-_._ N
7 ® o . ¥
- ey O & —g—
I o e © ¥ .
® e
®
[ Ml T SO S—————e S a——_ Ll Sl S
G i —
2
-
< 05 |
=T}
~ o G0 ¢4 % ¢4 %o f b B e d Fo e G F 4
un
g 12 S L e B L i L e B e S . .
> - ; .
© Warning Limits
9 10f -
~ | (s
gl T eSS —— S — .
® @
L [ y
v — - o0 g0 9@
®
0-6 B . e R e N Tl X REE . - e e A il iy 2 e e At — -.-_-; "ew i
G [ et e st TS s s s |
I 1 | 1 1 L I | A AN NN (N NN MR NN R B
a¥ gk ak o2* AN b a5 9D a5 a8 gD 45 a9 95
& 0 o 0&““ o7 Q% 09. 01& x‘¥° 2> 0301 o @ o9 69 g @9 o
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)
R ey Laboratory Warning Limits (mean logarithmic IC,, + 2 coefficent of variations converted to anti-logarithmic values)
et
S, = 75" percentile of CVs reported nationally by USEPA)

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

A5
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S Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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— ’: - T ——— ——— ——— ——— —— . o o ————— o —— TR 4
S gsob ——

s = 050
g = C ]
o g - i
= 025 ]
L USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) 3
%) L | | | L | | L | L L L L L I L L L L]
E | I | I | [ I I | | | I | [ | | I | I | 3
Sé' B USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) g
s Of -
§F [ - -
= L B o i o . e ! i . 0 ik i . e, W e
® G L ® @ ® 4
?6 3 10L @ ) ® ]
e e
ef [ * ¢ . I ]
% I.c. B = T D e A e ™S _.____m T
o 0r ]
o - J
C l l | ] | | ] | | | | | | | | | | B I | ]
- [ | I | I | I I | I | | I | | 1 | | | i |
30 - USEPA Upper PMSD Bound Acceptance Criteria (< 30%) .
- USEPA .
- || Lower PMSD Bound i
2 20 F (>12%) -
Q - -
7] ¥ il
= " ]
o l|
0 I | | I I I ] | I I | ] I | | I | 1 1 | i
.1- .‘1-°‘ 2> 422 15 'L‘J ‘fJ 1,5 25 45 .95
"L ‘: ‘5 % o
Test date

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

~— Central Tendency (mean Control Growth, CV or PMSD)

ntered and
Reviewed by
Fim Sumner

== = == . 95% Confidence Interval (mean Control Growth, CV or PMSD £ 2 Standard Deviations)
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Page 1 of 6

Environmental Testing Selutions. Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas:
PpKCICR Test Number: 132

Dilution preparation information: Comments:
KCI Stock INSS number: INSS A\
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L deionized water.
Dilution prep (mg/L) 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: \k” oud
Age: < 24-hours old Incubator number and shelf
s 164
location:
Spawn date: 04- 0\ Artemia CHM number: CHM1385
Hatch dates and times: af-0d4-1% og o A0S o\S Drying information for weight determination:
Transfer vessel information: pH= €N\ S.U. Date / Time in oven: oAl 0SS
Temperature= =34.\ °C *Initial oven temperature: Wit
Average transfer volume: <0.25mL Date / Time out of oven: 0A-T+1S 0SS
*Final oven temperature: i’
Total drying time: W-N0NRS

*60°C Oven, Thermometer SN: 14-985B5
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 09-09-25 0Sa0 u TRt n 00 k( 0.0 S A
u\ ] A
1 09-10-25 0500 u S n nio ] v
L - L
2 09-11-25 o500 | W A0 |y c160| H oh-o\sS &
(] {=
3 09-12-25 DS00 u WQO &(_ V0L n L
P
? 09-13-25 oL b Wso | pdoo | K 0a. M-S €
2 09-14-25 bbau WHo h 0400
6 - 24
051525 oS00 | ¢ woo | M ond | ¢ Y
4 09-16-25 osd | K
Chemical analyses: N
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 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 2550B-2010 Digital Thermometer 1306 b §S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: Ol <20% 7-day LCso (mg/L KCI) 2.l
Average weight per initial larvae: 0. §85 NOEC (mg/L KCI) 430
Average weight per surviving larvae: 0-¥35 >0.25 mg/larvae LOEC (mg/L KCl) L00
ChV (mg/L KCI) 514.b
1Cz5 (mEIL KCl) 10.%
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Environmental Testing Solutions, Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 132

Survival and Growth Data
Day Control 300 mg KCI/L 450 mg KCI/L
A B G D E F G H I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
1 (O |ro [ 1O | 10| 10] (O| IO{tO JtD| ID|ID|ID
% 0 {10 [to [to [0 |0 [0 [IO]i0 | 1Q] 1O]D
i (0|10 | /0 1O Lt (VO | (o100 (D[ ID[/ID |ID
¢ o [ro [o [t fen|w | [ owfen|d] |0
> to|wo|ltofto]iolto]| toftoftofto]|tof o
6 IDjw (1o [tO J'tD |[to | (D| 1D 0|10 |10 |10
7 /N |1y [1o [to oo || 0| o]0 |lp
*A = Pan weight (mg)
;r:ay; :;!:or code: o\% b\) & Z\b 0\% *']/ \xb \\‘( q,A 0‘(\ ,\,‘0 ‘K\xl
Date: _2&-!_9 "‘2'5 \\' \0' \“. \‘b' \%' \o' \0. \'«- \*- \‘«‘ \0 \«.
*B = Pan + Larvae weight (mg)
Analyst: (h( 200 166 2098 (2308 (25,41 14,477 |20\ [dadd | 25T [ qa. a0 f 61D 2302
Date: 0449414
C = Larvae weight (mg)=B-A
g™ (a0 114 (437 [ads [4.05 (4.LS [ 10000813 gy (2.4 | £7)
Analyst: fk
¥
Weight per initial number of larvae (mg)
= C / Initial number of larvae A
. w . U -
Analyst: '}1 o 0 0 L™} 0
Average weight per initial Percent
number of larvae (mg) reduction 0- £35S 0. RS2 -2\ 7.
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1



Page3 of 6

Environmental Testing Solutlons, Inc.

Species: Pimephales promelas PpKCICR Test Number: 132

Survival and Growth Data
Day 600 mg KCI/L 750 mg KCI/L 900 m§ KCI/L
M N 0 P Q R S E U \' w X

9 10 10 10 10 10 10 10 10 10 10 10 10
®

! ot |10 |10 Jro] o] to] ro] N[V

2 ol wlio] o] o|a4t e v [

" " \ .
3 NEHER R RSN RS

10 |'0 | 1D [ID §
¢ A '
4 I'o 1o 10 10 ..“t‘. -1‘( -1‘{ 1 ‘(. 5‘ S 4 5'&
. o] at| @ o] | & | A
" A
® lbﬂs'*tob*\ol‘-\\llll
' 1Y VoA [
? q“*‘l&‘]qs.\S»(to sAl | | V¢
*A = Pan weight [r%
Tray color code: i‘eﬁ' él‘téz\—
An:lyst: O\“’ (,\b o\‘\, q‘\ \,/\ '5% qf) o\ Q;'J \Xb (9‘\ oo
oate:_0G- 125 il Rl NGl S O N Nl NS N S N
*B = Pan + Larvae weight (mg)
Analyst: ¥ 18.58 |3 e |50 | (4.8 [ ad | e 19.716 {140 [1S.70 [14. 67T | . TN
Date: oR-1 8%

C = Larvae weight (mg) =B-A

Analyst: X{

~

gMS [ g1 el [0 ] 504 [U4S 5.8 $.11}0.87|2.24 | 1.0¢ |p.7)

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

A Al kb &L AS
& QTSN P | e | & TS
Analyst: \ 0" o 4} o 10 0 (») 0
Average weight per initial Percent
number of larvae (mg) reduction 0- 147 & A 0. SO 3\.-07- a.\1>» 843 ;2
from control
(%)

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

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

Comments:
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Enviranmental Testing Solutions, inc.

Species: Pimephales promelas

Page 4 of 6

PpKCICR Test Number: 132

Survival and Growth Data

Day 1050 mg KCI/L
Y Z AA BB
9 10 10 10 10
1
1 31 A b‘u\ S A ‘)‘M
' wh
2 24 s | 2%
C YT §
¢ 2|2
4 A
2 |\ N
5 (L8
O \ \ \
6
v ()"k
¢ o|a*|a*| O
*A = Pan weight (mg) s
Tray color code: M
Analyst: _El f{‘? (,;0 “;‘ﬁ') ﬂ;‘;
Date: _0@%=~19 -2 {‘1 Qx' \ * {I‘)'
*B = Pan + Larvae weight (mg)
Analyst: el > L~
Date: //
C = Larvae weight (mg) =B-A /
Analyst: / 'l""o‘ g ]
Weight per initiatnumber of larvae (mg)
= C/ Initial pdmber of larvae
0:-“"" ol 0|0 |0
nalyst: =
Average weight per initial Percent
number of larvae (mg) reduction 1 "
from control 0 100
(%)

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

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

Comments:
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! Envirenmental Testing Solutians, Inc.

Statistical Analyses ﬁ*"’;‘:":‘.:

Larval Fish Growth and Survival Test-7 Day Survival

Start Date: 9/9/2025 TestID. PpKCICR Sample ID: REF-Ref Toxcant
End Date: 9/16/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-B821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Cone-mg/L 1 L] 3 4
D-Control 1.0000 10000 1.0000 1.0000
300 1.0000 10000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 09000 09000 08000 09000
750 05000 05000 06000 05000
900 01000 02000 041000 0.1000
1050 00000 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 Numb
D-Control 1.0000 1.0000 14120 14120 14120 0.000 4 0 40
300 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
450 1.0000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
*600 08750 08750 1.2136 11071 1.2490 5.846 4 10.00 10.00 5 40
*750 05250 05250 08106 07854 08861 6210 4 10.00 10.00 19 40
*900 0.1250 0.1250 0.3572 03218 04636 19.861 4 10.00 10.00 35 40
1050 0.0000 00000 01588 01588 0.1588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.86899 0.884 0.27239 2.83008
Equality of variance cannol be cc d
thesis Test (1-tail, 0.05) NOEC LOEC ChV U
Steel's Many-One Rank Test 450 600 519615
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 96% Fiducial Limits Control Chi-Sq _ Critical P-value Mu Sigma Iter
EEPG 141802 1.7472 107557 17.6047 0 155134 948773 081751 287044 007052 3
Intercept -35.703 5.03685 -45576 -25831
TSCR 1.0
Point Probits mg/lL 96% Fiducial Limits -
ECO1 2674 508612 443417 554917 &
ECO05 3.355 568128 511608 608.381 0.8 4
EC10 3.718 602652 551677 639.503 07 |
EC15 3964 627.123 580139 661.773 ;i
EC20 4158 647.279 603.517 680.345 ] 0.6 1
EC25 4.326 665086 624045 697.005 §- 05 1
EC40 4747 T12.158 677113 742794 b 4
EC50 5000 742067 709.348 773776 @ 041
ECE0 5.253 773.232 741.287 B808.043 0.3 -
EC75 5674 B27959 793267 873.13
EC80 5.842 850737 813626 901.791 a2
EC85 6.036 B878.079 B837.331 937.157 0.1 4
EC80 6.282 913734 B67.316 984.566 =
EC95 6645 969.26 912529 1080.69 s s T 77 R
EC99 7.326 108268 100136 12227 Dose mgiL
Dose-Response Plot
1 < £
0.9 3
0.8 4
Q.7 1
E 0.6
@ 059
=
& 04 3
T~
0.3 1
0.2 3
0.1 3
0]
&g & § & § &8
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. Ervironniental Tasting Salutions. Inc. =

Statistical Analyses

Hm Sumner

Larval Fish Growth and Survival Test-7 Day Growth

Start Date: 9/9/2025 TestID: PpKCICR Sample ID: REF-Ref Toxcant
End Date: 89/16/2025 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPAB21-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Cone-mgiL 1 2 3 4
D-Control 0.8140 09100 06790 0.9370
300 09490 08050 09650 1.0000
450 08130 08720 08470 08770
600 08450 08770 0.7260 0.7190
750 05080 04650 05870 05770
900 0.0870 02240 0.1080 00710
1050 0.0000 0.0000 0.0000 0.0000
Ti m: Ui i 1-Tailed Isotonic
Conc-mgl.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Control 0.8350 10000 08350 06790 09370 13.967 4 0.8949 1.0000
300 009548 1.1434 09548 09050 1.0000 4128 4 -2.318 2180 0.1126 08949 10000
450 0.8523 10207 08523 08130 08770 3435 4 -0.334 2180 0.1126 08523 0.9524
600 0.7918 09482 0.7918 0.7190 08770 10240 4 0.7918 0.8848
750 0.5343 06398 05343 04650 05870 10858 4 0.5343 05970
900 01225 01467 01225 00710 02240 56606 4 0.1225 0.1369
1050 0.0000 00000 0.0000 00000 0.0000 0.000 4 0.0000 0.0000
Auxiliary Tosts Statistic Critical Skew  Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 094129 0.805 -0.9034 2.12682
Bartlett's Testindicates equal variances (p = 0.06) 556001 9.21035
sis Test (1-tail, 0.06) NOEC  LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df

Dunnett's Test 450 =450 0.11262 0.13487 0.01676 000534 0.09234 2,9
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L sD 95% CL{Exp) Skew
ICos 455.25 6244 32296 70232 06472
IC10 566.19 5371 37250 67281 -0.3397
IC15 618.12 30.54 48962 B7560 -1.0534 1.0
IC20 644.18 2110 564368 70253 -06454 0.9
IC25 67025 18.25 609.87 72760 -0.1524 O.B:
IC40 T48.44 13.21 7J06.75 78211 -02986 0_?:
IC50 78163 932 75370 B810.68 0.0258 06 ]
& 0.5:
E- 0.4 1
0.3 1
& 02]
0.1 1
0.0
=01 ]
-02 4
03 3
o 500 1000 1500
Dose mall
Dose-Response Plot
12 5
1 j
08 ]
1 1-tail, 0.05 level
3 of significance
g 0.65
-l <4
g ]
™ 04 4
0.2
04 = .
B § &
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: Environmental Testing Sclutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 132

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.)
0 1 2
Analyst | XL YL X L X1 YL I X1,
Concentration | Parameter "’ s ST _' T\' n“?' -: "“ e ‘ o
pH (S.U.) +97 3.5\ 3-u3 3.3 3.4
Dissolved oxygen
(mg/L) g3 8.3
CONTROL, Conductivity
Alkalinity (mg CaCOs/L) w0 LA
Hardness (mg CaCO3/L) T b B Tl E e
Temperature (°C) W& WA b
pH (5.U.) Had T13s 2.90 EN L 2.7
Dissolved oxygen
s Lmer o] EX?) 8-> €3 l3s
300 mg KCI/L |-~ ductivity 440 T R . AR
(pmhos/cm) e 34 428 i i
Temperature (°C) A . ~l. g . € A £
pH (S.U.) = 0% T35 .90 F-¥¥ 271
Dissolved oxygen . 2. g.2 g 5 <
450 mg KCI/L %E%ﬂctiviw e e TN : ::;H =k
{umhos/cm) (100 i 51t | logD ~ lio70 e PN T
Temperature (°C) -4 BV 1.4 e | A
PH (S.U.) *as 23S =2-41 ¥ N
Dissolved oxygen
(mg/L) .4 EX? g2 %.35 3.5
600 mg KCI/L n — R e = = -
onductivity G s R aile o e
(umhos/cm) 13D ey 1340 11330 RS :
Temperature (°C) W | YT ™. £ ™. W.q
pH (5.U.) Tl =70 a2 $4.0 3.30
Dissolved oxygen
750 mgkai/L HmeL) i i 2 g5 X
€ Conductivity s el S ) N P
(umhos/cm) 20 AV 4, | o 110 ¥ L luDD e i
Temperature (°C) .4 . ¢ Ww. § Wb . § W1
pH (s.U.) a3 i T i Ta2 rut N 330
Dissolved oxygen
900 mg kcl/L |Hmel) s, S . 34 e e
6 Conductivity T X
(umhos/cm) 1570 180 ! b eh) :
Temperature (°C) Ww. & -1 .4 Wb 4.1 AS-D
pH (5.U.) 3973 .73 1.9% Holed 3.9 3
Dissolved
(n:;;L;E oxygen 3""1 N %.2 213 .3 +. G
1050 mg KCI/L C =
onductivity
(umhos/cm) %D 2150 2110
Temperature (°C) WA 9.\ 14.4 b 4.9 w.1
Initial Final Initial Final Initial Final

SOP AT21-Revision 5—Exhibit AT21.1



Envirenmental Testing Solutions, Inc.

Species: Pimephales promelas

PpKCICR Test Number: 132

Page 6 of 6

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 4 5
Analyst | XL PeL s J Ps XL YL
Concentration | Parameter SRS e SR e N RO Yep ) [ TINRIARS 17705
pH (5.U.) 1733 134 133) 184
Dissolved oxygen ]
(mg/L) 1) 19 3.3 $.5
Conductivity RN
CONTROL, (umhos/cm) & %4
MHSW Alkalinity FIET™
{mg CaC0s/L)
Hardness N
(mg CaCOs/L) Sk
Temperature (°C) | ~M-b | 44 .\ d M. €
PH (S.U.) .57 18w F.u0 292
Dissolved oxygen 2 2.3 1.2 .
(mg/L) %. + . . .
300 mg KCI/L Conductivity R BRI R
(umhos/cm) g24 [ 3qz (IR o (IR R
Temperature (°C) ™.\ w.b A . WA a.b WA W
pH (5.U.) 59 1.3 143 +.uO §.c0 R IAL '}.3 i
Dissolved
mr) | %3 13 $2 3.1 $2 7.4 52 | 56
RS0mgXCIL Conductivity e T i : i Bl
(umhos/cm) 1080 B | 0L0 e ] e Gliahd
Temperature (°c) | .7 -y . & M- NS, 0 Wb | L€ ™4
pH (s.U) 3.5% e 195 2. g.00 3.6V | o3 ‘240
Dissolved oxygen 99 11 )
(mg/L) : v 3.4 ’
600 mg KCI/L |- — P — =T
(umhos/cm) genl 1320 1330 AR ety
Temperature (°C) . A4 w.€ . ¢ M. & 4
R0 241 |35 |29e |75 |soa  |2uz |+a4 40
Dissolved oxygen
0 | (mg/L) 8.3 11 33 34 -3 v
750 mg KCI/L Conductivity |'¢;-('_-‘;;-".-f' AWERES : il e N
(umhos/cm) IS %0 PR [ S50 S (520 £ 1570 5t
Temperature (°C) | .7 .Y b W E | WE w-S . & M. b
PH (.U e FET N ETY 2 §o3 a3  [3.99 FM2
Dissolved oxygen '
o0 mg Kkel/L e/ 8> +. %4 15 3.4 Y 83 b1
mg KCl/ Conductivity aFed ) RireRi : _
(umhos/cm) 1€30 b i il [B10 = 150 [ 1940 i J
Temperature (°C) T 1 a1 e | T Y s, 0 a1 | . 4.k
pH (5.U.) 342 | 1.8 1.54 A4 J-o [ Ar |€.0D dS
Dissolved oxygen %’ ¢ 4 3.3 3 (ﬂ
: ) 3 o _ . i
T W Bt ; -“
(umhos/em) 2090 | ECVO 2230 | 2100
Temperature (°C) W b 14.b 14.1 W, § 5.0 .1 24.71 .
Initial Final Initial Final Initial Final Initial Final
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