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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 LG, £ 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,, + Sa.10 CONVerted to anti-logarithmic values,
Sa10 = 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

Acute LC5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

CdNaCIAC # 474

Dilution Preparation:

Stock solution INSS #:

Dissolved oxygen (mg/L)

9.2

Test concentrations (mg/L NaCl) 1750 2000 2250 2500 2750
mL Stock solution 35 4.0 4.5 5.0 5.5
mL Dilution water (MHSW) 196.5 196.0 195.5 195.0 194.5
Total volume (mL) 200 200 200 200 200
Chemical Analyses: Hours
0 24 a3
Concentration Analyst| = é,? A 5., ’&_,
e 2.89 |7.85 | 72.88

LR

368

Page :

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.

Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurem
only. Temperatures performed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity and hardness performed by the analysts identified on
test specific bench sheets and transcribed to this bench sheet.

Control, Conductivity (umhos/cm) o2 9, 2

MHSW | alkalinity (mg/L cacos) s4 Chemical analyses:
Hardness (mg/L CaCO,) £4 P |Reporting limit  |Method number | Meter Serial numbe:
Temperature (°C) W 8 1%. 1 5. pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452

| A 5 -
[PH (s.U) 7.9 é = 8 7.4 288 Dissolved oxygen 1.0 mg/L M 4500-0 G-2021  |¥SI Model 52CE 08A100271
Dissolved oxygen (mg/L) 3 Conductivity 14.9 umhosfem  [SM 2510 B-2021 Accumet AR20 93312452
1750 mg/L 8. B o |

Conductivity (umhos/cm) 3 3 oo Alkalinity 5.0 mg CaCO,/L |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) W0 4.0 S5.0 d 5.0 mg CaCO/L  |SM 2340 C-2021 Not applicable Not applicable
pH (s.u.) 7 ? é ? : Sé 7’ 88 Temperature 0.1°c SM 2550B-2010 Digital Thermometer ’M zs

|Dissolved oxygen (mg/L)

N

j7L0)

2000 mg/L
Conductivity (umhos/cm) 3720
Temperature (°C) 5.0 s ~5.0
[t 52 7.97 | 286 | 2.90
Dissolved oxygen (mg/L)
2250 mg/L = 24 8.1 6.0
Conductivity (umhos/cm) !..!(- o) o
Temperature (°C) 15.0 '\.5 L 5. Q
[pH (s.u) 2.97 | 72.87 7.9
| Y
— Dissolved oxygen (mg/L) Q‘ "‘l 6 ‘l 8 ))
Conductivity (umhos/cm) L S o6
Temperature (°C) 15.0 15.3 18-
PH(5U) 2.92 | 288 | 7z 9%
Dissolved oxygen (mg/L) 5“, ]
2750 mg/L 6. 8.1
Conductivity (umhos/cm) S (gq o
Temperature (°C) 15-0 15.0 1s.0
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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 # 4
Feaeding Tast Initiatlon or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 -
e (o082 | 65% | U oM | Y 1LRY | e |odoruh
24 i )i
oA- RS S| &
- a8 i
e | GAIGFYS ole [\
*Test arganisms were fed in holding 2 to 5 hours prier to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): -0V 15 b
Age: < 24-hours old
oN-0v1S \Seo
Date and time
organisms were born between: 7o 04-081S 093D
Average transfer volume: <0.25 mL
Transfer bowl infor PHESU): 9 .a‘.{
Temperature (°C): 1* .’\
Survival Data (number of living organisms):
Control 1750 mg/L 2000 mg/L
ki Replicate Replicate Replicate
A B C D E F G H I i} K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation

24 S S

S

S

S| S |S

48 S S

S| S |S

S

S

5t 8 LD

Me::“;:rvl:al WL (- 100 1- 1.
2250 mg/L 2500 mg/L 2750 mg/L
Hours Replicate Replicate Replicate
™ N 0 P Q R s T U v w X
9 5 5 5 5 5 5 5 5 5 5 5 5
2 RN E R RIS
W kY] 34 b A 3ol
R RS R R R SR
S0l s .

Mean Survival

Comment codes: d = dead, u = unhealthy

Statistics:

IMethod P{Lﬁ ‘° Comments:
Lower 95% confidence limit _‘:p‘)-

(mg Nacl/L)

Upper 95% confidence limit
(mg NaCl/L)

48-hour LC,, (mg NaCl/L)

Test

Reviewed by:
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D-Control
1750
2000

2250
2500

2750

tered and
Reviewed by
Jim Sumner
\ i —————
- Environmental Testing Solutions, Inc.
Acute Daphnid Test-48 Hr Survival
Start Date: 4/8/2025 TestID: CdNaClAC Sample ID: REF-Ref Toxicant
End Date: 4/10/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-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 10000 1.0000 1.0000
1750 1.0000 1.0000 1.0000 1.0000
2000 10000 1.0000 1.0000 1.0000
2250 06000 04000 04000 06000
2500 04000 02000 0.2000 0.2000
2750 0.0000 00000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp  Numb
D-Control 1.0000 10000 13453 13453 13453 0000 4 0 20
1750 1.0000 1.0000 1.3453 13453 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
*2250 0.5000 0.5000 0.7854 06847 08861 14.802 4 10.00 10.00 10 20
*2500 0.2500 02500 05189 04636 06847 21.301 4 10.00 10.00 15 20
2750 0.0000 00000 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) 0.82032 0.868 091483 1.68855
Equality of variance cannot be confirmed _ _
Hypothesis Test (1-tail, 0.06) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 2000 2250 2121.32
Treatments vs D-Control
| Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 28.8917 516275 18.7727 39.0106 0 3.64582 7.81472 0.30234 3.36353 0.03461 6
Intercept -92.178 17.3806 -126.24 -58.112
TSCR 1.0
Point Probits 96% Fiducial Limits )
ECO1 2674 19187 171888 202987 0'9:
ECO05 3.355 20258 18645 2117.99 0.8 4
EC10 3718 208531 194573 2168.05 sl 1
EC15 3.964 212645 200156 2203.56 E
EC20 4.158 2159.72 2046.25 2233.09 o 0.6 1
EC25 4326 2188.68 208459 22596 E.D's: 4
EC40 4.747 2263.39 217946 2333.09 @ 1
EC50 5.000 2309.55 2233.77 2383.59 & 0-4:
EC60 5.253 235666 228496 243995 0.3 -
EC75 5674 24371 2363.07 254691
ECB0 5842 2469.78 239217 2593.49 g
EC85 6.036 250842 242518 2650.35 0.1
ECS0 6.282 255791 246579 272542 ]
EC95 6.645 2633.05 252495 2843.16 . i S i
EC99 7.326 2780.02 263545 308298
Dose mg/L
Dose-Response Plot
14 < <
097
08 3
0.7 3
0.s§
@ 0.5 7
£ 54
87"
0.33
0.2 3
0.1 9
o]




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

— 4 ¢ 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,
Spai0= 10" percentile of CVs reported nationally by USEPA)
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- . Page 1 of
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 # 415
Dilution Preparation:
Test concentrations {mg/L NaCl) 1750 2000 2250 2500 2750 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Na
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 35 4.0 4.5 5.0 55
mL Dilution water (MHSW) 196.5 196.0 195.5 195.0 194.5
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: s S
Chemical Analyses: Hours
0 24 48
: Analyst identified for each day, performed pH, di d oxygen and conductivity emen
=
Concentration Ansiyat “’ 247 5"7 only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U) = performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
g'lz - '8 ’:"L 7 - 8 ‘}L test specific bench sheets and transcribed to this bench sheet,
|pissolved oxygen (mg/L) 6‘ L $§.0 5.0
Contral, Conductivity (umhos/cm) ‘1qta
MHSW I alkalinity (mg/L Cacos) L Chemical analyses:
Hardness (mg/L CaCO;) gg Parameter Reporting limit  |Method number Meter Serial number
Temperature (°C) "\,S -0 u_ s 1S. 0 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
H (5.U. Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
|pH (s-u) 6 ’-86 7.86
Dissolved oxygen (mg/L) = . |Conductivity 14.9 ymhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1750 mg/L 6'2' 8.0 £.0
Conductivity (umhos/cm) 33&3 JAlkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumat AR20 93312452
Temperature (°C) . \s.0 \q.'\ Hardness 5.0 mg CaCO,y/L  |SM 2340 C-2021 Not applicable Not applicable
IpH (5.U.) Qﬁq -7 8 7 7 gé) Temperature 0.1°c SM 25508-2010 Digital Thermometer |“~*L{S
Dissolved oxygen (mg/L) 3 £.\ g.
2000 mg/L 6 z' 0
Conductivity (pmhos/cm) 3800
Temperature (°C) €. 8.0 1%. 0
IIDH ) 808 | 788 | 286
Dissolved oxygen (mg/L) . .
2250 mg/L Q’ L §.0 €-0
Conductivity (umhos/cm) Y MO
Temperature (°C) RI fp 19 1s-1L
PH (5.0) 00} 789 | 787
Dissolved oxygen (mg/L) 8.3 .0 £.0
2500 mg/L
Conductivity (umhos/cm) u q 2 O
Temperature (°C) x"t 0& 1S-1L o ¥ 3
[pH ) osY | 788 | 787
IDissqued oxygen (mg/L) B_fL 8.0 8.0
2750 mg/L
Conductivity (umhos/cm) gsqo
Temperature (°C) WL [WB.1 18- %

SOP AT10-Revision 6-Exhibit AT!



Page 2 of 2

Acute LC5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Ceriodaphnia dubia Sodiu

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

m Chloride Acute Reference Toxicant Test

CdNaCIAC # 415

Feeding Test Initiation or Locati R G
Helirs by Time Analyst Time Analyst Incubator/Shelf Template ¥ Ateh
D emns [ o [ W | ovss | g [ 283 [ eed Juamase
24 =
05 V1S e | W
438
Termination GS¢53'“ ‘%L “
*Test organisms were fad in holding 2 to 5 hours prier Lo test initiation. Test organisms were not fed during the test,
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): o) q.“, -Is 't>
Age: < 24-hours old
: 5-05-1S ™M1
Date and time O
'org:n::us were born between: Yo 0%-0L"1S 6330
Average transfer volume: <0.25mL
Transfer bowl information: pH(sU): . 03
Temperature ('C):  1%.0
Survival Data {number of living organisms):
Control 1750 mg/L 2000 mg/L
fidii Replicate Replicate Replicate
A B C D E F G H | ] K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
2 5| S Sl SISIS|ISISISIS]S
48 sls|Is|s|sls|s[S|Ss]|s |85
Termination
Mean Survival [y R Lo0T. ‘00 1.
2250 mg/L 2500 mg/L 2750 mg/L
M Replicate Replicate Replicate
M N (0] P qQ R 5 T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
CS N BN BTN Y'Y Y TS
2 S1s [47]S SIS |4 M Al 3(d |5
1A TYPAL 44 S| Md >4, o8 R
s | A W A ‘u[ vl Y 87| o] o Q)
Termination
Mean Survival S /. WS- ot

Comment codes: d = dead, u = unhealthy

Statistics:

[Melhor.l e n- 0\ Comments:
e I
;Jn‘::;rai?:)cnnﬁdence fimit s, \

48-hour LCs, (mg NaCl/L) ns.$

Test
Reviewed by:
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Acute Daphnid Test-48 Hr Survival
Start Date: 5/6/2025 TestID: CdNaClAC Sample ID: REF-Ref Toxcant
End Date: 5/8/2025 LabID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Cenodaphnia dubia
Comments:
Conc-mg/L ] 2 3 4
D-Control 10000 10000 1.0000 1.0000
1750 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2250 06000 0.2000 0.6000 04000
2500 02000 02000 02000 0.0000
2750 00000 0.0000 00000 0.0000
Transform: Arcsin Square Root Rank  1-Tailed Number Total
Conc-mglL.  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp  Number
D-Control 10000 1.0000 13453 13453 13453 0.000 4 o 20
1750 1.0000 10000 13453 13453 1.3453 0.000 4 18.00 10.00 0 20
2000 10000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
"2250 04500 04500 0.7301 04636 0.8861 27.587 4 10.00 10.00 11 20
*2500 0.1500 01500 04041 02255 04636 29464 4 10.00 10.00 17 20
2750 0.0000 00000 02255 02255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77497 0.868 -1.2003 3.50343
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC  LOEC ChV TU
Steel's Many-One Rank Test 2000 2250 212132
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95%Fiducial Limits [ Chi-Sq _ Critical P-value Mu S Iter
Slope 32.3602 6.05281 20.4967 44.2237 0 260823 7.81472 0.45605 3.35708 0.0309 6
Intercept -103.64 203367 -1435 -63776
TSCR 1.0
Point Probits 95% Fiducial Limits S ]
ECO1 2674 1928.38 1735.07 2032.02 o
ECO05 3355 20242 1869.04 211002 0.8 4
EC10 3.718 2077.21 1943.32 215427 07 _
EC15 3.964 2113.75 1994.19 218565 v
EC20 4158 214326 203479 221176 2 06 |
EC25 4326 21689 206953 223521 § 0.5
EC40 4747 223488 215512 230032 @ 1
ECS0 5000 2275.53 2203.84 234514 & 0.4 1
ECE0 5253 2316.92 224953 239523 0.3 -
EC75 5674 23874 2318.73 2490.34 1
ECB0 5842 241596 2344.34 253176 021
EC85 6.036 244969 2373.27 258228 0.1 1
EC90 6.282 249279 2408.71 264892 o
EC95 6.645 2558.07 2460.08 2753.24 1 10 100 1000 10000
EC99 7.326 2685.17 255538 2964.81 P y—
Dose-Response Plot
19 < <
0.9 3
0.8 7
‘% 0.5 E
0.3 3
0.2 3
0.1 3
°3 2 8 ' 8
§ g g g g g




> g —— Ceriodaphnia dubia
Acute Reference Toxicant Control Chart

Envirenmental Testing Solutlons, Inc. Source: In-house cultu re
3.0 — T T T T T T T T T T 1 I T
[ Control Limits (* 2 Standard Deviations) 1
2-5 B e — - magm ]
: / T T —— “
/ e o ° . o
2.0 / R J
/,-—-—-LH*" T e @
s [ ————- ‘
® 15+ ° e ——— T =
2 ’ G e =
-
~ a Il
[+1]
—
o | 1 | | | | | | | | | | | | | | | | | |
[Ts]
3 3.0 % T+ T &7 F &% F F 7 7+ F 37— 7%
h -
3 r Warning Limits i
g 25 | -
<
¢ o ® e T
r e e, 1
[0 A e e ST -
e
15 ]
1.0 l 1 1 1 [ N N (NN NN MUY NN NN N SN SN SR SR S S
o 42 ¥ 2 1." 1_" R %1." 6P 6P P 9.1, &P P
B ot G Sl ol i e
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,, * converted to anti-logarithmic values,

A.lO

Spa10= 10" percentile of CVs reported nationally by USEPA)

wered ivd
Reviewed by
lien Sumner
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EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # \

Dilution Preparation:

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

Page 1 of

Test concentrations (mg/L Nacl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Na
stock solution was used to prepare the concentrations evaluated for toxicity.
ml Stock solution 2.0 .0 4.0 5.0 6.0
miL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: a 9\ q Ll
A
Chemical Analyses: Hours
0 24 48
Concentration Analyst Analyst identified for each day, perfi d pH, dissolved and conductivity measuremen!
w gj only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) -‘7 . { [ 7 L’ { 7 a 5 performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
- = test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) s W S h.1
Control, |Conductivity (umhas/cm) 3 04 las
MHSW | ajkalinity (mg/L CacOs) \ Chemical analyses:
|Hardness (mg/L CacO,} %% Parameter Reporting limit | Method numb Meter Serlal number
Temperature (°C) 2 fpl 4) 2 u x I R 5-9\ pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
|pH (s.u) ’l 7 a "7' 5‘6 "7, gq Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YS! Model 52CE 0BA100271
lDissolved oxygen (mg/L) . "'l 4 g % 3 (o) Conductivity 14,9 pmhos/em  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L -
Conductivity (umhos/em) ‘2 D 0 A Alkalinity 5.0mgCacoy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2\_ q_ J\ H gu‘j z‘i‘;‘ ' S Hardness 5.0mg CaCOy/L |SM 2340 C-2021 Not applicable Not applicable
[pH(s0) +7¢ 1L.¢r 1915 é Temperature 0.1 $M25508-2010  [Digital Thermometer |} 30 6(,“
IDissuIved ox C\
vgen (mg/L) . <
1500 mg/L L‘ D % - R
Conductivity (umhos/cm) '5 o) a )
Temperature (°C) a q ,g 2 d , { = S. 6
PH (50) 274 [1.%9 |1.59
Dissolved oxygen (mg/L) A . .
N § 8.0 |%.I
Conductivity (umhos/cm) '3 q q 0
Temperature (°C) RL] ,—l Zd, { 24 ,s
pH (5.U) 2.73 |71-59 |7.49
Dissolved oxygen (mg/L) .
2500 mg/L i 1 ; .0 %' 2
Conductivity (umhos/cm) iflﬂ ﬁ Q
Temperature (°C} 9\4 \ O 2 u‘[ Q\S- 5
pH (5.U.) “1. 714 - B 0|\
. |
Dissolved oxygen (mg/L) . \
3000 mg/L . * ¥ 0
Conductivity (umhos/cm) $60o \ \
LU
Temperature (°C) a\Q 2 \ a H,O \ I)pﬂ G'IL 1

SOP AT10-Revision 6-Exhibit AT10,



Ceriodaphnia dubia Sodium

Acute LCgy Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Chlaride Acute Reference Toxicant Test

CdNaCIAC # \
Hours Date - mennatm T:;:::Mnorh:minl.:hn s ""‘“‘:“‘*’" MHSW Batch
e |082024 0 | B0 | 083 [ g0 |AE | Ped |osua
* Taaved st 9
- 4

Test Organism Information:

Organism Source:

In-house Culture

Source (organisms were pooled):

©8-13-24 Aard B

Age:

< 24-hours old

Date and time O g- 19- 24 13 fo +0c’$‘;o-1b| @
lorganisms were born between: o g_ e 1 2 Jo\ _@_%34_ g,! 08- 2y
Average transfer volume: <0.25mL

Transfer bowl information: pH{su): <7 . q 3\

remperature (e ) [ " 6 w

Survival Data (number of living organisms):

Control 1000 mg/L 1500 mg/L
H Replicate Replicate Replicate
ours
A B C D E F G H I J K L
0 5 5 % 5 5 5 5 5 5 5 5 5
2 [ S|S{6|S|5|S|S|% |5 S <
w [ s1ol6]s]s s [s [s]®]s ][5 ]¢
Mean Survival 1007, Do 7, qQqov.
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N o] P Q R S T u \ w X
0 5 5 5 5 5 5 5 5 5
: P B 5¢ | 6¢ 2 a
54 5 G 5 S |, us ? qla 3 5 o
?
w0229 @[ 5|00 |2 [° |0 o]0
Mean Survival _I_g 7. el A )/,
Comment codes: d = dead, u = unhealthy
Statistics:
Method @m b A (B@ Comments:

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

(Etta ypoufL b2

Upper 95% confidence limit
(mg NacCl/L)

414, |

48-hour LCy, (mg NaCl/L)

115

b9

Test
Reviewed by:

S0P ATA0-Revision B-Exhibit AT10.1
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) Environmental Testing Solutions, Inc. =

Acute Daphnid Test-24 Hr Survival

Start Date: 8/20/2024 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/22/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Contrel 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2500 0.2000 06000 0.8000 0.4000
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 1.3503 1.3453 1.3652 0.738 4 [+] 21
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 16.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 16.00 10.00 0 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 16.00 10.00 0 20
*2500 0.5000 0.5000 0.7854 04636 1.1071 35.048 4 10.00 10.00 10 20
3000 0.0000 O0.0000 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) 0.62206 0.868 0.00013 7.35313
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChvV TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 247462 236494 2589.38
5.0% 2477.14 2355.34 2605.24
10.0% 2479.67 234253 2624.84 1.0
20.0% 2484.74 2301.12 2683.01 DQ:
Auto-0.0% 2474.62 2364.94 2589.38 -
0.8 4
0.7 4
206
g J
2 05 °
@ ]
= 0.4:
0.3 4
0.2 4
0.1 4
0.0 +——rrrrmr—rrrrrr——r 88—
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 < - <
0.9 3
0.8 1
_ 0.7 3
s 0.6
g0
& 05 3
T 043
=
AETE
0.3 1
0.2 3
0.1
E : ; .
8 2 g g g

D-Control
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Environmantal Testing Solutions, Inc. =

Acute Daphnid Test-48 Hr Survival

Start Date: 8/20/2024 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/22/2024 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 0.6000 1.0000 1.0000 1.0000
2000 0.0000 04000 0.0000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 00000 0.0000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number To
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Nun
D-Control  1.0000 1.0000 1.3503 1.3453 1.3652 0.739 4 0
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 16.00 10.00 0
1500 0.9000 0.9000 1.2305 0.8861 1.3453 18.660 4 14.50 10.00 2
*2000 0.1500 0.1500 0.3998 0.2255 0.6847 55.174 4 10.00 10.00 17
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20
Auxiliary Tests Statistic Critical Skew Ki
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.8928 0.844 -0.61899 1.8¢
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC __ ChV TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma It
Slope 18.8728 3.85478 11.3174 26.4281 0 0.0457 7.81472 0.99744 3.24474 0.0529%9 H
Intercept -56.237 12.527 -80.79 -31.684
TSCR _ 10
Point Probits mg/L 95% Fiducial Limits 09
ECO1 2.674 1322.75 1071.12 1460.24 2 1
ECO05 3.355 1437.44 122427 1557.35 08
EC10 3.718 1502.58 1312.72 1614.13 07 ]
EC15 3.964 15482 137465 16552 '-]
EC20 4.158 158544 1424.83 1689.92 8087
EC25 4.326 1618.1 1468.29 1721.51 g 05 1
EC40 4.747 1703.41 1577.34 1811.1 $ 0l
ECS50 5.000 1756.89 1640.79 1874.07 )
EC&0 5.253 1812.04 1701.33 1945.47 0.3 J|
EC75 5.674 1907.58 1794.83 208419 0.2 ]
ECs80 5.842 1946.88 1828.86 2146.02 4
EC85 6.036 1993.7 1869.63 2222.7 0.1 4 ‘}
EC90 6.282 2054.23 1918.56 2325.92 0.0 i P
EC95 6.645 2147.33 1989.92 24922 1 10 100 1000 10000
EC29 7.326 2333.51 2123.79 2846.48 Dose mg/L
Dose-Response Plot
1 -
0.9 ]
0.8 3
_ 073
g 0.6 4
£ 0.
@ 059
e <4
; 0.4
0.3 3
0.2 4
0.1 3
03 . . + 0
2
: & § & 8

D-Control



Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

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

o

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

Pagelo

CdNaCIAC #
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 N:
Sk skt %0 30 %0 50 50 stock was used to prepare the concentrations evaluated for toxicity.
mi Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0 a A q
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: q
Chemical Analyses: Hours
0 24 48
Concentration Analyst] gp Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
2 4 only. Temperatures performed at the time of test initiation or termination by the analyst
IpH (s.u.) . (@) 6 -7 . 3 5 ....1 ’ a 6 performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
— test specific bench sheets and transcribed to this bench sheet.
| bissoived oxygen (mg/t) 3 é 1.4 ' 6
Control, |Conductivity (umhos/cm) 3073
MHSW | Alkalinity (mg/L caco,) 64 Chemical analyses:
|Hardness (mg/L CaCO,) %‘4 Parameter Reporting limit  [Method number Meter Serial number
Temperature (°C) 2_ ; s g l q 2 9) z_g = 6 PH 0.15.U. SM 4500-H+ B-2021 |Accumet AR20 93312452
IpH (s.U.) 7 .q 2 1. 6 ‘ 1. S g |oissolved oxygen  [1.0 mg/L SM4500-0 G-2021  |YSI Model 52CE 084100271
" lDissoIved oxygen (mg/L) . S -’] é ’i 7 q Conductivity 14.9 ymhos/cm  |SM 2510 8-2021 Accumet AR20 93312452
1000 mg/L =
Conductivity (umhos/cm) X { DO Alkalinity 5.0mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature |°C) 2\ { 2 ,é, ’2 u ‘q 2 5 ‘ﬂ Hardness 5.0mg CaCOy/L |SM 234D C-2021 Not applicable Not applicable
-
IpH (s.U.) -7, d 6 _7/ 6 6 -‘L s..? Temperature 0.1% SM 25508-2010 Digital Thermometer n 06 B\J
Iissolved oxygen (mg/L) -7 )
1500 mg/L - % 7 7 %

Conductivity (pmhes/cm)

3|00

Temperature (°C)

266

2000 mg/L

2500 mg/L

3000 mg/L

[pH s 1.49 17.64]7.%9
[issolved oxygen (mg/1 7.7 % %.0
Conductivity (umhos/cm} 3 ‘I 4 0
Temperature (°C) 2§Ll 2 (‘1.’3 ’2-;: 9"
[pH 50 1.6 7.66 1.6
|pissolved oxygen (mg/L) f} Q A . 9.0
Conductivity (umhos/cm) U g 70
Temperature (°C) 2‘ S‘ '7 2 L-‘ s 8 2 f, <
[pH s.u) N 6‘7 \
Dissolved oxygen (mg/L) 1. q 9‘) . A \

Conductivity (pmhos/cm)

$78

Temperature (°C)

26.7

SOP AT10-Revision 6-Exhibit AT10,



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

EPA-82

1-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

Page20f 2

CdNaCIAC # a‘
Feeding Test Initiation or i
s e Time Analyst Time ¥ fshell p M
e |D8-2724|004 9 9,0 320 | 97 [APH  |Green [odThey
% low-29M 1365 | 9P
*Test organisms were fed in holding 2 1o 5 hours prior to test initiation. Test m:)nilrm were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organlsms were pooled): 0 %, A0~ 2,!.4 A "3 ‘J)
Age: < 24-hours old N
Date and time getwign o%«l(—lq l"“{;’-? DN
lorganisms were born between: 0 G, -29- 2 q 2 q q U
|Average transfer volume: <0.25mlL
Transfer bowl information: BH (5.U.): h . q 3
Temperature (°C): ?\ S' ‘7 - C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B C D E F G H I J K
0 5 5 5 5 5 5 5 5 5 5 5
2 [ 51516151516 (S|§5 1S |5 |G
; e | .24
Tum?msalion g S S 5 g 5 g g 23 ? 326
Mean Survival L90-/ o2, é [ 2
2000 mg/L 2500 mg/L 3000 mg/L
Heurs Replicate Replicate Replicate
M N 0 P qQ R S T V] v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
2|~ : Tl a] S&], ] Sc| £¢ i sd
24
: Sﬂjéq"'qqé g lu®| o® [u"] 0| 8°| &°] o
U, 4
Telr:gllon 3 D“ l & O D O é 0 oa ’O O O
Mean Survival (<), = 7. o Y.

Comment codes: d = dead, u = unhealthy

Statistics:
|Method F ) 4+ Comments:
Lower 95% confidence limit
{img NaCl/L) '| LI. g 6 7
Upper 95% confidence limit
(mg NaCl/L) ‘/, O | ’ qD
48-hour LCy, (mg NaCl/L) \S % “ Il

SOP AT10-Revision 6-Exhibit AT10.1




‘\ PR e
Testing Inc. .
Acute Daphnid Test-24 Hr Survival
Start Date: 8/27/2024 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 8/29/2024 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-mgiL 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 06000 1.0000 1.0000 0.8000
2500 0.8000 0.8000 0.0000 0.8000
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 0.8500 0.8500 1.1709 0.8861 1.3453 18.840 4 14.00 10.00 3 20
*2500 06000 0.6000 0.8867 0.2255 1.1071 49.712 4 10.00 10.00 8 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxlllg_ry Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.70769 0.868 -2.0992 6.60427
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
Maximum Likelihood-Probit
Parameter Value SE 95% Fiducial Limits Contrel Chi-Sq Critical P-value Mu Sigma Iter
Slope 159565 3.1819 9.71995 22,193 0 5.06667 7.81472 0.16698 3.38646 0.06267 <]
Intercept -49.036 10.7908 -70.186 -27.886
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits a8 ]
ECO1 2.674 1740.48 1378.39 1940.26 o
ECO05 3.355 1920.34 1613.23 2091 0.8 4
EC10 3.718 2023.7 1752.02 2179.01 0.7 4
EC15 3.964 2096.57 1850.61 2242.57
EC20 4.158 2156.34 1931.34 229627 w 0.6 1
EC25 4,326 2208.98 2001.84 2345.19 §0,5 i
EC40 4.747 2347.39 2180.44 2485.23 @ 04: g
ECS50 5.000 243479 22844 2585.94 e ]
EC80 5.253 2525.46 2382.61 2702.82 0.3 4
EC75 5674 2683.69 25323 293535 0.2 1
ECBO 5842 2749.2 2588.22 3040.18 ’
ECB85 6.036 2827.59 2651.94 3170.72 0.1+
EC90 6.282 2929.39 2730.91 3347.16 0.0 e od
EC95 6.645 3087.07 2847.43 3633.11 1 10 100 1000 10000
EC99 7.326 3406.09 3070.26 4249.88 Dose mg/L
Dose-Response Plot
1 < <
0.9 ]
0.8 ] o
0.7 3

24 Hr Survival
o
wn

D-Control
1000 -
1500
2000

*2500
3000



.
! Environmental Testing Satutions, Inc. -

Acute Daphnid Test-48 Hr Survival

Start Date: 8/27/2024 Test ID: CdNaCIAC Sampile ID: REF-Ref Toxicant
End Date: 8/29/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-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 0.4000 0.6000 0.6000 1.0000
2000 0.0000 0.0000 0.2000 0.0000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 00000 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 o 20
1500 0.6500 06500 0.9505 06847 1.3453 29.432 4 12.00 10.00 7 20
*2000 0.0500 0.0500 0.2850 02255 04636 41771 4 10.00 10.00 19 20
2500 0.0000 0.0000 02255 02255 02255 0.000 4 20 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) 0.75091 0.844 1.43221 514157
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) = NOEC LOEC Chv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma Iter
Slope 16.5316 4.09072 B.51378 24.5494 o 0.02427 7.81472 0.999 3.19996 0.06049 3
Intercept -47.9 1313 -73.635 -22.166
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits 08 1
ECO1 2.674 1146.13 817.357 1299.71 Sl
ECO05 3.355 126026 978.367 1391.75 0.8 4
EC10 3.718 1325.67 1075.23 144555 0_7:
EC15 3.964 1371.71 114479 1484.52 1
EC20 4.158 1409.44 12022 1517.57 E 0.6
EC25 4,326 1442.64 125266 1547.87 g 05 A
EC40 4747 1529.79 1381.58 1636.11 ] 04:
ECS50 5.000 1584.74 1456.67 1701.79 e :
EC60 5.253 1641.65 1526.43 1781 0.3 4
EC75 5.674 1740.83 1627.94 1946.81 02:
EC80 5842 1781.83 1664.15 2023.99 et
EC85 6.036 1830.84 1704.47 2121.44 0.1 4
EC90 6.282 1894.43 1753.33 2254.92 0.0 Jmrrrem—rrrrrrer . J .
EC95 6.645 1992.76 1823.89 2474.39 1 10 100 1000 10000
EC99 7.326_2191.18 1955.82 2957.62 Dose mgiL
Dose-Response Plot
1 &
0.9 7
0.8 3
_ 0.7
5 086 :
E X
o 054
e
L 0.4 1
2
0.3 13
0.2 3
0.1 4
0

D-Control e
1000
1500

*2000 4
2500 ¢
3000



Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

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

CdNaCIAC # 3
Dilution Preparation:
Test concentrations (mg/L NaCl) 1000 1500 2000 2500 3000
mL Stock solution 2.0 3.0 4.0 5.0 6.0
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0
Total volume (mL) 200 200 200 200 200
Chemical Analyses: Hours
0 24 48
Concentration lyst| @0 ; éﬂ
[
pH (5.U.) 7.5 | 7.3 | 1.2 b

Dissolved oxygen (mg/L)

1.5

Stock solution INSS #:

2330

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

Pagelc

A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L N
stock solution was used to prepare the concentrations evaluated for toxicity.

Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremer
only. Temperatures performed at the time of test initiation or termination by the analyst

performing the toxicity test. Alkalinity and hardness performed by the analysts identified on tt
test specific bench sheets and transcribed to this bench sheet.

Temperature (°C)

20|

24U/

24.7

S0P AT10-Rewision 6-Exhibit AT10.

Control, |Conductivity (umhos/cm) 3077
MHSW 1A kalinity (mg/L Caco,) G ,/\ Chemical analyses:
|Hardness (mg/L CaCO;,) g/, Parameter lneporung limit  |Method number Meter Serlal number
Temperature (°C) M g:: _‘;I I o) L{ L! 2 q . g pH 0.15.U. SM 4500-H+ B-2021  |Accumet ARZO 93312452
pH {5.U) ey T ¥ S 6 7. ; ) {oissoived oxygen  [1.0mesL SM 4500-0 G-2021 || Madel S2CE 084100271
|Dissolved oxygen (mg/L) “] é "? . 6 1 " 4 Conductivity 14.9 pmhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L - -
Conductivity (umhos/cm) 2219 Alkalinity 5.0mgCaCO,/L [SM 2320 8-2021 Accumet AR20 93312452
Temperature (°C) 2 u i q 2L( 5 ’7 'L u # S Hardness 5.0mgCaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
IPH {s.U.) -7 7 3 _,? . 60 -? S"? Temperature 0.1°C SM 25508-2010 Digital Thermometer 1206 G 2
IDissoIved oxygen (mg/L) 7 -7 2
1500 mg/L iz 7%
Conductivity (umhos/em) 2 9 79
Temperature (°C) 2,“,3 7 4 . é} Z Q. t
JoH (s.0.) 973 |69 7;5.‘5
Dissolved oxygen (mg/L) .2) Q
2000 mg/L 7. 4 A
Conductivity (umhos/cm) 3 72.'.{, Q
Temperature (°C) 11{3 24( . 6 2M ?
PH (5.U.) 77U | 7.6 |1.69
Dissolved oxygen (mg/L) 1 . '
2500 mg/L % -“ f’
Conductivity (umhos/cm) [Jt C L{ 0
Temperature (°C) 20 S 2 L" ,R Zu‘a
PH (S.U) 7.7 1.6x[7.59
T
Dissolved oxygen (mg/L) » .
3000 mg/L b, | 7 6 b I
Conductivity (umhos/cm) ( 3 @ o



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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 3

roge £l &

Acute LCsy Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Feeding Test Initlation or Termi Locati
Hours Date MHSW Batch
Time Analyst Time y " pl
D -
e [0M124[ 0830 | %0 | lod | 90 [T [Bwe |otray|p
24 2
0844 W { 9
T 4
temimsien | D 2,024 1100 Y
*Test organisms were fed in holding 2 ta 5 hours prior to test initiation. Test organisms were not Ted during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): 04-10-24 At 6
Age: <2¢-hoursold
Date and time 0 q "{ 6" 2\1 ': 1 -CI Il 0\ n(,l
| i born between:
organisms were born between 0 Q,l"]-‘bq 0400
lAverage transfer volume: <0.25mL
Transfer bowl information: pH (5.U): Y q
Temperature (C): 2 q . I
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours 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

24 9 S

SIS s |S|9s|¢

a8 S 5|14 |54 51614 |& 5 |4 b y'e
Mean Survival 1J0 7. wo. Qo V.
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N 0 P Q R S T U v w X
o 5 5 5 5 5 5 5 5 5 5 5 5
: | 1d ¢ 32
a [6|s | {c|¢ [u]g]]ol|i%F]o
34 \ '
N L R A P A e e
Mean Survival 20°). R I

Comment codes: d = dead, u = unhealthy

Statistics:

IMetllod 5(]{0{01"'“ "WH - |comments:
Lower 95% confidence limit

(mg NaCl/L) 193¢.7

Upper 95% confidence limit ;
|(mg Naci/L) [ T\ i i

ag-hour LCys (mgNaci/) | 270 739

Test
Reviewed by:

S0P AT10-Revision 6-Exhibit AT10.1
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. Emwirenmental Testing Solutions. Inc. -

Acute Daphnid Test-24 Hr Survival

Start Date: 9/17/2024 TestID: CdNaClAC Sample ID: REF-Ref Toxicant
End Date: 9/20/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000

! 1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000

2000 1.0000 1.0000 1.0000 1.0000
2500 1.0000 0.8000 0.8000 0.2000
3000 0.0000 0.2000 0.4000 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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2500 0.7000 0.7000 1.0058 0.4636 1.3453 37.629 4 12.00 10.00 6 20
*3000 0.1500 0.1500 0.3998 0.2255 06847 55174 4 10.00 10.00 g 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.71602 0.884 -1.262 6.32816
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2500 3000 2738861
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 20.8799 4.82936 11.4144 30.3455 o] 0.13925 7.81472 0.98674 3.42559 0.04789 3
Intercept -66.526 16.5485 -98.961 -34.091
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 09 ]
ECO1 2674 206146 1648.32 2255.74 ' 4
ECO05 3.355 222236 1884.58 2383.84 0.8 4
EC10 3.718 2313.2 2021.61 2458.08 071
EC15 3.964 2376.58 2117.79 2511.67 1
EC20 4.158 242819 219577 2557.08 §°-5‘
EC25 4326 2473.36 2263.19 2598.72 go_si
EC40 4.747 2590.94 2430.19 2720.29 %ol
ECS0 5.000 266435 2523.69 2810.37 e "]
EC60 5.253 2739.84 2608.7 2916.89 0.3 4 <
EC75 5674 2870.08 273251 3130.09 0_2]
ECB80 5.842 2923.47 2777.45 3225.68 1
EC85 6.036 2986.96 2828.06 3344.01 0.1
EC90 6.282 3068.8 2890.05 3502.69 0.0 4 e : °
EC95 6.645 3194.24 2980.37 3756.97 1 10 100 1000 10000
EC98 7.326 3443.55 3149.93 4295.06 Dose mgiL
Dose-Response Plot
1 < < <
0.9 7
0.8 4
_ 0.7
3061
g ]
o 0.5 9
e
I 043 -+
x 3
0.3 3
0.2 3 4
>
014
0

D-Control
1000
1500
2000 4
2500

*3000



.. Environmental Testing Selutions, inc. -,

Acute Daphnid Test-48 Hr Survival

Start Date: 9/17/2024 Test|D: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 9/20/2024 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-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 0.8000 0.8000 1.0000
2000 0.4000 0.8000 1.0000 1.0000
2500 0.0000 0.2000 0.0000 0.0000
3000 00000 00000 0.0000 0.0000

______ Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L __ Mean N-Mean Mean Min __ Max CV% N Sum_ Critical Resp Numt
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.9000 0.9000 1.2262 1.1071 1.3453 11.212 4 14.00 10.00 2 20
2000 08000 08000 1.1206 06847 13453 27.799 4 14.00 10.00 4 20
*2500 0.0500 0.0500 0.2850 0.2255 0.4636 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) 0.85016 0.868 -1.0936 3.8286
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% 2073.25 1936.72 2219.39
5.0% 2113.89 1974.27 2263.37
10.0% 2151.76 2020.34 229172 1.0 -
20.0% 2186.72 2113.68 2262.3 09: ‘F
Auto-0.0% 2073.25 1936.72 2219.38 i
0.8 4
0.7 4
2 0.6+
8 051
&
& 0,4:
0.3 4
0.2 4 >
0.1 4
0.0 +—rrrrm—r—rrrrr et
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

0.9 1
0.8 3
0.7 4
0.6 3
0.5 1
0.4 3

48 Hr Survival

031
021
0.1 3

1000
1500
2000
*2500
3000

D-Control



Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # i

Dilution Preparation:
Test concentrations (mg/L NaCl) 1000 1500 2000
mL Stock solution 2.0 3.0 4.0
mL Dilution water (MHSW) 198.0 197.0 196.0
Total volume (mL) 200 200 200
Chemical Analyses:
0
Concentration ly
PH (5.U.) 7.4 4

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

Stock solution INSS #:

Analyst identified for each day, perf:

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

2340

d pH, di

Page 1 of

A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Na
stock solution was used to prepare the concentrations evaluated for toxicity.

and conductivity measuremen!

only. Temperatures performed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th

Dissolved oxygen (mg/L)

test specific bench sheets and transcribed to this bench sheet.

3000 mg/L

IDissolved oxygen (mg/L)

Conductivity (umhos/cm)

Temperature (°C)

Contre, Conductivity (pmhos/cm) 525
MHSW  lakalinity (mg/L cacO;) (9 Chemical analyses:
|Hardness (mg/L caco,) 4% Parameter Reporting limit  |Method number Meter Serial number
Temperature (°C) 2 U q PH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
pH (5.U.) 7. 6 6 |pissolved oxygen 1.0 mg/L SM 4500-0 G-2021  [YSI Model 52CE 08A100271
iDIssulued oxygen (mg/L) 'T 6 Conductivity 14.9 ymhosf/em |5M 2510 B-2021 Accumet AR20 93312452
1000 mg/L =
|Conductivity (umhos/cm) ‘J_ |6 9] Alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 14 } g Hardness 5.0mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U) ’r b 6 % Temperature 0.1°C SM 25508-2010 Digital Thermometer f?pb E; 4
IDissqued oxygen (mg/L) '] ‘
1500 mg/L z
Conductivity (umhos/cm) 2 4@0
Temperature (°C)
IpH (5.U.)
IDissulved oxygen (mg/L)
2000 mg/L
Conductivity (umhos/cm) 3 qao
Temperature (°C) lq 'q
|pH (s.u) 1, 6&)
Dissolved oxygen (mg/L) f)
2500 mg/L
Conductivity (umhos/cm) L{ qoo
Temperature (°C) q q 'q
[pH (s0) .69

SOP AT10-Revision 6-Exhibit AT1C



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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

Page 20of 2

Acute LCs, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

CdNaCIAC # '-’\
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 L
e O | 0% | Y 03 | 29 |28 [ Bive o%gu,
24 i
0\-262 1030 | Jo
48 v
Tetmination 04'16’1{ L 0 ?O M
*Test organisms were fed In holding 2 to 5 hours prior Lo test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): o q -1~ 2 L{ A. + ())
Age: < 24-hours old
Date and time 04'3.3'2"" LL{{O ang
organisms were born between: P q, X7 2 o o4l 3
[Average transfer volume: <0.25mL
Transfer bowl information: PHIS.U.): ’l ; ‘3 g
Temperature (°C): 9\ q F [ ‘C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hoirs Replicate Replicate Replicate
A B Cc D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5

Initiation

24 S|S

516149 |5 |2 |5

RN E)

a8 95

915151519 |5

5 1915165

Termination
Mean Survival ‘0. \O 0-) . VD7~
2000 mg/L 2500 mg/L 3000 mg/L
o Replicate Replicate Replicate
M N 0 P Q R S T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
; 3d : ) 2 d
a | S1S|S|s || |6 |o¢] | |«
EY R i 2| > sd | 44 13
Ter:haa\mn L‘\ 3 3 "’\ b O o a O O Q 0 O O
Mean Survival iy I I 0 7. o)
Comment codes: d = dead, u = unhealthy
Statistics:
IMethod s Pear M-W‘ 2 [comments:

Lower 95% confidence limit
(mg NaCl/L)

1465.5

Upper 95% confidence limit
(mg NaCl/L)

2192 4

48-hour LCy, (mg NaCl/L)

w1l |

S0P AT10-Revision 6-Exhibit AT10.1



. Environmental Testing Solutions, Inc. -

Acute Daphnid Test-24 Hr survival

Start Date: 9/24/2024 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 9/24/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Seodium 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 0.4000 0.4000 1.0000 1.0000
3000 0.0000 0.0000 0.0000 0.2000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L. __Mean N-Mean Mean Min Max CV% N Sum___ Critical _ Resp 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 o 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2500 0.7000 07000 1.0150 0.6847 13453 37.574 4 14.00 10.00 6 20
*3000 0.0500 0.0500 0.2850 0.2255 04636 41.771 4 10.00 10.00 18 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.71655 0.884 0.07995 2.90237
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 27.6657 6.71551 14,5033 40.8281 o} 0.01469 7.81472 0.99953 3.41721 0.03615 3
Intercept -89.539 22,9599 -134.54 -44.538
TSCR . 1.0
Point Probits _mg/L__96% Fiducial Limits 5] ¥
ECO1 2674 2153.4 178537 2314.37 ]
ECO0S 3.355 2279.08 1983.23 24125 0.8 +
EC10 3.718 2349.04 2095.36 2469.06 0_—,:
EC15 3.964 2397.46 2172.99 2509.79 4
EC20 4,158 2436.65 223531 2544.25 §°-5j
EC25 4.326 2470.78 2288.78 2575.79 30_5-
EC40 4.747 2558.92 2418.79 2667.42 ] 04:
EC50 5.000 2613.45 24925 2734.68 o ]
EC8&0 5.253 2669.14 2558.3 2813.861 0.3 1 1»
ECT75 5.674 2764.35 2653.03 2970.48 02:
ECs80 5.842 2803.07 2686.88 3040.44 *
ECB85 6.036 284889 272462 312668 U-'j
EC90 6.282 2907.61 2770.32 3241.63 010 S Ol
EC95 6.645 2996.87 2835098 3424.04 1 10 100 1000 10000
EC99 7.326 3171.77 2956.94 38026 Dose mg/L
Dose-Response Plot
1 o < <
0.9 3
0.8 J
_ 0.7
s E
s 0.61
@ 0.5 3
£ .3
g D,4§ -
0.3 4
0.2 3 +
0.1 3
] >
0

O-Control
1000 -
1500 4
2000 4
2500 -

*3000
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Acute Daphnid Test-48 Hr Survival
Start Date: 9/24/2024 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 9/26/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-Sodium chloride
Sample Date; Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Contrel 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 0.8000 0.6000 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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 ] 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0] 20
2000 0.7000 0.7000 0.9966 0.8861 1.1071 12.807 4 10.00 10.00 6 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.69656 0.844 o] 1.8956
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL.
0.0% 2071.13 1965.51 2182.43
5.0% 2084.8 1965.48 2211.38
10.0% 2097.B2 1958.07 2247.55 1.0
20.0% 2120.32 1907.14 2357.34 09:
Auto-0.0% 2071.13 1965.51 2182.43 o
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EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 5

Dilution Preparation:

Acute LCs, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Page 1 of

Test concentrations (mg/L NaCl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Na
stock was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 3.0 4.0 5.0 6.0
miL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: 2 3 LI a\
Chemical Analyses: Hours
0 24 48
Concentration Analyst Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
L qf, ‘k\ ?ﬂ V\ Qﬂ only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) ""7’ performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
I— -\'D\ S ! 'Q’L- 7% test specific bench sheets and transcribed to this bench sheet.
IDissolued oxygen (mg/L) .8 Ak ’7 ; é
Control, Conductivity (umhos/cm) -1-0\‘1
MHSW | alkalinity (mg/L caco,) s4 Chemical analyses:
Hardness (mg/L CaC0,) & '1__. Parameter Inzporung limit [Method number Meter Serial number
Temperature (°C) )- Ll . H ?\9 2 ?\ 2\9 7 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) i L .20 . gé |pissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
IDIssoIved oxygen (mg/L) g O e & "’;’ 7 | Conductivity 14.9 pmhosfem  [SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L =
Conductivity (umhos/cm) w0 | Alialinity 5.0 mg CaCO,fL  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) J U o 6 ;‘S A 5 D\ g, 6 Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U) 1.41L = A\ -] . 3‘{ Temperature 0.1° SM 25508-2010 Digital Thermometer | 30 6 ( Uy
|Dissolved oxygen {mg/L) £-0 i, =2.77
1500 mg/L 1
Conductivity (pmhos/em) oM D
Temperature (°C) LL[ -( 1.5 L é 267
[pH 50) 04D | Al 7%
Dissolved oxygen (mg/L} i A%
2000 mg/L l §-0 A 7 7
lCnnd uctivity (umhos/cm) 40\0
Temperature (°C) lu , L 1 5 A 39 %
[pH (s.u) A.A% | VAo | .43
IDissnI\md oxygen (mg/L) £-0 " 7. %
2500 mg/L
Conductivity (umhos/em) ~£ 9 1D
Temperature (°C) 24, L\ ?—-s ‘3 A 5 ,G
[P 1A | vaay ]
rDissoIved oxygen (mg/L) &£.0 o | \
3000 mg/L i
Conductivity {umhos/cm) 5150 \
Temperature (°C) 1 H_g) '}56 \"U' - 2,01’2g

SOP AT10-Revision 6-Exhibit AT1(



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 # g

Page 2 of 2

Feeding Test Initiation or Termination Location Randomiting
Hours Date o Analyst e - ] ] MHSW Batch
e foras2cloous | 40 (128 | 40 | 2D |[vewow|o2328
# 1o2476 wo$ | 40
s | 713725 13g | %
*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: H N\ T ?-"'-'ﬂ_a—
YoV
Organism Source: In-house Culture L& Lﬁga&b&l “\.\ W
For. - Neul, Rk,
Source (organisms were pooled): 0 ]_2 |~‘2g A 3 E
Age: < 24-hours old QW "th be-b
Date and time _— . 01"27‘25 '3[3 1o ™ ur}‘tml._
organisms were born between: 9 ' & 8 _25 - %q 6 L““g:‘.—
Average transfer volume: <0.25mL
T fer bowl infor pH (5.U.): t s os
Temperature (°C): A(_,{ 3 5 'C'
Survival Data {number of living organisms):
Control 1000 mg/L 1500 mg/L
Gious Replicate Replicate Replicate
A B o D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
P>
2 [ ¢S S [S IS |s |s|S 3% |5 |
a8 S S |¢ :
Termination S 5 s S D g \\ 3 6 S
Mean Survival LoD/ oo _odT7. anorv292T
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N o P Q R 5 T u Vv w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
e 14 : 2) fo 54 se| se 5¢ 3
2 Y4506 [o ]3] o' | 7
P . . (0 32 10
48
Termination 3 M 6 u o O O = o3 9
Mean Survival o/, 2 O/
Comment codes: d = dead, u = unhealthy
Statistics:
IMethod Sﬂ&:.fnm\- mrbﬂ Comments:
Lower 95% confidence limi
(mg NaCl/L) ] | q 12 . %
Upper 95% confidence limit
T — A A
a8-hour LGy (mgNaCl/L) | 2 o (_, 2 ?

Test

%\r:

SOP AT10-Revision 6-Exhibit AT10.1
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| Environmental Testing Solutions, Inc. -

Acute Daphnid Test-24 Hr Survival

Start Date: 1/28/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 1/30/2025 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 0.6000 1.0000 1.0000 1.0000
2000 0.8000 0.8000 1.0000 1.0000
2500 0.0000 0.6000 0.4000 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 ] 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.8000 0.9000 1.2305 0.8861 1.3453 18.660 4 16.00 10.00 2 20
2000 0.9000 09000 1.2262 1.1071 1.3453 11.212 4 14.00 10.00 2 20
*2500 0.2500 0.2500 0.5055 02255 0.8861 65.988 4 10.00 10.00 15 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) 0.91642 0.868 -0.2299 0.76708
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv 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% 2214.89 2065.48 2375.11
5.0% 2265.75 2107.68 2435.68
10.0% 2306.88 2196.04 2423.3 1.0 \ 4
20.0% 2296.23 2182.71 241567 0.0 1]
Auto-0.0% 221489 2065.48 2375.11 T
0.8 A
4 <
0.7 4
2 064
5
gc.s-
204
0.3 4
0.2 -
0.1 1 jb
0.0 v v &
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 P
0.9 3
0.8 3 +
_ 071
: 0.6
s 0 r
@ 0.5 3
£04]
i 0.4 ]
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0.3 4
02]
0.1
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Environmental Testing Selutlons, Inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 1/28/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 1/30/2025 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-mgi/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 10000 1.0000 1.0000
1500 0.6000 1.0000 1.0000 1.0000
2000 0.6000 0.8000 1.0000 0.8000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 00000 00000 0.0000

Transform: Arcsin Sq uare Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 (4] 20
1500 0.9000 0.9000 1.2305 0.8861 1.3453 18.660 4 16.00 10.00 2 20
2000 0.8000 08000 1.1114 0.8861 1.3453 16.874 4 12.00  10.00 4 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 00000 02255 02255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.79345 0.844 -1.1431 2.79243

Equality of variance cannot be confirmed

Hypothesis Test (1-tall, 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% 2052.34 1922.81 2190.58
5.0% 2101.64 1965.07 2247.69
10.0% 2139.54 2011.64 227556 1.0
20.0% 217456 2107.79 2243.44 09:
Auto-0.0% 2052.34 1922.81 2190.58 o

0.8 4
0.7 4
206
H 4
g o5
a 1
I 0.4:
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0.2 1 >

0.1
0.0 T T
1 10 100 1000 10000
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Ceriodaphnia dubja Sodium Chloride Acute Reference Toxicant Test
CdNaCIAC # g

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

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

Page 1 of

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 Na
stock was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 30 4.0 5.0 6.0
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0 3
‘otal volume (mL) 200 200 200 200 200 Stock solution INSS #: ?\ L{ 9\
Chemical Analyses: Hours
1] 24 48
Concentrati Ana 4 ()ﬂ Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen’
P ol 9ﬂ go 5’7 only. T ures performed at the time of test initiation or termination by the analyst
pH (5.U) f . performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
I Q Dg -7' {2k 8 Z. ?6/_ test specific bench sheets and transcribed to this bench sheet.
[Dissolved oxygen (mg/y) 6 0 ’} g ').')—
Control, Conductivity (pmhos/cm) 3 w
MHSW 1 alkalinity (mg/L CacOs) W\ Chemical analyses:
Hardness (mg/L CaCO,) q D Parameter Reporting limit  |Method number Meter Serlal number
Temperature (°C) ag . ,‘_] g\ q A 2 LL é pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) q..qq =7 8 .87 Ipissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model S2CE 08A100271
Dissolved oxygen (mg/L} .Q }. Conductivity 14.9 ymhos/em  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L 'x ,} 'q :-}
Conductivity (umhos/cm) 4)‘ ‘00 Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) ',Ll; L{ j\ 5. H 2 S R Hardness 5.0mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicable
ru (s.U) q.qq ?- 72 7 Z. 8 7 Temperature 0.1°% SM 2550B-2010 Digital Thermometer ]206 6{4.
Dissolved oxygen (mg/L) =Y
1500 mg/L g'o q‘é q .}
Conductivity (pmhos/cm) %q Lo
Temperature (°C) 26 ? 2‘; 0 ;l LL 9,
Vo |22 |77
Dissolved oxygen (mg/L) 8 ’:F
2000 mg/L 9 q 4 L
Conductivity (pmhos/cm) 3 ?’l] 9]
Temperature (°C) B~(> . 3 )6 ] -2 4. 93
[P sv) Vas |z2¢ | 287 |
Dissolved oxygen (mg/L}
2500 mg/L 6"0 ,) ﬂ ’;: p
Conductivity (umhos/cm) ‘-I 6}—0
Temperature (°C) L S ’ {) 5.0 2 Ll b
[pH ) Y3 |z7s Pgs
IDissoIved oxygen (mg/L)
3000 mg/L 6 Q ,}‘9 '}n
Conductivity (umhos/em) 5 qq 0
Temperature (°C) PUSE S 5.0 2 {,‘ Gy

SOP AT10-Revision 6-Exhibit AT.
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Acute LC;y Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC #
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time ¥ b /s
o |0t 0006 | O | 1123 | Gn | 2C | yerrow |0z
% 102-0%2% uas { g0
w:iglu 92‘06'-29 i l 17 %
*Test organisms were fed in holding 2 to 5 hours prior to test Initiation. Test arganisms were not fed during the test,
Test Organism Information:
Organism Source: In-house Culture
|Source (organisms were pooled): 2\~ A% )\C, A + @
Age: < 24-hours old
Date and time 01-03-25 1321 4o
organisms were born between: 01- Ol':.[ ) ,'5 Oq 2
|Average transfer volume: <0.25mL
Transfer bowl information: pHISUYE ), 1
Temperature (°C): :l L\ - 7 ’ &
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Haits Replicate Replicate Replicate
A B Cc D E F G H | ] K L
0 5 5 5 5 5 5 5 5 5 5 5 5
1”2
2 S 1516 1|6 g 1S |95 |5 | 5 1¢
Ten:na;linn 6 { 5' S g g g g S 6 S
Mean Survival 122 o0+ 45.,
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N 0 P a R 5 T 4] v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
TS : def ,2d | 3¢ ¢ | 5d
24 yels S 16§ S ¢ 3 o* 23(\ ,4 o
2
s |y (S [a] S | R |0 0¥ o] | o
Mean Survival CY=2N Q- o,

Comment codes: d = dead, u = unhealthy

Statistics:

[Method 5000.(nan+00bLf I T ;
Lower 95% confidence limit X0 -
(mg NaCl/L) W 24 :

Upper 95% confidence limit

(mg NaCl/L) ’Lz b‘ﬂ i ?)

ag-hour LG (mgNaci/) | 21 2

Test
Reviewed by:

%
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- Testing Inc

Acute Daphnid Test-24 Hr Survival

Start Date: 2/4/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 2/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia

Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 0.8000 1.0000 1.0000 1.0000
2000 0.8000 1.0000 1.0000 1.0000
2500 1.0000 0.2000 0.6000 0.4000
3000 0.0000 0.4000 0.2000 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 0.9500 0.9500 1.2857 1.1071 1.3453 8.261 4 16.00 10.00 1 20
2000 09500 09500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2500 0.5500 0.5500 0.8449 0.4636 1.3453 44.446 4 12.00 10.00 ) 20
*3000 0.1500 0.1500 0.3898 0.2255 0.6847 55.174 4 10.00 10.00 17 20
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.85387 0.884 067679 3.1984
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 10.5758 222711 6.21064 14.9409 0 6.09096 7.81472 0.10727 3.40197 0.09456 4
Intercept -30.978 7.5497 -45776 -16.181
TSCR 1.0
Point Probits _mg/L__95% Fiducial Limits - (
ECO1 2.674 1520.55 1072.71 1772.17 .
ECOS 3.355 1763.76 1373.22 197965 0.8 1
EC10 3.718 1908.93 1562,96 2104.72 07 .
EC15 3.964 2013.58 1702.64 2197.32 1
EC20 4.158 2100.82 1819.55 2277.49 a 0-5:
EC25 4.326 2178.67 192299 2352.57 50_5.
EC40 4747 2387.89 218571 2581.8 a 4
ECS50 5000 25233 23351 2760.32 x 0'4:
ECE&0 5.253 2666.39 2473.51 2976.46 0.3 4
EC75 5.674 292244 2686.58 3418.31 02:
EC80 5.842 3030.74 2768.6 3621.15 .
EC85 6.036 3162.06 2864.08 3877.3 0.1 1
EC90 6.282 3335.39 2985.26 4230.62 0.0 T mrrerm—rrerer—rrrrrrld e
EC95 6.645 3609.94 3169.32 4822.07 1 10 100 1000 10000
EC99 7.326 4187.34 3535.85 6180.85 Dose mgiL
Dose-Response Plot
1 -
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Environmantal Testing Salutions, Inc. ..

Acute Daphnid Test-48 Hr Survival

Start Date: 2/4/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 2/6/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sedium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 0.8000 1.0000 1.0000 1.0000
2000 0.8000 1.0000 0.8000 1.0000
2500 0.0000 0.0000 O0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2000 0.9000 09000 1.2262 1.1071 1.3453 11.212 4 14.00 10.00 2 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) 0.87117 0.844 -0.717  0.5231
Equality of variance cannot be confirmed
_Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv 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% 214223 2041.59 2247.83
5.0% 2191.7 2103.46 2283.63
10.0% 2208.52 2168.08 2249.71 1.0
20.0% 2208.52 2168.08 2249.71 09:
Auto-0.0% 2142.23 2041.59 2247.83 )
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2 0.6 1
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1 10 100 1000 10000
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Page 1 of
SR Acute LCs5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 4
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 Na
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) 198.0 197.0 196.0 195.0 194.0 ‘[7
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: ?\ 3 S-
Chemical Analyses: Hours
0 24 48
Concentration Anal Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
4 gﬂ qoéﬂ_ only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U) 7 g $ - q 2 -7 7 { performing the toxicity test. Alkalinity and hardness performed by the analysts identified on th
. : test specific bench sheets and transcribed to this bench sheet,
rDissoIved oxygen (mg/L) .8 £\ e P | :
Control, | Conductivity (umhos/cm) 3 D 6
MHSW | alkalinity (mg/L caco,) WA Chemical analyses:
Hardness (mg/L CaCO,) 3 L Parameter Reporting limit  |Methed number Meter Serfal number
Temperature (°C) 25 6 ag X g a' S’ " pH 0.15.U. SM 4500-H+ B-2021  [Accumet ARZO 93312452
IpH (5.U.) ‘-7 q g 2 (). f 7 ,g ;" [pissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
Dissolved oxygen (mg/L) -. % £\ . ‘\ Conductivity 14.9 pmhosfem  |5M 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/em) A I 3 Q Alkalinity 5.0 mg CaCO,/L  [SM 2320 B-2021 Accumet AR20 93312452
Temperature (°c) 2{ % ﬂ O 2 q i % Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Mot applicable
fpH (5. i q S 7.9 =7. g q Temperature 0.1°C SM 25508-2010 Digital Thermameter || Yo 6 6 L
IDissohred oxygen (mg/L) 2.7 8.\ 1.4
1500 mg/L
Conductivity (umhos/em) 3 06 Q

Temperature (°C) ) L. A J-LJ ) 'ZQ-H
[pH (5.0 194 7290 | 7.973

R |issolved oxygen (mg/L) o W | §-1 £.0
Conductivity (mhos/cm) 3940 ;
Temperature (°C) OIZ-LI , &6}] 15 -6

[pH (s.0) 193 |7.90 |7.%44

N lDissolved oxygen (mg/L) e g-\ &. O

Conductivity {umhos/cm) Y 7290

|
Temperature (°C) a\ g % -6 lg B Zé ‘ b
[oH (s.0) 193 2.9/ |7.43
Dissolved oxygen (mg/L} i Fat e I &. \

Conductivity (umhos/cm) 4 1A

Temperature (°C) 9\5* 7 ‘2‘; ?l 15 . S

3000 mg/L

S0P AT 10-Revision 6-Exhibit AT1{
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Acute LC;p Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # ﬁ
D Feeding Test Initiation or Termination Locatien Randomizing MHSW Bateh
ey ate Time Analyst Time Analyst Incubator/Shelf Template X
w024 | Of2th i B [ nsgp ¢ |Bock [ozon2s
T
* |-y 010 |
48 f
Termination m. "la‘ls l O 06 ﬁo
*Test organisms were fed In holding 2 to 5 hours prior to test initlation. Test organisms were not led during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): O 2 - L - 2 5
Age: < 24-hours old
Date and time 02"[0'25 !3.72. s
organisms were born en: a e JONALD Teg“
o s 02-11-2f 9994 = OALANISNS DIB NOT
Average transfer volume: <0.25 mL Vave NN AUN oc
Transfer bowl information: pH (V) =) %0 5 -\ vas ol weesiN
Temperature (°C): a q D C
. o . NOT 1NCLUDBED IV
Survival Data {number of living organisms): COMTROL Clmt
Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B o D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initlation
2 |G |6 sTsTs Ts s [<s s
a [g[s s |s s[5 s [$ £ 5% %
Mean Survival oo/, \po. 10720 ol 22-1)-35
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
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
¢ S § 3 & [ S | .
a | Y| ¢ ¢ | 0¥ ¢ |2%|g |o* |o" | 8" |2*
{
Termination
Mean Survival (%] 7. Q Y. a7,
Comment codes: d = dead, u = unhealthy
Statistics:
IMethod (JND; .t. Comments:
Lower 95% confidence limit
(mg NaCl/L) 16 5 A, |

Upper 95% confidence limit
(mg NaCl/L)

14677.77

48-hour LCs (mg NaCl/L)

($16.%

S0P AT10-Revision 6-Exhibit AT10.1



Testing Inc. &
Acute Daphnid Test-24 Hr Survival
Start Date: 2/11/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 2/13/2025 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 1.0000
2500 0.0000 1.0000 0.4000 1.0000
3000 0.0000 0.0000 0.0000 0.4000
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 0.8500 0.9500 1.2857 1.1071 1.3453 8.261 4 16.00 10.00 1 20
2500 0.6000 06000 0.9002 0.2255 1.3453 60.771 4 14.00 10.00 8 20
*3000 0.1000 0.1000 0.3403 0.2255 0.6847 67.468 4 10.00 10.00 18 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.79853 0.884 -0.4977 4.07734
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 16.8501 3.52916 9.93294 23.7673 0 0.28669 7.81472 0.96251 3.40692 0.05935 3
Intercept -52.407 12.0284 -75.983 -28.831
TSCR 1.0
Point Probits _mg/L _95% Flducial Limits ] jig
ECO1 2674 1857.2 1469.94 2061.1 ] f
ECO05 3.355 2038.46 1714.52 2210.75 0.34
EC10 3.718 214222 1858.56 2298.08 0.?:
EC15 3.964 2215.19 1960.57 2361.3 1
EC20 4158 2274.95 2043.87 2414.85 g Y9
EC25 4.326 2327.51 2116.34 2463.86 S 054
EC40 4747 246538 2298.18 2605.76 @ 1
ECS0 5.000 255223 240225 2709.35 e 041
EC80 5253 2642.14 249911 2830.51 0.3 4
EC75 5674 2798.65 2644.78 3071.7 5]
EC80 5.842 28633 26989 3180.09 -]
ECB8S 6.036 2940.55 2760.51 3314.72 0.1 4
EC90 6.282 3040.71 2836.78 3496.23 o . = _.,J
EC95 6.645 319548 2949.21 3789.5 : 5 o Aous. 1deon
EC89 7.326 3507.37 3163.68 4419.55 Dose mg/L
Dose-Response Plot
14 < -
0.9 3
0.8 3
_ 077
; 06 é
g 3
@
T 4
X [
]
0 T v -
g g g 8 g
- - o~ o~ f]
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.| Environmental Testing Solutions, Inc. -

Acute Daphnid Test-48 Hr Survival

Start Date: 2/11/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 2/13/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 06000 0.2000
2000 0.2000 0.8000 0.4000 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 Numt
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.7000 07000 1.0101 04636 1.3453 41.952 4 14.00 10.00 6 20

4

4

4

*2000 0.5500 0.5500 0.8407 0.4636 1.1071 3B8.145 10.00 10.00 9 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 20 20

Auxiliary Tests Statistic Critical Skew  Kurt

Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.87767 0.844 -0.6202 0.83655
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

Par Value SE  95% Fiducial Limits Control Chi-Sq_ Critical P-value Mu _ Sigma lter
Slope 104061 1.82025 6.83843 13.9738 0  7.66789 7.81472 00534 3.25907 0.0961 3
Intercept -28.914 597714 -40.629 -17.199

TSCR 1.0

Point Probits _mg/L__95% Fiducial Limits ]

ECO1 2674 108521 794319 1274.49 ]

ECO5 3.355 1261.84 994.085 1433.29 08

EC10 3.718 1367.46 1118.68 1528.19 5]

EC15 3.964 144368 1210.23 1597.35 ]

EC20 4.158 1507.27 1287.21 1655.94 2987 [

EC25 4.326 1564.06 1356.06 1709.29 §_g_5-

EC40 4.747 1716.81 1538.77 1860.57 @

EC50 5.000 1815.81 1652.08 1967.73 e 04

EC60 5253 19205 1764.77 209164 0.3

EC75 5.674 2108.07 1946 2342.9 2

EC80 5.842 2187.49 2015.82 2459.49 ;

EC85 6.036 2283.85 2096.4 2607.66 0.1 4

ECS0 6.282 2411.14 2197.6 2812.96 0.0 I rrrree —

EC95 6.645 2612.97 234957 3156.81 ; s o apBd 30000
EC99 7.326 3038.26 2649.34 3940.26 Dose mgiL

Dose-Response Plot
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EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # g?

Dilution Preparation:

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

Page 1¢

Test concentrations {mg/L Nacl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L N
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) 1980 | 1970 | 1960 | 1950 | 1940 %3 g 6
Total volume (mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
Concentration Analystl 7 n [ Analyst identified for each day, perf d pH, dissolved and conductivity measuremer
neen natys nr_p -ﬂ 541 IJ/J only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) A performing the toxicity test. Alkalinity and hardness performed by the analysts identified on ti
J] q 3 Z. 9 ? A A0 test specific bench sheets and transcribed to this bench sheet,
Dissolved oxygen (mg/L) $.0 8.0 s\
Control, |Conductivity (umhos/cm) '3 ] 7
MHSW | ajkafinity (mg/L CacO,) oty 1A Chemical analyses:
Hardness (mg/L CaC0,) 80 Parameter Reporting limit  |Method number Meter Serlal number
Temperature (°C) )‘ u : 5 3 l; H agt S PH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (5.U.) i qs 7 q 75 - .Q\ Dissolved oxygen 1.0 mg/fL SM 4500-0 G-2021  |YSI Model S2CE 08A100271
Dissolved oxygen (mg/L) - \ g .0 £\ Conductivity 14.9 ymhos/cm  [SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/cm) 1 [ 3 ®) Alkalinity 5.0mg CacOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 LI ; 2 q X C.' ’} S b’ [Hardness 5.0 mg CaCOy/L  |SM 2340 C-2021 Not applicable Not applicable
pH (5.U.) _7 " 4 7 9‘?(, 1 .ﬂ \ | Temperature 0.1°c SM 2550B-2010 Digital Thermometer .[ ?Ogjqﬁ
Dissolved oxygen (mg/L) g\ g:0 g\
1500 mg/L
Conductivity (umhos/em) 3 Jq )
Temperature (°C) 20 2 ~ LL /] 1 S, 6
fpH s 197 | 793 |1a0
IDissoIved oxygen (mg/L) £ 2.0 £.0
2000 mg/L
Conductivity (umhos/cm) '5(] 6 Q
Temperature (°C) 2. 9 iy ) 7 2 S, g\
pH (5.U.) 7Qé 7.95 |~.£4
|Dissolved oxygen (mg/L) S 8. \ 0
2500 mg/L § &
Conductivity (umhos/cm) ydlo

Temperature (°C)

2d- b

9y |

3000 mg/L

[P+ ) —.49¢ 1 2.9¢ |\
IDIssoIved oxygen (mg/L) §.1— 8- { \
Conductivity (umhos/cm) 6 09 \
Temperature (°C) 2.6 259 \Qﬂ

o724-2§

SOP AT10-Revision 6-Exhibit AT1C
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Acute LC;y Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium

Chloride Acute Reference Toxicant Test

CdNaCIAC # GD

Feeding Test Initlation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analys! bator/! p!
o forzsas[ogub | 20 | oo 42 [\ C [ ke [o2-8s
u 72696 1086 97
*Test organisms were fed in holding 2 to 5 hours prior to test inftiation. Test organisms were not fed during the test.
Test Organism Information:
Organlsm Source: In-house Culture »
Source (organisms were pooled): Q2- f) . Z S (A}g‘i’
Age: < 24-hours old -
Date and time ©2-24-¢¢C 11§52 42
Jorganisms were born between: 22-2%-2 § 254 6
Average transfer volume: <0.25mlL
Transfer bowl information: BH (S.U.): "—? g )
Temperature (°C): 9\ 4' 9\‘ C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
e 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

24 6|6

515161616

S16 |6

a8 [ A

AR EEE

TN

My

sl1s |S

Termination
Mean Survival 20°). o2 T 129 !
2000 mg/L 2500 mg/L 3000 mg/L
Replicate Replicate Replicate
Hours
M N o P qQ R 5 T U \') w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
1 1d §2 2
it 2¢ 4e o
48 @) =
Termination ? 0 3 [ O O = i
Mean Survival 3¢ /. o7, = 7
Comment codes: d = dead, u = unhealthy
Statistics:
IMethnd 5 Fm- fman- ld:trb A |Comments:

Lower 95% confidence limit
(mg NaCl/L) i ‘7 ? 3 . é

|Upper 95% confidence limit

(mg NaCi/L) 1009,

48-hour LCy, (mg NaCl/L) 1'% qq .0

Test
Reviewed by:

S0P AT10-Revision 6-Exhibit AT10.1




Environmental Testing Sohutlons, Inc.

Acute Daphnid Test-24 Hr Survival

Start Date: 2/25/2025
End Date: 2/2712025

Sample Date:

TestID: CdNaCIAC
Lab ID: ETS-Envir. Testing Sol.

Sample 1D:

Sample Type:
Protocol: ACUTE-EPA-821-R-02-012 Test Species:

REF-Ref Toxicant

NACL-Sodium chloride
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 1.0000
2500 1.0000 0.8000 0.6000 0.8000
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 4] 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 1] 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 09500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2500 0.8000 0.8000 1.1114 0.8861 1.3453 16.874 4 12.00 10.00 4 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) 0.70701 0.868 -0.3159 4.3442
Equality of variance cannot be confirmed
_Hypothesis Test (1-tail, 0.05) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 2500 3000 273861
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 2596.42 248469 2713.18
5.0% 2635.08 2526.7 2748.11
10.0% 2655.91 2531.02 2786.97 1.0
20.0% 2676.91 2609.56 2745.99 09:
Auto-0.0% 2596.42 2484.69 2713.18 -
0.8 4
07}
2 06
g ]
g 05
g A
& 04
0.3 4
0.2 4 >
0.1 4
0.0 ey @G
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 < <
0.9 1
081
_ 073
s 06E
e 3
@ 053
e 4
L 044
=
~ ]
0.3 3
0.2 1
0.1 3
0 v T T v
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Environmental Testing Solutions, Inc. .

Acute Daphnid Test-48 Hr Survival

Start Date: 2/25/2025 TestID: CdMaCIAC Sample ID: REF-Ref Toxicant
End Date: 2/27/12025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

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

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N Sum_ Critical Resp Numb
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 03500 0.3500 06153 0.2255 0.8861 53.207 4 10.00 10.00 13 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.69562 0.844 -0.559 3.74151
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 1894.02 1793.59 2000.07
5.0% 1889.87 1779.46 2007.13
10.0% 1885.84 1764.37 2015.68 1.0
20.0% 1878.39 172931 2040.32 i
Auto-0.0% 1894.02 1793.59 2000.07 .
0.8 4
0.7 4
<@
® 0.6 1
c
g o054
w
2 0.4 1
0.3 4
0.2 4
0.1
0.0 +—r—rrrmmr - :l
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

0.9 ]
058 J
0.7 3
056 s
0.5

48 Hr Survival

0.4
0.3
0.2
0.1

000
1500 4
2000
2500 ¢
3000

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

Acute LCo Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Page 1 of

CdNaCIAC #
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 Nat
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) 198.0 197.0 196.0 195.0 194.0 ‘Z /5 S 6
Total volume {mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
I trati Analyst Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurement
e dhosls ;5.—7 Qﬂf/" 5=4 only. Temperatures performed at the time of test initiation or termination by the analyst
pH (S.U.) o performing the toxicity test. Alkalinity and hardness performed by the analysts identified on tht
I 7. q 6 g' OS 7 9’n test specific bench sheets and transcribed to this bench sheet.
[bissolved oxygen (mg/t) [ g\ £.0
Control, Conductivity (umhos/cm) 3 /3
MHSW L ajkalinity (mg/L caco,) R Chemical analyses:
IHardness (mg/L CaCO,) gq Parameter |Reporting limit  |Method number Meter Serlal number
Temperature (°C) 29‘ 1 ‘z_bt_-)? ‘_,;5,;!1" A pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (5.U) 7z 9 é_ Z: % 7 9 2 |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 |51 Model 52CE 08A100271
Dissolved oxygen (mg/L) : A g A £° 0 Conductivity 14.9 ymhosfem  [SM 2510 B-2021 | Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/fcm) 2060 Atkalinity 5.0 mg CaCOy/L  [SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 s - 3 TR : w7 979525 2%.0 Hardness 5.0mg CaCOy/L  [SM 2340 C-2021 Not applicable Not applicable
pH (s.U.) 7.95 = 98 7.9¢ Temperature 0.1% SM 25508-2010 Digital Thermometer 4.3_;6_6_‘
- p 5 s
Dissolved oxygen (mg/t) f. &\ 5.0 =
1500 mg/L 130664
|Conductivity (umhos/cm) 2_9 20
Temperature (°C) 26,2 %{W %25 15.0
1 é-':
[pH 50 7,94 | 797 293
lDissohted oxygen (mg/L) (.1 2\ 2.0
2000 mg/L
Conductivity (pmhos/cm) 3 z é - .
Temperature (°C) 35.4 12 { 3] wa
{pH 5.0 7. 9% | 7.9¢ | Z2.9¢
Dissolved oxygen (mg/L) g1 . §-\
2500 mg/L ¢\
|Conductivity (umhos/cm) Y570
Temperature (°C) 25 . % 25. S 8.\
iR 294 |7.9% | 2.9«
|Dissolved oxygen (mg/L) J 3% 8- \ & 0
3000 mg/L
Conductivity (umhos/cm) 51{. 30
Temperature (°C) 2.5.1 A 4 . ‘6 B,y

SOP AT10-Revision 6-Exhibit AT10



Page 2 0f 2
Acute LCso 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 MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template

o fopouzs [ 0800 | | 03 | g7 | 20 |creen [o22¢)s
ooy 1Yo N

rorissm [93%0 W2e | 20

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

Test Organism Information:

Organism Source: Jin-house Culture
Source (organisms were pooled): O O e [ D - I, Lsvae,
Age: < 24-hours old
Date and time 03-83-15  \S09
organisms were born between: -0 18 0400
Average transfer volume: <0.25 mL
Transfer bowl information: pH (S.U.): - .& \
Temperature (°C): U 3 gl

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 | ) K L
0 5 5 5 5 5 5 5 5 5 5 5 5
. 1
24 sl s |1sl1slsls|s51s|s|s |¢ |
s S fs o s [S s {5|S|5]s]s |u
Mean Survival |IPICER oo/ . 96+,
2000 mg/L 2500 mg/L 3000 mg/L
Hoiirs Replicate Replicate Replicate
M N 0 P Q R s T U v w X
0 5 5 5 5 5 5 S 5 5 5 5 5

Initiation b - ] -
S UL IS PO P PP VL U A Pl B Ity P
a8 (3 4 |1 22| ¥ 01| ,u 5% 2 o | 0] 0%

Termination
Mean Survival o 7. o /. o Y.
Comment codes: d = dead, u = unhealthy
Statistics:
|Methnr.| p 1o br r Comments:
Lower 95% confidence limit
(mg NaCl/L) l/] 7‘3 2

Upper 95% confidence limit
(mg NaCl/L) 232U, b

48-hour LCy, (mg NaCl/L) \ {'\O | ,q

Test
Reviewed by:

S0P AT10-Revision 6-Exhibit AT10.1



| Testing Solutions, Inc. &

Acute Daphnid Test-24 Hr Survival
Start Date: 3/04/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/06/2025 LabID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4

D-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 0.8000
2000 0.8000 0.4000 0.6000 1.0000
2500 0.8000 0.8000 0.8000 1.0000
3000 0.4000 0.0000 0.2000 0.6000

______ 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 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2000 07000 07000 1.0058 0.6847 1.3453 28293 4 12.00 10.00 6 20
2500 0.8500 0.8500 1.1667 1.1071 1.3453 10.206 4 12.00 10.00 3 20
“3000 0.3000 03000 0.5650 0.2255 0.8861 50.368 4 10.00 10.00 14 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.92802 0.884 7.5E-15 1.19704
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
Paramet Value SE ___95% Fiducial Limits Control Chi-Sq Critical P-value Mu _ Sigma _lIter
Slope 6.13845 1.49669 3.20494 9.07197 v} 7.61656 7.81472 0.05464 3.44477 0.16291 3
Intercept -16.146 5.04455 -26.033 -6.2583
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 09 1
ECO1 2.674 1163.58 602.211 1487.59 ’
ECO05 3.355 1502.5 972.245 1787.38 0.8 1
EC10 3.718 1721.87 1247.82 1982.64 0.7 4
EC15 3.964 1887.69 1468.52 2138.05 206 1
EC20 4158 20308 1661.29 2284.07 R
EC25 4.326 2162.19 1833.69 2434.45 gos ]
EC40 4747 253222 224938 2988B.76 § 0.4 1
EC50 5.000 2784.67 2469.97 3482.07 6.3
EC60 5.253 3062.29 2678.59 4107.7 1
EC75 5.674 3586.36 3025.75 5476.43 0.2 ]
ECBO 5842 3818.39 3168.49 615247 0.1 4
ECB5 6.036 4107.87 3340.32 7052.99 s . S S
EC80 6.282 4503.48 3566.34 B3B3.77
EC95 6.645 5160.99 392463 10845.9 ! W e 100 e 10300
ECS99 7.326 6664.28 4685.52 17622.5 Dose mg/L
Dose-Response Plot
1 -
0.9

24 Hr Survival

D-Control
1000
1500
2000 4
2500

*3000



N\ e
o Testing Inc. .

Acute Daphnid Test-48 Hr Survival
Start Date: 3/04/2025 Test ID: CdMNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/06/2025 Lab ID: ETS-Envir. Testing Scl. 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 0Q.8000
2000 0.2000 0.4000 0.6000 0.4000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L __Mean N-Mean ~Mean Min Max CV% N Sum__ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 1] 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.9500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
*2000 0.4000 04000 06798 0.4636 08861 25383 4 10.00 10.00 12 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77511 0.844 -0.5901 2.80133
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 17.6691 3.65602 10.5033 24.8349 0 0.74139 7.81472 0.86343 3.27918 0.0566
Intercept -52,94 12,028 -76.515 -29.365
TSCR 1.0
Point Probits _mg/L _95% Fiducial Limits o 9: F
ECO01 2.674 140448 1109.27 1563.8 -
ECO5 3.355 1534.92 128239 16731 0.8 4
EC10 3.718 1609.33 1383.68 1736.7 0.7 1
EC15 3.964 1661.57 1455.25 17825 1
EC20 4.158 1704.29 1513.68 1821.06 0 06 P
EC25 4.326 1741.82 1564.64 1856.03 §_0,5-
EC40 4.747 1840.09 1694.07 1954.89 o 04:
ECS50 5.000 1901.85 1770.23 2024.64 o Mt ]
ECE0 5.253 1965.69 1843.03 2104.58 0.3 4
EC75S 5.674 2076.59 1954.64 2263.01 021
EC80 5842 2122.31 1996.03 233468 S
ECB85 6.036 2176.88 2042.78 242417 0.1 1
EC90 6.282 2247.54 2100.05 2545.44 0.0 ’ ‘ ),
EC95 6.645 2356.51 2183.33 2742.15 1 10 100 1000 10000
ECg99 7.326 2575.36 2339.57 3165.19 Dose mg/L
Dose-Response Plot
1 -
0.9 3
0.8 3
_ 071
.g 06 3
g ]
@ 0.5 7
A 3
I n4 3
3 3
0.3 3
0.2
0.1 1
3
0 - S
‘9‘ (=]
Q
o



Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC #

12

Dilution Preparation:

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

Pagelc

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 solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 2.0 30 4.0 5.0 6.0
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0
Total volume (mt) 200 200 200 200 200 Stock solution INss #: £ 16 5’3
Chemical Analyses: Hours
0 24 48
Concentration Analyst| Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremen
% KFM only. Temperatures performed at the time of test initiation or termination by the analyst
PH (S.U) ; 7. performing the toxicity test. Alkalinity and hardness performed by the analysts identified on tt
l .. s L 7 ‘90 3. & 0\ test specific bench sheets and transcribed to this bench sheet.
IDissolved oxygen (mg/L) £\ £.\ -\
Control, Conductivity {(umhos/cm) 'qu
MHSW A lkalinity (mg/L CacO,) [Vieg P8 Chemical analyses:
Hardness {mg/L CaCO,) 8\& |Parameter Incpnﬂlng fimit  |Method number Meter Serial number
Temperature (°C) 1 4 ) '2 g i 6 2 S. 3 pH 0.15.U. 5M 4500-H+ B-2021  |Accumet AR20 93312452
IPH (5.U.) 8 o) [ 7. .97 .59 Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021 | YSI Model S2CE 08A100271
IDi;suhmd oxygen (mg/L) s i ‘ 8 \ % s Conductivity 14.9 pmhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L -
lConduniuky (pmhos/cm) 10 QD Alkalinity 50mgCatOy/L  |SM 2320 B-2021 Accumet AR20 93312452
ramperators <) 76 3 2 5 o 2¢ ” Hardness SOmgCacoy/L [sM2360c-2021  |Notapplicable Not applicable
pH (S.U.] 9 o L{ 7 X ? 3 1 y QO Temperature 0.1°C 5M 25508-2010 Digital Thermometer I ?‘0 66 q
Dissolved oxygen {mg/L) E . \ .
1500 mg/L I 8.0 8-
Conductivity (umhos/cm) 72800
Temperature (°C) 2 4 @ ' 2 g. £ % s??
ol %.04 |7.93 | .40
Dissolved oxygen (mg/L) 8.\ 8.0 8.+
2000 mg/L
Conductivity (umhos/cm) _&&.\Q
Temperature (°C) 3\4 9\ 2 S- i Z g Ll
|PH (s.0) 2.0% | 7.92 | 14\
IDissoIved oxygen (mg/L) &\ 8.
2500 mg/L 8.0
Conductivity {umhos/cm) kb 0
Temperature (°C) ’l 4 ! 2 Zg, F 2 9 2
PH (S.U.) %_ 03 | 7.¢9 3 \
Dissolved oxygen (mg/L) . \ \
3000 mg/L 8 Q'-o
|conductivity (umhos/cm) S\ \
2 N
Temperature ("C) 25.4 2 S. q N' 03"-‘1‘%(-’

S0P AT10-Revision 6-Exhibit AT10.



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 Analy

e 030242910 | 2 |30 | (1B |bive |03062) A
% [03.12.2§ 139 [ 2,
e | 931324 1 | 20

*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): 03-24-2 $ ;6
Age: < 24-hours cld
Date and time OB’lDZZS ij‘B ‘o
organisms were born between: o -'5 - I~ 2 S 2 q 1 ]
Average transfer volume: <0.25 mL
Transfer bowl information: PHEVE 4,89

Temperature (°Cl: 7 (] | {C

Survival Data {number of living organisms):

Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B C D E F G H 1 J K L
0 S 5 D 5 5 o 5 5 5 5 5 5
Initiation

z4555§§§5g6§§s
“35559555 s |

N
Y

Termination
Mean Survival \ O, |22 4, L7270 Y.
2000 mg/L 2500 mg/L 3000 mg/L
Waitia Replicate Replicate Replicate
"] N 0 P Q R s T U v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initlation

0
o

2 S 1S9 é ? 31 e [ o) sa| %
Tern:ﬁuon M |e u lb L’l lé LI l% o ‘é °1¥ o IL 2 b O 0 O
Mean Survival FEF s S

Comment codes: d =dead, u = unhealthy

Statistics:

iMethnr.l ‘,ﬂg(h\ﬁﬂ wr Comments:

Lower 95% confidence limit
(mg NaCl/L) 2 9 zq & g

Upper 95% confidence limi
mensary 1 22240
as-hour LG, (mgNac/y) | 2 {9 A7

50P AT10-Revision 6-Exhibit AT10.1



Ei Testing Solutions, Inc, -,
Acute Daphnid Test-24 Hr Survival
Start Date: 3/11/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/13/2025 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»rngfL 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 0.4000 0.2000 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 o] 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 o] 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 o] 20
*2500 0.2500 0.2500 0.5189 0.4636 0.6847 21.301 4 10.00 10.00 15 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) 0.5089 0.868 2.79623 11.6732
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% 235232 2261.76 2446.51
5.0% 2343.17 224468 2445 gs
10.0% 2334.93 22299 24449 1.0 §
20.0% 232288 2211.45 243993 09_'
Auto-0.0% 2352.32 2261.76 2446.51 ]
0.8 -
0.7 1
2 0.6
g ]
2 054
g
I 0.4:
0.3 +
0.2 4
0.1 4
1 10 100 10000
Dose mg/L
Dose-Response Piot
1 > o 3
0.9
0.8 3
_ 0713
: 0.6 3
[
@ 0.5 3
II- 3
- 0,45
o E
0.3 4
0.2 3
0.1 3
0 . . . v
o (=] (=1

D-Control
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Acute D

aphnid Test-48 Hr Survival

Start Date: 3/11/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/13/2025 Lab ID: ETS-Envir Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-01 2 Test Species: CD-Ceriodaphnia dubia
Comments:
_Conc-mgiL 1 2 3 4
D-Control  1.0000 1.0000 1.0000 1.0000

1000 1.0000 1 .0000 1.0000 1 .0000

1500 1.0000 1 0000 1.0000 1 .0000

2000 0.8000 0.8000 0.8000 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 ~ 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 0.8000 0.8000 1.1071 11071 1.1071 0.000 4 10.00 10.00 4 20
2500 0.0000 0.0000 0.2255 0.2255 (.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) 1 0.844
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
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 212471 2029.82 222404
5.0% 2143.27 2033.72 2258.72
10.0% 2158.86 202347 2303.3 1.0
20.0% 2174.58 2107.79 2243.44 09:
Auto-0.0% 212471 2029.82 2224.04 iy
0.8 4
0.7 4
206
s
g 05
2 ]
o 0.4:
0.3 -
0.2 4
0.1
0.0 —r—rrrrrer OO
1 10 100 1000 10000
Dose mg/L
Dose-Response Pilot
1 °
0.9 4
058 ]
_ 07
m
v ]
< 0.6 3
=
@ 053
Fid ]
g 0.4 1
0313
023
0.1 3
0 T r T <
g g g g §

D-Control



Pa
s Acute LCy, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA—SZI-R-OZ-OIZ, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # i
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 mj
L Storc o 2.0 30 20 S0 6.0 stock solution was used to Pprepare the concentrations evaluated for toxicity.
m ock s jon al A | y N
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0 9\ 3 6 5
Total volume (mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
Concentratio Analyst /7 Analyst identified for each day, performed pH, dissolved oxygen and conductivity measure;
centration ys V'\ 7}0 EM 34 \& only. Temperatures performed atthe time of test initiation or termination by the analyst
PH (5.U.) performing the toxicity test. Alkalinity and hardness performed by the analysts identified ]
A '-\ S 7‘ 9 ‘( A. 5 “ test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/1) &\ §. - L.\
Control, |Conductivity (umhos/cm) 3 ) 2
MHSW  alkalinity (mg/Lcaco,) sq Chemical analyses:
Hardness (mg/L CaCo,) t (‘, Parameter Reporting limit  |Meth I Meter Serial numb
Temperature (°c) 2 f 2 5 ?\6 L{ 2( g pH 0.15.. SM 4500-H+ B-2021  |Accumet AR20 93312452
PH (5.U.) Ane 7. % 1. £9 Dissolved oxygen 1.0 mg/L 5M4500-06-2021 Y51 Model 52cE 084100271
Dissolved oxygen (mg/L) &\ g.1 8 oA Conductivity 14.9 ymhos/em  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity {umhos/em) 2 v) ;o Alkalinity S.0mgCaCo/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°c) 2 S g 2 S 3 a S‘ 6 Hardness S.0mgCaco/L  (sM 2340 C-2021 Net applicable Not applicabl,
PH (5.U.) -\.-\'1 = ?— %) e 8 Q q Temperature 0.1% SM 25508-2010 Digital Thermometer !30 68 n:{
Dissolved oxygen {mg/L) . u, L €.\
1500 mg/L —Q—‘ Q
Conductivity (umhos/cm) 2 q70
Temperature (°c) 2 g u 2 S g 2 5. é
e ¢ 289 | aao
Dissolved oxygen (mg/L) & o\ §.- L g -l
2000 mg/L
Conductivity (umhos/cm) ?, g 4 0
Temperature (°C) V) S . L, 7_ S 712 S‘ -7
PH(5.U) 1. &1 7.9 | 1.40
o Dissolved oxygen (mg/L) £.0 £ P .
2500 mg/L
Conductivity (umhos/cm) q b 60
Temperature (°C) 2, {‘ 3 2 g, 6 2 5 A <
PH (s0) 18T 12,29 N
Dissolved oxygen (mg/L) 3.0 & \
3000 mg/L
Conductivity (umhos/cm) < s{ Q \
Temperature (°C) 2 S é «6 2 g é \q h93-20 25

SOP AT10-Revision 6-Exhibit AT10.1
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Acute LGy Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

canaciacs |
Feeding Test Initiation or Termination Location Randomizing
Hours Date Time Analyst Time Analyst Incubator/Shelf Template MY Bateh
v 23B[0 | G S C | 90 | 2B | Back [o325
2 1031426 (| 3 a Q/
‘ﬂl:nslllnn 7’?'19'15 b {_3 5 M

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

Test Organism Information:

Organism Source:

In-house Culture

|Source (organisms were pooled):

o3-hag A

Age: < 24-hours old

|Date and time 03-17-25 13 13
organisms were born between: 2 03-19.25% M7
Average transfer volume: <0.25 mL
Transfer bowl information: pH (S.U.): 1.8 [

Temperature (°C): a u ) l . C

Survival Data (number of living organisms):

Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B € D E F G H 1 J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
24 S 9 S SIS 5 5 5 _5 - g
48
Termination S S 4 S S 5 5 6 ; 5 S
Mean Survival V201 \g0 . 100 -
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N (o} P (4] R S T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Inltlation i
g g3 20| | s 2| ~¢2
24 a ;
G S g g 1‘1{7:.‘ q‘zj e 2‘ J 9
i 1
a |G (93 atl u®| 5% o [® 215 | >
Mean Survival e {'/' 6/, = o 7.
Comment codes: d = dead, u = unhealthy
Statistics:
[Method Frﬂ b: t Comments:
L 95% confidence limi
(;:‘:aam l LOT). Ll
Upper 95% confid limi
mnany ] 1T82.2
a8-hour Lo (mgNaci/) | 2 13,0

SOP AT10-Revision 6-Exhibit AT10.1



2

Testing nc. .

Acute Daphnid Test-24 Hr Survival

Start Date: 3/18/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/20/2025 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 0.4000 0.0000 0.4000
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 v] 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2500 0.2500 0.2500 0.5146 0.2255 0.6847 42578 4 10.00 10.00 15 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) 0.5773 0.868 -1.2815 7.35578
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% 2352.32 2261.76 2446.51
5.0% 2343.17 224468 244598
10.0% 233493 22299 24449 1.0 >
20.0% 2322.88 2211.45 243993 09:
Auto-0.0% 235232 2261.76 2446.51 oy
0.8 4
g 4
0.7 4
E 0.6 1
8 051
“w
& 0,4:
0.3 4
0.2 4
0.1 4
0.0 ree v o
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot
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Acute Daph

€ Paphnid Test-48 Hr Surviv

nid Test-48 Hr Survival

Start Date: 3/18/2025 TestID: CdNaCIAC Sample ID; REF-Ref Toxicant
End Date; 3/20/2025 LabID: 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 0.4000 0.8000 0.8000
2500 0.0000 0.0000 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 13453 0.000 4 18.00 10.00 ] 20
1500 1.0000 1.0000 1.3453  1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 0.7500 0.7500 1.0611 0.6847 1.3453 25.905 4 12.00 10.00 5 20
*2500 0.0500 0.0500 0.2850 0.2255 0.4636 41.771 4 10.00 10.00 19 20
3000 0.0000 0.0000 0.2255 0.2255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.71358 0.868 -0.8701 6.41185
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE __ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 24.0509 5.63628 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
ECO1 2.674 1707.94 1397.63 1852.19 '
EC05 3.355 1823.09 1570.73 1944.47 0.8 4
EC10 3.718 1887.62 1669.45 1998.11 0.7
EC15 3.964 193244 1737.98 2036.96 1
EC20 4.158 1968.82 1793.07 2069.96 906
EC2s 4.326 2000.58 1840.37 2100.23 §0.5
EC40 4.747 2082.89 1956.48 2188.17 304
ECS50 5.000 2134.02 2021.4 225219 [
ECB0 5.253 2186.42 2080.92 2326.51 0.3 4
EC75 S.674 2276.37 2168.53 247274 g5 ] i
ECs0 5.842 2313.09 2200.38 2537.82 .
EC85 6.036 2356.64 2236.14 2618.12 0.1 4
ECs0 6.282 241259 227973 2725.46 0.0 . : P —
EC95 6.645 2497.98 234272 2896.63 1 10 100 1000 10000
EC99 7.326 26664 2459.54 3255.23 Dose mg/L.
Dose-Response Plot
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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 # Lo~

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
stock solution was used to prepare the concentrations evaluated for toxicity,
L Stock solution 2.0 3.0 4.0 5.0 6.0 i
m SOl of B o o 3
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0 2 36 g
Total volume (mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
Concentration Analyst @0 ggp Analyst identified for each day, performed pH, dissolved oxygen and conductivity measureme
4 4 only. Temperatures performed at the time of test initiation or termination by the analyst
{pH (s.U) -1 %A ‘7 2 4 -\r qs. performing the toxicity test. Alkalinity and hardness performed by the analysts identified on t
: - test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 8 Y £.0 SN
Control, |Conductivity (umhos/cm) 3 |9
MHSW  Dalkalinity (mg/L caco,) Lo Chemical analyses:
Hardness (mg/L CaC0,) (b 7 |Parameter Reporting limit  |Method number Meter Serial number
Temperature (°C) fz 6 : =) 26. 2 2.5 6 pH 0.15.U. SM 4500-H+ B-2021  |Accumet ARZ0 93312452
IpH (s.U.) “ Q;& 7.9 7 . 9 Dissolved oxygen 1.0 mg/L SM4500-0 G-2021 |51 Model S2CE 084100271
IDisso[ved oxygen (mg/L) 5 .0 y Conductivity 14.9 ymhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L - &7 § &1
Conductivity (umhos/em) 2 | !_{ Alkalinity 5.0mgCaCO,y/L |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2 g : ’} '2 t; 9 2 S . ‘7 Hardness ]5,0 mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicable
lpH (5.U.) s C}Q\ -1 . 9 '; =7 qQ 2 Temperature 0.1°C SM 25508-2010 Digital Thermometer [ P b (),1!6 8
IDIssolued oxygen (mg/L) g ) g o
1500 mg/L - g & 0 =
Conductivity (umhos/cm) 3 oo
Temperature (°C) 7_ §,‘ 6 2’4 i 3 } 5 ) g
PH (.U.) 7.9( |.4( |7.97
|Dissolved oxygen (meg/L) £, 4.0 A~
2000 mg/L
Conductivity (umhos/cm) 3 gq O
Temperature (°C) 2. S ? S 25 wlla | A g_ é
pH (s.U.) .90 179X | 799
Dissolved oxygen (mg/L) £.1 §-\ |
2500 mg/L
Conductivity (umhos/cm) L{ 6 QO
[Temperature (°C) 2 s . $ Zg 'g 1g S
PH (5.U.) 191 | 7.90 |\
Dissolved oxygen (mg/L) €. &. \ \
3000 mg/L
Conductivity (umhos/cm) ¢ \
Temperature (°C) 2 S g 25 n 3 \-( c_)'i';--’L[(J'?'S

SOP AT10-Revision 6-Exhibit AT10.1
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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 # L A

N Feeding Test Initlation or Termination Location Randomizing
e e Time Analyst Time Analyst bator/Shelf i
0 -t : (3.,
e |03-268 22| 20 |42 | I | 20O |eran | o3t
24
93-26% 2o
rertssm |9 5-2725 6%
*Test organisms were led 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): o) 3 - %az (; A I(ﬂ)
Age: < 24-hours old
Date and time Q3¢ ¢-24 l‘.; lo TIJ
organisms were born between: o 3 - Z'; ,_Z 5 42 2
|Average transfer volume: <0.25mL
Transfer bowl Information: pH (S.U.): /? . ‘? 6
Temperature (°C): 2 [,) i J 'C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B C D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
S BIEARENE S 1S |5 s |S
: d ; 1y e
s 165 1g |6 S S s |5 4] S
Mean Survival V22 |20/ 9z/.
2000 mg/L 2500 mg/L 3000 mg/L
itaiirs Replicate Replicate Replicate
M N o P a R 5 T ] v w X
0 5 5 5 5 5 5 5 5 5 5 S 5
Initiation
e 2z S 4« ] s
24 6 / g 7 2
g n.g'a-ﬂl(ﬁ 28 e 4 O 9 2
L b [ RER ¥ ) 33 Sc!
a8 2 oM o
Termination ‘Q.)g ‘:)l él’_ﬁs 3 O J b O o D
Mean Survival < S/, 0 o 7.
Comment codes: d = dead, u = unhealtHy
Statistics:
|Methnd' (me "‘{a Comments:
Lower 95% confidence limit
(mg NaCl/L) ‘,] q \ . S
Upper 95% confidence limit
(mg NacCl/L} - 3‘ O&b '93

48-hour LCso (mg NaCl/L)

\ 93, 4

S0P AT10-Revision 6-Exhibit AT10.1



Environmental Testing Soluthons, bnc,

Acute Daphnid Test-24 Hr Survival

Start Date: 3/25/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/27/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Cericdaphnia dubia
Comments:
Conc-mglL 1 2 3 4
D-Control 1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2500 0.8000 0.0000 0.6000 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 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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2500 06000 06000 08910 0.2255 1.3453 54.058 4 12.00 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) 0.51912 0.868 -1.5922 9.43085
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
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 2525.3 241559 2639.99
5.0% 253297 241035 2661.83
10.0% 2540.58 2400.44 2688.89 1.0
20.0% 2555.41 2357.73 2769.66 oo
Aute-0.0% 2525.3 2415.59 2638.99 :
0.8 1
0.7 4
1
g 064
S 05
go0s ]
2
= D.4:| >
0.3]
0.2 4
{
0.1 4
0.0 r OO
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
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Emvirenmental Testing Soluticns, Inc. 7%

Acute Daphnid Test-48 Hr Survival

Start Date: 3/25/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 3/27/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-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 0.8000 1.0000 0.8000 1.0000
2000 0.4000 0.6000 0.6000 0.6000
2500 0.0000 00000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum _ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 o] 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 0.9000 0.9000 1.2262 11071 1.3453 11.212 4 14.00 10.00 2 20
*2000 0.5500 0.5500 0.8357 0.6847 0.8861 12.047 4 10.00 10.00 9 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) 0.8659 0.844 -0.527 0.25925
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control =
Maximum Likelihood-Probit
Parameter Value SE __ 95% Fiducial Limits Control Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 14.5838 2.74442 9.20477 19.9629 0 3.47816 7.81472 0.32361 3.28618 0.06857 6
Intercept -42.925 9.05472 -60.672 -25.178
TSCR 1.0
Point Probits  mg/L 95% Fiducial Limits 0o ] F
ECO01 2.674 133865 1047.53 1510.35 T
ECO05 3.355 1490.72 1236.47 1641.49 0.8
EC10 3.718 1578.73 1348.89 1718.35 07 ]
EC15 3.964 1641.03 1429.15 1773.86 1
EC20 4.158 1692.29 14952 1820.62 & 081
EC25 4,326 1737.54 15532 186304 g 0.5
EC40 4,747 1857 1702.3 1982.72 s bid ] 4
ECS50 5.000 1932.79 1791.47 2066.82 L
EC60 5.253 2011.66 1877.94 2162.95 0.3 4
EC75 5.674 2149.97 2013.33 2353.21 02:
EC80 5.842 2207.46 2064.48 2439.46 e
ECa5 6.036 2276.41 2122.87 2547.44 0.1 1
EC90 6.282 2366.24 219523 2694.37 0.0 S—rrrrrrem—rrerrr—rerrr @ e
EC95 6.645 250593 2301.89 2934.4 p 10 100 1000 10000
ECg9 7.326 _2790.61 2505.89 3457.83 Dose mg/L
Dose-__ﬁ_asponse Plot
1 -
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Ceriodaphnia dubia

cdnaciacy |3

Dilution Preparation:

Acute LCy, Whole Effluent Toxicity Test, Species:

EPA-821-R-02-012, Method 200

Sodium Chloride Acute Reference Toxicant Test
/'I‘BT 20 24-15.7 (

Pag

Ceriodaphnia dubia

2.0

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
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) 198.0 197.0 196.0 195.0 194.0 2 3 é 2)
Total volume (mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
¢ trati Analyst /] / Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurer
TR i gﬂ \A d z M only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) . 5 ac : performing the toxicity test Alkalinity and hardness performed by the analysts identified o
g Z 9" 7 %. test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) 5ol §- v | .o
Control, |Conductivity (umhos/cm) 306
MHsw Alkalinity (mg/t caco,) ne_ 1" Chemical analyses:
ales
Hardness (mg/L caco,) @ i Parameter [Reporting limit  |Method number [ Meter Serial numb
Temperature (°) 2.7 125. % 2d. 1 pH 015U, SM4500-H+8-2021  [Accumet AR20 93312452
’pl-l (s.U.) ’7 . 9 3 g 9 -1 7 : C) 3 Dissolved oxygen 1.0 mg/L SM4500-06-2021  |¥sI Model 52cE 08A100271
Dissolved oxygen (mg/L) 8.1 8.1 - Conductivity 14.9 umhos/em  |SM 2510 8-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/em) Z O 6 O Alkalinity S0mgCaCOy/L [SM 2320 B-2021 Accumet ARZ0 93312452
Temperature (°c) ‘)’g 7 7 9 % p) U. é Hardness 5.0mgCaCo/L  [sM 2340 c-2021 Not applicable Not applicable
pH (5.U) 7 q 3 7.95 . q (-I Temperature 0.1°% SM 25508-2010 Digital Thermometer i306 (-,q
Dissolved oxygen (mg/L) Py =X Py e T
1500 mg/L F r E
| Conductivity (umhos/cm) & q [ 0
Temperature °c) 2 s 5 24 . é 2 Lls
PH (5.U.) =1.43 Z.95 | 7.93
Dissolved oxygen (mg/L) £-2- .1 | &
2000 mg/L
| Conductivity (umhos/cm) 3 '790
Temperature (°c) 26 S ’2,5 7 24U, 6
PH (s.u.) 7-93 Z.92 [7.93
Dissolved oxygen (mg/L) f -1 §. 1= s ’ 1---
2500 mg/L
Conductivity (umhos/cm) L/ 6 q 2
Temperature (°C) (24 é 75. g7 24.7
PH (5.U) 7.92 | >, 2] |7.93
Dissolved oxygen (mg/L) 8- S 81
3000 mg/L -
Conductivity (umhos/cm) $450
Temperature (°C) 25.3 ZS 1 Z U 6

SOP AT10-Revision 6-Exhibit AT10.1



Acute LCs, Whole Effluent Toxicity Test, Species:

EPA-821-R-02-012, Method 200

Page 2 of 2

Ceriodaphnia dubia

2.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test
L WO~ 16.2¢  — ———=ucant Test
canaciacy 13 14 WOH- 152§

Feeding Test Initiation or Termination Location Randomizing
Yoo vae Time Analyst Time Analyst Incubator/Shell | Template m——
w0445 [ 0023 | 9 W5 1 B (3B |6reen [oazia
* oun62S Wd7| 9o
o [OU .25 j170] go
*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
Saurce (organisms were pooled): 0Y-o %-25 A
Age: < 24-hours old
Date and time PU-I4-Ty 1" L(j' {>
organisms were born between: f)L{.. 1 5 & 2 { - q z 3
Average transfer volume: <0.25 mL
Transfer bowl information: pH(SV): =7 7 )
Temperature (°C): Z q B G ' C
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Replicate Replicate Replicate
Hours
A B C D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
rd
2 15 514 |¢ ¢ | g g 5 1<
” 24
T!rrl‘l‘lnfllon 5- 6 g 6 g g 5 g g S‘ .g 3
Mean Survival i dD oo 7/, 90 -/.
2000 mg/L 2500 mg/L 3000 mg/L
Hours Replicate Replicate Replicate
M N o] P Q R 5 T ] v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
' - 2 RN Y S R I e
i A i \
e | ) ¥ P07 5 [ 25 (o053
Mean Survival £ </ Q Y o 7
Comment codes: d= dead, u = unhealthy
Statistics:
hethud ] ro b‘ t [Comments:
Lower 95% confiden limi
l(lgmcm)w ence limit \f\q \: 6
Upper 95% confidence limit
(nl::mamo i 106(‘7.%
48-hour LCy, (mg NaCi/L) \ O ’1) >.%

Test
Reviewed by:

)
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Ne Tetting Sahaons m
Acute Daphnid Test-24 Hr Survival
Start Date:  4/15/2025 TestID: CdNaCIAGC Sample ID: REF-Ref Toxicant
End Date: 4/17/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACL"I‘E—EPA-821—R-024)12 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mQL 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 A1 .0000 1.0000
2500 0.4000 0.4000 0.2000 0.0000
3000 0.0000 0.0000 0.2000 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 13453 13453  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 13453  0.000 4 18.00 10.00 0 20
2000 1.0000 1.0000 1.3453 1.3453 13453 0.000 4 18.00 10.00 0 20
2500 0.2500 0.2500 05146 0.2255 06847 42.578 4 10.00 10.00 15 20
"3000 0.0500 0.0500 02850 02255 04636 41.771 4 10.00 10.00 19 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.70201 0.884 06104 4.90867
Equality of variance cannot be confimed
thesis Test (1-tail, 0.05) NOEC LOEC ChVv TU
Steel's Many-One Rank Test 2000 2500 2236.07

Treatments vs D-Contro|

Maximum Likelihood-Probit
95% Fiducial Limits

Parameter Value SE Control _Chi-Sq Critical P-value Mu Sigma Iter
Slope 0 3.42843 7.81472 0.33016 3.38149 0.04365 6

22.9104 4.90267 13.3012 32.5197

]

Intercept -72.471 16.6099 -105.03 -39.916
TSCR 1.0
Point Probits mg/L _95% Fiducial Limits gio]
ECO01 2.674 190522 1576.49 2077 29 ’
ECO5 3.355 204028 1767.72 218129 0.8 -
EC10 3.718 2116.16 1876.97 224467 071
EC15 3.964 2168.94 1953.08 229011 1
EC20 4.158 2211.82 2014.57 232826 §001
EC25 4.326 2249.29 2067.69 2362.83 205
EC40 4.747 2346.53 2200.42 2460.51 s
EC50 5.000 2407.05 2276.87 2529 48 2 94 7
EC60 5.253 2469.13 2348.7 2608.43 0.3
EC75 5.674 257588 2456.66 276350 .
EC80 5.842 2619.51 249617 2833.01 -]
ECss 6.036 2671.31 254054 2919 CHL
ECg0 6.282 2737.93 2594.56 3034.32 001
EC95 6.645 2839.75 2672.55 3218.73 1
EC99 7.326_3041.07_2817.14 380574
Dose-Response Plot
1 <0 <
0.9
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. Emvironmental Testing Solutlons, Inc. 7€

Acute Daphnid Test-48 Hr Survival

Start Date: 4/15/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 4/17/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: MNACL-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 10000 1.0000 O0.6000
2000 04000 02000 1.0000 0.68000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L __Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 13453 0.000 4 18.00 10.00 0 20
1500 0.8000 0.9000 1.2305 0.8861 1.3453 18.660 4 16.00 10.00 2 20
2000 05500 05500 08449 04636 13453 44446 4 12.00 10.00 9 20
2500 0.0000 0.0000 0.2255 0.2255 02255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.82954 0.844 0.29445 286452
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 14.5838 2.74442 9.20477 19.9629 o] 3.47816 7.81472 0.32361 3.28618 0.06857 6
intercept 42925 9.05472 -B0.672 -25.178
TSCR 1.0 <>
Point Probits mg/L 95% Fiducial Limits 0.9 ] F
ECO1 2674 133865 1047.53 1510.35 1 )
ECO05 3.355 149072 1236.47 164149 D-B]
EC10 3.718 1578.73 1348.89 1718.35 0.7 4
EC15 3.964 1641.03 1429.15 1773.86 1
EC20 4.158 169229 14952 182062 2067
EC25 4.326 1737.54 1553.2 1863.04 g o5
EC40 4.747 1857 1702.3 1982.72 804l 4
ECS50 5.000 1932.79 1791.47 2066.82 [
ECB0 5253 2011.66 1877.94 216295 0.3 4
EC75 5674 214997 2013.33 2353.21 02:
ECa0 5842 220746 2064.48 243946 i |
EC85 6.036 2276.41 2122.87 2547.44 0.1 1 f
ECS0 6.282 2366.24 2195.23 2694.37 0.0 R —— "=-"J-' :
EC95 6.645 2505.93 2301.89 2934.4 1 10 100 1000 10000
EC99 7.326 279061 2505.89 3457.93
Dose mg/L
Dose-Response Plot
1 %
0.9
0.8 4
_o7
EDG
S o
@ 05 3
T o4
s
03
02 L
0.1
0

D-Control
1000
1500
2000 -
2500 <
3000



Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

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

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

CdNaCIAC # !Ll

Dilution Preparation:

Page

Test concentrations (mg/L NaCl) 1000 1500 2000 2500 3000 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/
R 20 3.0 20 o 50 stock solution was used to prepare the concentrations evaluated for toxicity.
m ock solution . . B o o
mL Dilution water (MHSW) 198.0 197.0 196.0 195.0 194.0 2 3 6 8
Total volume {mL) 200 200 200 200 200 Stock solution INSS #:
Chemical Analyses: Hours
0 24 48
Concentration Analyst Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuren
¥ _Qofff QP ‘\ goﬁf‘"" only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U.) = performing the toxicity test. Alkalinity and hardness performed by the analysts identified or
2 o0 . V- 7 % 8 test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L} 8 s g \ & . 3,
Control, Conductivity (umhos/cm) 3 )
MHSW | ajkalinity (mg/L caco,) S 55 Chemical analyses:
|Hardness (mg/L CaCO,) ﬁ l |Parameter Reporting limit  |Method number Meter Serial numby
Temperature (°C] —2_ g ,6 35 7 lg q pH 0.15U. 5M 4500-H+ 8-2021  |Accumet AR20 93312452
IpH (s.U.) 7.9 2 1.8 7 _{} 2. |oissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model S2CE 08A100271
IDissolved oxygen (mg/L) &5 §.0 $- ._\ {conductivity 14.9 ymhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/cm) 202 ) 5.0 mg CaCO,fL  [SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 'zg‘% ‘25'6 25’4 Hardness 5.0 mgCaCOy/L |SM 2340 C-2021 Not applicable Not applicabl
pH (5.U.) 7 8 g 1 Slo 7 ? ( Temperature 0.1°C SM 2550B-2010 Digital Thermometer I 3 0 6 6;
|Dissolved oxygen (mg/L} & R
1500 mg/L b G 0 & \\
Conductivity (umhos/cm) 7263 So
Temperature (°C} 2 s. (,{ ; ; i 7‘. )ZS .%
g 790 | NS¢ [7.9)
IDissahre:I oxygen (mg/L) 3 e =
2000 mg/L E) q § \\
Conductivity (umhos/cm) 5 oo
Temperature (°C) 2 S . S 2 f.” 2; .%
i 729 | 1.6\ | 7.9
Dissolved oxygen (meg/L) £ 1.4 (RN
2500 mg/L
Conductivity (umhos/cm) 3 S 20
Temperature (°C) 2 g_ Ll 2 S " C/l 25. 7
i) 289 | V6 | 299
|Dissolved oxygen {mg/L) B =
3000 mg/L 8 !’ 8.0 ‘g'\‘
|Conductivity (umhos/cm) 5450
Temperature (°C) 2 § 'B l f‘ g 1 S‘ E
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Page 2 of 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 # | L-(
Feeding Test Initiation or Termil Locati

Hours Date MHSW Batch
Time Analyst Time I Incubator/Shetf pl

o120 A
) Green Dﬂd‘}m d-2p2f

0

o 1004222 [ 95 | 20 | 11yo

i
B [eZEA % 130 Ve
(U

e | 742428 (o1

“Test arganisms 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): 0 U .'ls 32 ( A

Age: < 24-hours old

Date and time 34‘2“25 ”05 “’_‘)
organisms were born between: 7] H w22~ 2 § oM S
Average transfer volume: <0.25mL

Transfer bowl information: pH (5.U.}: = . 6 {

Temperature (°C): au .|| .C-

Survival Data (number of living organisms);

Control 1000 mg/L 1500 mg/L
i Replicate Replicate Replicate
A B C D E F G H | J K L
0 5 5 5 S 5 5 5 5 5 5 5 5

Initiation

2 |G 1S 155195 [S|6 |5 c]|s|s
® I s|sEso s s s |¢|s[S|s]5

Termination
Mean Survival \ 79 7. 199 7. 100
2000 mg/L 2500 mg/L 3000 mg/L
Hiais Replicate Replicate Replicate
M N 0 P Q R 5 T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
ad| _ad | ;22 ]
i s{s|s H‘L 33 5 3 0% %] Uk | 5
L EL: 13
o[ R s | e o™ o 0 [ o o%] e
Mean Survival H (@) ~ O "f, n / .
Comment codes: d = dead, u= unhealthy
Statistics:
Imihad spmrhqn 'WL r{ Comments:

Lower 95% confidence limit
|mNa0,lu L % IL\,O
Upper 95% confidence limit ’

(mg Nacl/L) 192%- %

lds-hnur LGy, (mg Nacl/L) ]q \ % . L\

Test
Reviewed by:
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.| Environmental Testing Salutions, e,

Acute Daphnid Test-24 Hr Survival

Start Date: 4/22/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 4/24/2025 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 0.8000
2500 0.6000 0.6000 0.6000 0.2000
3000 0.0000 0.0000 0.2000 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 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 0.9500 09500 1.2857 1.1071 1.3453 9.261 4 16.00 10,00 1 20
*2500 0.5000 0.5000 0.7805 0.4636 0.8861 27.063 4 10.00 10.00 10 20
*3000 0.0500 0.0500 0.2850 0.2255 0.4636 41,771 4 10.00 10.00 19 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.82971 0.884 -1.4441 4.39401
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 2000 2500 2236.07
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE___95% Fiducial Limits Control Chi-Sq Critical P-value  Mu Sigma___Iter
Slope 18.6319 3.79507 11.1936 26.0703 0 0.1442 7.81472 0.98605 3.39427 0.05367 3
Intercept -58.242 12.9007 -83.527 -32.957
TSCR 1.0
Point Probits _mg/L 95% Fiducial Limits 0.9 3
ECO1 2674 1859.58 1508.9 2046.84 -
ECOS 3.355 202298 1729.36 2182.13 0.8 -
EC10 3718 211587 1857.5 226062 07 ]
EC15 3.964 2180.95 1947.66 2317.11 1
EC20 4.158 2234.09 2020.98 2364.69 gﬂ.s:
EC25 4.326 2280.72 2084.65 2407.23 S 051 >
EC40 4747 240256 224472 2531.01 . 4:
EC50 5.000 2478.98 2337.29 2618.74 e O ]
EC&0 5253 2557.82 242446 2719.83 0.3 -
EC75 5674 269447 2556.54 2919.32 021
EC80 5842 2750.7 26055 300874 -
EC85 6.036 2817.73 2661 3119.686 0.1 1 J
EC90 6.282 2904.39 2729.32 3268.87 0.0 J—mrrrerem . od
EC95 6.645 3037.76 2829.31 3508.84 1 10 100 1000 10000
EC99 7.326 3304.69 3018.18 4019.05 Dose mg/L
Dose-Response Plot
1 < <>
0.9 7
0.8 3
_ 0.7
¥ i
-E 0.5‘5‘
@ 0.5 3
i 3
g 0.45
0.3 4
0.2 3 +
0.1
0 T

000
1500 4
2000 4
2500 4
3000
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Acute Daphnid Test-48 Hr Survival

Start Date: 4/22/2025 TestID: CdNaCIAC Sample D: REF-Ref Toxicant
End Date: 4/24/2025 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 0.2000 0.6000 0.2000 0.6000
2500 0.0000 0.0000 0.0000 0.0000
3000 ©0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2000 0.4000 0.4000 0.6749 0.4636 08861 36.139 4 10.00 10.00 12 20
2500 0.0000 0.0000 0.2255 0.2255 02255 0.000 4 20 20
3000 0.0000 00000 0.2255 0.2255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.69656 0.844 -BE-16  1.8956
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECS50 95% CL
0.0% 1918.36 1813.96 2028.77
5.0% 191657 1801.36 2039.14
10.0% 191479 1786.89 2051.85 1.0
20.0% 1911.36 174875 2089.09 2:9:]
Auto-0.0% 1918.36 1813.96 2028.77 "
0.8 4
0.7 -
§ 0.6 -
2 0.5+
;:3 0.4 4
0.3 j
1
0.2 ]
0.1 ]
0.0 T — O Crrr—rrree
1 10 100 1000 10000
Dose mgiL

Dose-Response Plot

0.9

0583
_o073
[ 3

@ 053
T 0.4 ]
03]

1000 4
1500 4
*2000 4
2500 ¢
3000

D-Control
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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 # 4 S

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
stock solution 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) 198.0 197.0 196.0 195.0 194.0
Total volume (mL} 200 200 200 200 200 Stock solution INSS #: 2 3 7 S
Chemical Analyses: Hours
0 24 48
Concentration Analyst - Analyst identified for each day, performed pH, dissolved oxygen and conductivity measuremi
it M i 4/0 %w only. Temperatures performed at the time of test initiation or termination by the analyst
|pH (5.u) 7 } g performing the toxicity test. Alkalinity and hardness performed by the analysts identified on
7 g 3 .7 g 7 . 5 test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen {mg/L) & 2L 8§11 &7;
Control, Conductivity (umhos/cm) 3 o /
MHSW | Alkatinity (mg/L CacO,) ) Chemical analyses:
|Hardness (mg/L CacO,) % 6 Parameter Reporting limit  |Method numb Meter Serial number
Temperature (°C) 7) ¢ 6 2677 | 26 é pH " foasu. SM d4500-H4 B-2021 [ Accumet AR20 93312452
pH (5.U.) g c; :' ‘? . 9 ; 7 . ,% 7 Joissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |¥5I Model 52CE |osat00271
| Dissolved oxygen (mg/L} s Ry Conductivity 14.9 ymhosfem  |SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L €3 d 6'6
Conductivity (pmhos/cm) f 9— S0 alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) 2_5' ,Z 2 5 6 2 S S Hardness 5.0 mg CacOy/L  |SM 2340 C-2021 Not applicable Not applicable
JeH (s.u.) = 9 / 7 3 45{ —7 a3 Temperature 0.1° SM 25508-2010 Digital Thermometer l?oésu‘
Dissolved oxygen (mg/L) . §-—
1500 mg/L & > 6 2'
Conductivity (umhos/em) 2 Q c o
Temperature (°C) z s ) L{ 2 5. 7 26 . 7
JoH (5.0 291 | 794 |7.94
Dissolved oxygen (mg/L} : 5
2000 mg/L &5 4. 02
Conductivity (umhos/cm) 3 7o0
Temperature (°C) 2 S 2 7(. 9) 2 g %
loH (s.u) 2-9) |7.9Y | 7.9¢
Dissolved oxygen (mg/L) . H f
— §$3 | &3 \
Conductivity (pmhos/cm) Lé_s 80
Temperature (°C) rl <. ] 2 q " _7 24 i 6
pH (5.U.) - 917 a5 \
Dissolved oxygen (mg/L) \
3000 mg/L & b &3
Conductivity (umhos/cm) g o 7 \
Temperature (°C) 25’3 2{.? \q;)og,of"ZF
T
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Acute LC;y Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubig Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # ! S

Feeding Test Initi or L
Hours Date MHSW Batch
Time Analyst Time Incuk fShelf pl
e |Oh-242600L% | o 3| 90 |A6 Ro& |ouzzza
* | ow3o-2 13%| 9o
et | 050126 w31| P
*Test organisms were fed in holding 2 to 5 hours prior to test initiation, Test arganisms were not led during the test.
Test Organism Information:
|Organism Source: In-house Culture
|Source (organisms were poaled): 01’[ .,2 2-2 S A
Age: < 24-hours old
Date and time ou-13%-7¢§ 1729 He
organisms were born between: o U= 7 q.2 q ) 91 9)
Average transfer volume: <0.25mL
Transfer bowl Information: pH(sU): 1. 6 q
Temperature (°C}: ?\5‘ l e
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours Replicate Replicate Replicate
A B C D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
# JS IS S s SISIS IS |915 516
48 : S |9 S
Termination _g 5 f 5 5 S S 5 5
Mean Survival 0o-1. lep ¥, [P,
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 e Fad=
13 d 34 9e ] 3| Sc
2 | 14| 4|S |y 2{5 5 1,7 o 0
: 2
48 a2l e ul| (| o | %] 0202|000 o
Mean Survival Q 7 Q 0,
Comment codes: d = dead, u = unhealthy
Statistics:
o 40epC mon-rne/| |

Lower 95% confidence limit

(mg NaCi/L) \H9Y .0
Upper 95% confidence limit
(mg NaCl/L) 1020; y %

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

\§ 1% W

SOP AT10-Revision 6-Exhibit AT10.1




Statistical Analyses

 —

- Envirenmental Testing Solutions, ine.

Acute Daphnid Test-24 Hr survival

Start Date:  4/29/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 5/1/2025 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 0.8000 1.0000 1.0000
2500 0.8000 0.6000 1.0000 0.4000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/lL. _Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control 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 0.8500 0.9500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
2500 07000 07000 1.0058 0.6847 1.3453 28.293 4 12.00 10.00 6 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.77719 0.868 0.00888 4.54899
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 21.7684 479926 123619 31.175 0 529448 7.81472 0.15146 3.40491 0.04594 ]
Intercept -69.12 16.3672 -101.2 -37.04
TSCR 1.0
Point Probits mg/L 95% Fiducial Limits 09]
ECO1 2,674 1986.28 1616.64 2167.93 !
ECO05 3.355 2134.74 1829.26 2287.56 0-3]
EC10 3718 2218.38 1951.7 2356.55 074
EC15 3.964 2276.65 2037.39 2406.06 1
EC20 4158 2324.05 2106.82 2447.72 §°-ﬁj
EC25 4,326 23655 2166.93 248557 g 0.5
EC40 4.747 2473.26 2317.14 2593.55 $ 0]
EC50 5000 2540.43 2403.13 2671.1 [l
ECE0 5.253 2609.43 2483.06 2761.22 0.3 4 >
EC75 5674 2728.3 2601.43 2940.71 02:
EC80 5.842 2776.96 2644.45 3021.42 -
EC85 6.036 283478 269271 31215 0.1 1
EC90 6.282 2909.24 2751.55 3255.87 0.0 1— . I | SR
EC85 6.645 3023.21 2836.72 3471.13 4 10 100 1000 10000
EC89 7.326 3249.19 299546 3924.76 Dose mgiL
Dose-Response Plot
1 g < <
0.9 ]
0.8 7
_ 073
.g Oﬁé
E 3
@ 0.5 7
e
I n4 L
b ]
0.3 7
0.2 3
0.1 7
0

D-Control
1000
1500
2000 4
2500
3000



Statistical Analyses

o S
. Environmental Testing Sobutiona. inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 4/29/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 5/1/2025 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 0.2000 0.8000 0.2000
2500 0.0000 0.0000 0.0000 0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/lL  Mean N-Mean Mean Min Max CV% N Sum_ Critical Resp Number
D-Control 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 o 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
1500 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 1] 20
*2000 0.4000 0.4000 06798 04636 1.1071 448627 4 10.00 10.00 12 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 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) 0.57398 0.844 1.76519 7.38425
Equality of variance cannot be confirmed _ _
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 1918.36 1813.96 2028.77
5.0% 1916.57 1801.36 2039.14
10.0% 1914.79 1786.89 2051.85 1.0
20.0% 1911.36 1748.75 2089.09 09:
Auto-0.0% 1918.36 1813.96 2028.77 '~
0.8 -
0.7 4
2 0864 L ]
§_0_5-
g 0.4 4
2 0.
0.3 4
0.2 -
0.1 -
0.0 i e
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

1000
1500
*2000 -
2500 ¢
3000

D-Control
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Acute LCsq Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 1

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 ¢
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 20 3.0 4.0 5.0 6.0
mL Dilution water (MH5W) 198.0 197.0 196.0 195.0 194.0
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: 2 ? 7 5
Chemical Analyses: Hours
0 24 48
Concantration Analyst ’ - Analyst identified for each day, performed pH, dissolved oxygen and conductivity measureme,
s " Vh 'J'O a -¢€‘" % [ Zaad only. Temperatures performed at the time of test initiation or termination by the analyst
pH (5.U)) - 3 performing the toxicity test. Alkalinity and hardness performed by the analysts identified on t
I @ “3 /'%’3 7. % test specific bench sheets and transcribed to this bench sheet.
IDIssaI\red oxygen (mg/L) B' L 1 _0\ § A
Control, Conductivity (umhos/cm) 20' 7
MHSW  Falkalinity (mg/L Caco,) $ 9% Chemical analyses:
Hardness (mg/L CaCO,) 93 ?3 {Parameter Reporting limit  |Method number Meter Serial number
Temperature (°C) 1 q. (0 a q d q 2 4 = pH 015U, SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (5.u.) 8 Iq 7 8 5 “;’ 8 - |Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
IDissoIved oxygen (mg/L) 8. £.0 &0 Conductivity 14.9 ymhos/em  |SM 2510 B-2021 Accumet ARZO 93312452
1000 mg/L
Conductivity (umhos/cm) 2' }a Alkalinity 5.0mg CaCOy/L  |SM 2320 8-2021 Accumet AR20 93312452
Temperature (°C) a S " I 2 S .0 2 g a. [Hardness 5.0mg Cacoy/L  |SM 2340 C-2021 Not applicable Not applicable
pH (s.U.) 8' “ > 85 7.85 Temperature 0.1% SM 25508-2010 Digital Thermometer | | ?06 6’ 7y
iDissolved oxygen (mg/L) .0
1500 mg/L B 2 8 8 ‘
Conductivity (pmhos/cm)

306 0

Temperature (°C)

A5

25.1

26.3

pH (S.U.) QIO | 7.8+, | 7.87
S Dissolved oxygen (mg/L) o2 §.0 &\

Conductivity (umhos/cm) %Z,O

Temperature (°C) '2 d.bf Z ,, 0 1 5 . 2\

[oH (s.0) o .u('] 2.84 | 7.86
— IDissoIvecl oxygen (mg/L) 9.3 £.0 &1

Conductivity (umhos/em) L{ &

Temperature (°C} 2] L{ =~ 2 5.0 ;lg 2

PH (s.U) 2] _Cﬁ 7.36 |\
Y Dissolved oxygen (mg/L) Bsb 8 0 \

|Conductivity (umhos/cm) lw% \

Temperature (°C)

24.)

24.%

N qpas.-o‘] 25
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Acute LC5o Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

[
CdNaCIAC # ﬂ f ool S

Feeding Test jon or el
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf |  Template
Lo |osebas [0%6 | g0 | VL] ap |2¢ | Re [oksoxa
24 , :
25974 37| 4
temon [0%-08.29 126 Vi
*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not Ted during the test.
Test Organism Information:
Organism Source: In-house Culture
|Source (organisms were pooled): 0 L{ {q_zg A
Age: < 24-hours old
Date and time 35-.-7{,75 330 1=
org were born between: 7 g b -ZS o090 6
Average transfer volume: <0.25mL
Transfer bowl Information: pH (5.U.): 4) o 3
Temperature [°C): 1 g . _? (
Survival Data (number of living organisms):
Control 1000 mg/L 1500 mg/L
Hours 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
w | SIS STS s s s s s |5 |3
Tgﬂ::llon 6 5 'S 4 S S S S S g 6
Mean Survival \2o . 1027, \Q0 Y,
2000 mg/L 2500 mg/L 3000 mg/L
H Replicate Replicate Replicate
ours
M N 0 P Q R S T U Vv w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation
d S 22| _se e ¢
24 S1 416 C) A o0 n (943 03| % o5¢
A Y d
Termination
Mean Survival 40 2 ) 0 4
Comment codes: d = dead, u = unhealthy
Statistics:
IMethod s om ﬂ'\ g W Comments:
ower 95% confidence liml \
l;rng N:CIIL} i \ 7 ‘7 u . 6
Upper 95% confidence limi ¥
(r:: NaCI/L) e 9 %9. %
48-hour LCy, (mg NaCl/L) \ % 10_ 9

SOP AT10-Revision 6-Exhibit AT10.1
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Statistical Analyses

e
+  Erwironmmental Testing Solutions, Inc.

Acute Daphnid Test-24 Hr survival

Start Date: 5/6/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 5/8/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: MACL-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 0.0000 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 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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2500 0.2000 0.2000 0.4502 0.2255 0.8861 69.198 4 10.00 10.00 16 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.52023 0.868 1.85413 9.13553
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% 23286 224566 2414.59
5.0% 2317.57 2228.37 2410.35
10.0% 2308.43 2216.52 2404.14 1.0 <>
20.0% 2299.32 2228.72 2372.15 6o
Auto-0.0% 2328.6 224566 2414.59 ’
O.BJ 4
o.?i
2 06 A
s 1
g 05 A
g ]
= 0.4:
0.3 4
0.2 4
0.1 4
0.0 . - o —
1 10 100 1000 10000
Dose mg/L
Dose-Response Piot
1 —- < <
097
08 ]
_ 071
2 06
R
@ 0.5 3
T 04
= 3
~ 3
0.3
023
0.1
01 ;
2
i 8§ & i 8

D-Control



Statistical Analyses

Al
. Emvitonmental Testing Solutians, Inc.

Acute Daphnid Test-48 Hr Survival

Start Date: 5/6/2025 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 5/8/2025 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 0.0000 0.4000 0.4000
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

Mumber 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 0.3000 0.3000 0.5699 0.2255 0.6847 40.287 4 10.00 10.00 14 20
2500 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.56485 0.844 -2,5555 936813
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 95% CL
0.0% 1869.98 1774.62 197047
50% 1863.6 1759.25 1974.14
10.0% 1857.58 174415 1978.38 1.0
20.0% 1847.3 1715 1989.81 564
Auto-0.0% 1869.98 1774.62 1970.47 )
0.8 4
0.7 L
@ -
20.61
gos
£o4]
0.3
0.2
0.1 4
0.0 v v :i."
1 10 100 1000 10000
Dose mg/L

Dose-Response Plot

0.9 ]
0.8 3
0.7 ]
056
0.5 3
0.4

48 Hr Survival

0.3
0.2
0.1 3

D-Control
1000
1500 A

*2000 4
2500 ¢
3000



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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC #

1\

Dilution Preparation:

Acute LC;5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

Page 1

A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L I
stock solution was used to prepare the concentrations evaluated for toxicity.

Stock solution INSS #:

Test concentrations (mg/L NaCl) 1000 1500 2000 2500 3000
mi Stock solution 2.0 30 4.0 5.0 6.0
ml Dilution water (MHSW) 198 197 196 195 194
Total volume (mL) 200 200 200 200 200
Chemical Analyses: Hours
0 24 48
Cancentration Analyst| L ®xL

PH (s.U.)

3

Dissolved oxygen {mg/L)

Bile

133D

Analyst identified for each day, performed pH, dissolved oxygen and conductivity measureme
only, Temperatures performed at the time of test initiation or termination by the analyst

performing the toxicity test. Alkalinity and hardness performed by the analysts identified on t
test specific bench sheets and transcribed to this bench sheet.

Control, |Conductivity (umhos/cm) p-te)
MHSW [ alkalinity (mg/L caco,) L Chemical analyses:
|Hardness (mg/L CaCO,) &8 Parameter Reporting limit  {Method number Meter Serial number
Temperature (°C) 1. 4 1\ & Ak pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
[pH (5.0) ':]- .(a% 380 % % 3 [Dissolved oxygen 1.0 mg/L SM 4500-0G-2021 | ¥SI Model 52CE 084100271
Dissolved oxygen {mg/L) 8 A9 "a ‘ ?- 6 ¥ 1 Conductivity 14.9 ymhos/ecm  [SM 2510 B-2021 Accumet AR20 93312452
1000 mg/L
Conductivity (umhos/cm) 2 UU“ Alkalinity 5.0 mg CacO,fL  |SM 2320 B-2021 Accumet AR2O0 93312452
Temperature (°C) S -ls_ 0 S Hardness 5.0 mg CaCOyfL  |SM 2340 C-2021 Mot applicable Not applicable
pH (5.U.) } .%r-_} 3_ »% \ .} .%g Temperature 0.1°C SM 25508-2010 Digital Thermometer {3 ‘Lqu?
Dissolved oxygen (mg/L) 3.0 ‘6 o9 gJ 2
1500 mg/L "
Conductivity (mhos/cm) 2 ("] 00
Temperature {°C) . § 1w\ 5.0
[pH s.0) 3.80 [ 39 |3
o Dissolved oxygen (mg/L) g S ‘8 i 6 ;i 7_)
2000 mg/L
Conductivity (umhos/cm) 3320
Temperature (°C) ™. & WA W€
PH (5.0) 1.85 [3.91 [1.95
Dissolved oxygen {mg/L) 3 ) )= ¥ j—
2500 mg/L S 8 J- 6
Conductivity (umhos/cm) ysl 0
Temperature (°C) 15. 0 w4 18-\
pH (5.U) 395 [3.%0 N !
Dissolved oxygen (mg/L) ‘3 B - ’L \ .,;\ 3
3000 mg/L = =
Conductivity (umhos/cm) 5900 D\
Temperature (°C) j o l -\-"\ A \'

S0P AT10-Revision 7-Exhibit AT10.



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 # 11

Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
n *
24 Ty .-
I'-r:f:n‘«m &'M"L‘} l'ﬂ"-k “

*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): o5 T\-13
Age: < 24-hours old
Date and time Qb0 1 '\S 9 ‘ AQ v
organisms were born between: 0%-0%S ¢53%0D
Average transfer volume: <0.25mL
Transfer bowl information: pH{SULE ™). 8 S
Temperature ("C): 1s. 0]

Survival Data (number of living organisms):

Control 1000 mg/L 1500 mg/L
Hoifs Replicate Replicate Replicate
A B C D E F G H I J K L
0 5 5 5 5 5 5 5 5 5 5 5 5

Initiation

2 | Q| SIS|ISIS|S]ISIS]S|Ss]S s

s g S{s s |ss] sl ]s |«
Mean Survival DO T, {pQ t. 3 57,
2000 mg/L 2500 mg/L 3000 mg/L
Replicate Replicate Replicate
Hours
M N o P Q R S T ] v w X
0 5 5 5 5 5 5 5 5 5 5 5

Initiation

5
A % T 4] 3K | 34
2 | s|l<s|sls | 2 & M2 &Yoo
S ™ VTN 8 o

1l iE |
48 ) L O 0 o] 0|0
Termination
Mean Survival 8T, ) 07 0L
Comment codes: d=dead, u= unhealth\.r_
Statistics:
IMethad P{Lo b& T Comments:
Lower 35% confidence limit
(mg Nacl/L) 17150.%
Upper 95% confidence limit
|(me naciLy 200\ \
48-haur LC,, (mg NaCl/L) { 8‘1 q ﬂ
Test
Reviewed by:

SOP ATIN-Revicinn 7.Fuhibit AT1N 1



Statistical Analyses

Environmental Testing Solutions, inc.

Acute Daphnid Test-24 Hr Survival

Start Date; 6/3/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 6/5/2025 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Cericdaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
1000 1.0000 1.0000 1.0000 1.0000
1500 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2500 0.4000 00000 0.2000 0.4000
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 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 o] 20
*2500 0.2500 0.2500 0.5146 0.2255 0.6847 42578 4 10.00 10.00 15 20
3000 0.0000 0.0000 02255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.5773 0.868 -1.2815 7.35578
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% 2352.32 2261.76 2446.51
5.0% 2343.17 224468 244598
10.0% 2334.93 22299 24449 1.0 <>
20.0% 232288 2211.45 2439.93 001
Auto-0.0% 235232 2261.76 2446.51 )
0.8 -
4 <
0.7 -
@ 0.6 1
205
g 04 E
e 7]
0.3 4
0.2 1
0.1 4
0.0 +— e
1 10 100 10000

Dose mgiL

Dose-Response Plot

09
058
0.7
0563
0.5
0.4 ]

24 Hr Survival

0.3 ]
0.2]
0.1

1000
1500
2000 -

*2500
3000

D-Control 4



Statistical Analyses

Environmental Testing Solutions. Inc.

Acute Daphnid Test-48 Nr Survival

Start Date: 6/3/2025 Test ID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 6/5/2025 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 0.8000
2000 0.6000 0.2000 0.2000 0.4000
2500 0.0000 O0.0000 0.0000 O0.0000
3000 0.0000 0.0000 0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Number
D-Control  1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 o 20
1000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 ] 20
1500 0.9500 0.89500 1.2857 1.1071 1.3453 9.261 4 16.00 10.00 1 20
*2000 0.3500 0.3500 06245 04636 08861 32527 4 10.00 10.00 13 20
2500 0.0000 00000 0.2255 0.2255 0.2255 0.000 4 20 20
3000 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.82752 0.844 0.30799 2.03482
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU
Steel's Many-One Rank Test 1500 2000 1732.05
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 18.0609 375777 10,6957 254261 0 0.45678 7.81472 0.92828 3.27413 0.05537 4
Intercept -54,134 12.342 -78.324 -29.943
TSCR 1.0
Point Probits  mg/L  95% Fiducial Limits God
ECO1 2674 1397.41 1107.07 1553.26 o
ECOS 3.355 1524.26 1276.37 1659.45 0.8 4
EC10 3.718 1596.52 137517 1721.23 o]
EC15 3.964 1847.2 1444.87 1765.73 b 4
EC20 4,158 1688.62 1501.71 1803.2 § 0.6 1
EC25 4326 172499 1551.22 1837.19 §_0_5.
EC40 4.747 1820.13 1676.75 19333 304‘
EC50 5.000 1879.88 1750.48 2001.06 e ]
EC80 5.253 194159 1820.9 2078.65 0.3 1
EC75 5,674 2048.69 1928.83 22321 02:
EC80 5.842 2092.81 1968.84 2301.42 -
ECss 6,036 214544 2014.02 2387.91 0.1 1 J
EC90 6.282 2213.54 2069.33 2505.02 0.0 e rre—rrrr @ Lo eererem
EC95 6.645 2318.48 2149.66 2694.79 1 10 100 1000 10000
EC98 7.326 2528.93 2300.11 3102.18 Dose mgiL
Dose-Response Plot
1 P
0.9 4
0.8 1
_ 071
2 061
£o
@ 0.5 3
I 0.4 3
3
0.3
0.2 3
0.1 3
0 — T T o
(=] o o i=] (=1
g 3 g g g
- - (.\0 o™~

D-Control



o m——— Ceriodaphnia dubia
| Chronic Reference Toxicant Control Chart

¥ hoioomemi g o Source: In-house Culture
1.14 T T T T T T T T T T T T T T T T T T 1
I Control Limits (+ 2 Standard Deviations) ]
112 -
| e ————— i T T e Tl i e 2 T ——
® @ ” e o
110 ® e o ° S -
v___,_l_._l.— ® ®
- . =
»
® ®
. 108 | e e
G _______ — -....__.‘- — — - - T
(G # i
2
- 1.06 -
S~
o0 AN Y N [N N (NN NN (Y RN AN (N SN AN (NN NN (RN NN Y M
gﬂ s -_ =TT ¥F - T T w1 _—
g T WL i
arning Imits
T 120F -
N T AP —— ]
1.15 =
1'10 R .__.:5...'.. ................ @ = s .- ._é._m..ﬁm..-_u..;_--.«—---.ﬂ--.——*--é -J
| e——. W s O i —— B i ' oS ]
1.05 | 4
L -
100 L e ]
0.95 | ] _| I L. J_ L
WS 61 T ™ O B W A0 s % R 0 o v e
Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the sodium chloride concentration

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

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

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

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

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

Spi0= 10" percentile of CVs reported nationally by USEPA)

teved and
Revipwed by
Jim Sumner
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.+ Environmental Testing Sofutions, Inc.

Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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e Control Reproduction, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)

PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria.
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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 #: 310

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS UBLE
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: R Test randomization and location:
Organism age: < 24-hours old A"F v Randomizing template color: | $\W@_
Date and times ook 'S 0SRC YO okoD &\
organisms were born between: 0S%0 incul?att?r number and shelf 2L
Culture board: oNov-1s A e
Replicate number: | 1 2 3 4 5 6 7 8 9 10
Culture board cup number: | L™ [M [ & [vo [ [V [ |3 [l
Transfer vessel information: pH(S.U.): =, & Temperature (°C): 4.4
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
04-08-25 0830 OB TS | 0% WS | od-0uS 0
1
04-09-25 oS \ ] L U
2 \ 3
04-10-25 WS otovaed| Y
3 -11-
04-11-25 VS \L A
4 04-12-25 0500 o410 18 A "
5 : ¥ v
04-13-25 oM\ | | K
6 04-14-25 oM L 4 L I
7 X ) . > 4§ 2 ; ik - - L
04-15-25 0D\ 3 |
*Organisms fed daily 100 pL Selenastrum and 100 uL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 YS! Model 52CE 08A100271
Conductivity 14.9 umhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 25608-2010 Digital Thermometer oLl b S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: O1. <20% 7-day LCsp (mg/L NaCl) P e 6)
% Adults having 3" Broods: lop?. 2 80% NOEC (mg/L NaCl) 1000
% Mortality: O1. <20% LOEC (mg/L Nacl) R 7e)
Mean Offspring/Female: 3.k 2 15.0 offspring/female | ChV (mg/L NaCl) 1045.5
% CV: S.Ll. <40.0% IC2s {mg/L NaCl) Wosb

SOP AT14-Revision 6—Exhibit AT14.1
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Species: Ceriodaphnia dubia CdNaCICR #: 310
CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced 0O (®) o) ®) O O O | O (@) O
Adult mortality Ol v | — | « | U I , W [ e I
2 Young produced [e) 0 (@) (9) (@) O (&) O (0] (@)
Adult mortality ol N % | S ] N N ] N (- — |
3 Young produced fo) O [®) O O 0 0O O @] O
Adult mortality - e L e L — { —
4 Young produced S S 9 [P =) b S S S -
Adult mortality - - - A ool e L - — — | w
5 Young produced W v | v | 10 e 10 L | \L L 1\
Adult mortality w [ — — !l v L S I U i
6 Young produced o (@) (@) (@) O O (@) O (@] O
Adult mortality o | w -~ [ N ST Rl (W -

7 Young produced i S Qe \ £ S \S Y \ \S |
Total young produced 20 > Y >4 S 19 3o vy S 3
Final Adult Mortality T . [ = o~ o A L.

X for 3 Broods XX > A 7~ S 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: AL

600 mg NaCl/L Survival and Reproduction Data -

Replicate number )
Day 1 2 3 4 5 6 7 8 9 10

1 Young produced 0O O O O ) O O O @) (@)

Adult mortality (V0 ] [ Y S (i S — — — |- _
2 Young produced (@) () O 0 O O (®) (@) @) @]
Aduit mortality w ul ulu | w |- k= , |

3 Young produced 0 O 0 O (@) O (0) O (@] O
Adult mortality | — A - | L L. — | &

4 Young produced o 3 b D S S S s [ S
Adult mortality | w (- (- | — — — 9

5 Young produced 'L 1 \Y 1\ vy 10 iD [ 1L l'—L—
Adult mortality [ - R S

6 Young produced 0 [o) (@) [®) O (D) O @) @) (@)
Adult mortality ol Ul wl v | w | o | -~ — | —

7 Young produced \S \&_ Ts il 'S | VS 1 (=) 19 S
Total young produced 3 S | A 3| yo B | B d6 [ B
Final Adult Mortality (. 5 ] U — N [ - (- —

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

% Mortality: 0%
Mean Offspring/Female: a4
% Reduction from Control: | -2.87.

SOP AT14-Revision 6—Exhibit AT14.1
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Environmental Testing Solutheny, Inc

Species: Ceriodaphnia dubia CdNaCICR #: 310
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 (®) (8] 0O (®) O (@) (&) O O
Adult mortality U o] | — ] | |« — — | -
2 Young produced O (@) (@) O O O &) &) @) (@)
Adult mortality v “ L - S L . — N _ o b,
3 Young produced C)== O O O (] O (@) (@) (@) O |
Adult mortality S N | R | G o] K] N | A ] A
4 Young produced S = s | S L <\ e “\ <\ 1
Adult mortality " e ] N ] S - e -
5 Young produced L (- v 10 Ly ‘1 v | B W I 0 W I T O
Adult mortality “ (- 1 L — - — (- L
6 Young produced (o) (@) (@) (@) (@) O (@) o O O
Adult mortality w |~ L e A e e — — e
7 Young produced [ W& 1k 1 1k b (B S 1S | \S
\
Total young produced 3\ 3\ 3v | 3| 34 a1 3F 3%.‘ 3\ B\
Final Adult Mortality U ] T N | S | N | S
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: o1,

Mean Offspring/Female: 2.3
% Reduction from Control: | ==2.17.

1000 mg NaCl/L Survival and Reproduction Data

Replicate number
Day L Z 3 4 5 6 7 8 9 10
1 Young produced [0) o) (@) O O O O (@) O O
Adult mortality w (- A\ — — { — — e || N
2 Young produced O O (@) [9) é O O O O O
Adult mortality el Rl R | K] B 1N - — - |
3 Young produced O 0 0O O O O O O O[O
Adult mortality [ “ [ | - g Y| % A\
4 Young produced < | 9 3 o { S w XY \.‘
Adult mortality Ll el A ] ] s [N T — | — |
5 Young produced (N (S VU B W W B 1 § \vL| 13 il i 3y 1\
Adult mortality | VIR . I i, - - o= - - [ —
6 Young produced 0O (o) (@) [e) O (@] (@) O (@) O
Adult mortality U w | w w | | |
7 Young produced i (RN 1L 3 | ‘-l 1. t \S U=
Total young produced D 30 33 b o | 31 3..[ 3D i1 30 2
Final Adult Mortality N “— L [ W - (- — - | —
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split be-tween two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: (o)
Mean Offspring/Female: Hn.<
% Reduction from Control: | 3%7.

SOP AT14-Revision 6-Exhibit AT14.1
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Envirenment s Testing Solutlena, bnc.

Species: Ceriodaphnia dubia CdNaCICR #: 310
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 @) (9] (9] (@) (®) o O O (@
Adult mortality L R . LG I L L — | [
2 Young produced 0 O (o) @) 0O O 0O O O (@)
Adult mortality A | - — ([ b = ] |
3 Young produced ol O O (@) (&) (@) (@) O Ol 0O
Adult mortality | w | | — | — “ “— | -
4 Young produced a oy N <\ XN S > ) 1 \'\
Adult mortality vl | uw | —~ | — | — w | N
5 Young produced - S 1 a = & S 8 q 1
Adult mortality - S | | — “ ) N L
6 Young produced o | o [e) O (@) O 0O O O O
Adult mortality w | «— G — = — — — L.
7 Young produced § q 10 L‘ il 1..‘ 9 S 5 1
Total young produced 14 11 20 11 10 1 11 i E 1 & 18
Final Adult Mortality \ - \— Nonier _ L R A L
Note: Adult mortality (L = live, D = dead), 5B = split brood (single brood split between two days), CO = carry over [offspring carried over with adult during transfer).
Concentration:
% Mortality: o1l
Mean Offspring/Female: 1.\
% Reduction from Control: | 42.7 7
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced (®) O O O O O O O o o
Adult mortality |\ O Y I N (R W - [ — — |
2 Young produced (®) 0 (®) 0 O O O O 0O Q
Adult mortality Ol Ul L | v | — e | [
3 Young produced O 0O (@) [®) O O ()] O @) (@)
Adult mortality ] N RS VR L — L R N L
q Young produced 1 . by 1 \ \ \ O \ L .5
Adult mortality al N N | — N | Sl N | N
5 Young produced @) O 0 O O 0] (8) @) 0 0
Adult mortality | W A ! I VN N N Gl e | ]
6 Young produced (@) O O O (0] O O (@) O (@)
Adult mortality | w s ] [ ) R (e — |
7 Young produced | O O O = _Q (@) L O ()
Total young produced 3 1 21 \ % \ 3 5 L 3
Final Adult Mortality wl S T — — il B e
Nate: Adult mortality (L = live, D = dead), 5B = split brocd (single brood split between twe days), CO = carry over (offspring carried over with adult during transfer),
Concentration:
% Mortality: Ol.
Mean Offspring/Female: 2.3
% Reduction from Control: a2.1 1.

SOP AT14-Revision 6-Exhibit AT14.1
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Statistical Analyses e
A\
) Envirenmental Testing Solutions, Inc. a{
Ceriodaphnia Survival and Reproduction Test-Reproduction
| Start Date: 4/8/2025 TestlD: CdNaCICR Sample ID: REF-Ref Toxcant
|End Date: 4/15/2025 Lab ID: ETS-Enwr. 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 32000 30.000 34000 32000 29.000 30.000 33.000 32.000 34.000

| 600 31.000 35000 34000 31000 33.000 30000 32000 31000 36.000 31.000
800 31.000 31.000 32000 32000 34000 32000 38000 31000 31.000 31.000

| 1000 30.000 30.000 33000 27.000 31000 34.000 30.000 32000 30.000 28.000
1200 19.000 17.000 20000 17.000 20000 17000 17.000 18.000 1B.000 18.000
1400 3.000 2.000 2.000 1.000 3.000 1.000 3.000 3.000 2.000 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-Control 31.600 1.0000 31600 29.000 34.000 5621 10 32100 1.0000
600 32400 1.0253 32400 30000 36.000 6.207 10 -1.013 2.287 1.806 32100 1.0000
800 32.300 1.0222 32300 31.000 38.000 6.853 10 -0.886 2.287 1.806 32100 1.0000
| 1000 30500 09652 30500 27.000 34.000 6.955 10 1.393 2.287 1.806 30.500 0.9502
*1200 18100 05728 18100 17.000 20.000 6614 10 17.094 2.287 1806 18100 0.5639
*1400 2300 0.0728 2.300 1.000 3000 35794 10 37.100 2.287 1.806 2.300 0.0717
1
Auxiliary Tests Statistic Critical Skew Kurt
| Kolmogorov D Test indicates normal distribution (p > 0.01) 0.96973 1.035 0.84648 1.2311
Bartlett's Test indicates equal variances (p = 0.06) 10.4671 15.0863
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
:Dunnet‘t’sTest 1000 1200 1095.45 1.80589 0.05715 1486.91 3.11852 2.3E-43 5,54
Treatments vs D-Control
Linear interpolation (200 Resamples)
Point mg/L Sb 95%CL Skew
IC05 1000.08 40.1913 B886.182 1021.33 -0.7820
IC10 102597 10.8886 10038 104485 -0.9909
||iC15 1051.85 9.10647 103273 1067.76 -0.2858 1.0
IC20 1077.74 8.02482 106048 109196 -0.1998 09:
IC25 1103.63 7.13611 108886 1116.3 -0.0787 T
|ica0 118129 6.37237 116966 11952 04288 0.8 1
1C50 122595 4.48151 1217.33 123532 02720 0.7 1
0.6 1
@ 4
[ E 0.5 -
§ 0.4
0.3 4
0.2 1
| 0.1 4
| 0.0 o
-0.1
0 500 1000 1500
Dose mg/L
.r Dose-Response Plot
40 7
as4q T
] 1-tail, 0,05 level
30 4 e
] of significance
§ 25 4
5
&
@ 157
10 4
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8001
000
1200
400

D-Control
1




Environmental Testing Soluthens, Inc.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page 5 of 6

CdNaCICR #: 310

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.O. and conductivity measurements only.)

Analyst

Concentration

Parameter

CONTROL, MHSW

pH (S.U.)

Dissolved oxygen
(mg/L)

Conductivity
{umhos/cm)

Alkalinity
{mg CaCOs/L)

Hardness
(mg 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 (5.U.)

Dissolved oxygen
{mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

5.0

1000 mg NaCl/L

pH (5.U.)

7.99

7.89

Dissolved oxygen

(mg/L)

9.3

Conductivity
{umhos/cm)

2L720

Temperature (°C)

-4

3

4.9

1200 mg NacCl/L

pH (5.U.)

8 oo

7.88

Dissolved oxygen

[ (me/L)

8.%

Conductivity
{umhos/cm)

2990

Temperature (°C)

-quq

34

4.4

1400 mg NaCl/L

pH (5.U.)

g.00

7.87

Dissolved oxygen
(me/L)

&Y

13

Conductivity
(umhos/cm)

292

Temperature (°C)

.4

4.4

12890

B. 0

M.9q

Initial

Final

Initial

Initial

Final

SOP AT14-Revision 6—-Exhibit AT14.1
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_ Emdrsnmental Teting Solutions. bnc.

Species: Ceriodaphnia dubia CdNaCICR #: 310

Analyst

Day

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

Concentration

Parameter

CONTROL, MHSW

pH (S.U.)

Dissolved oxygen

(mg/L)

Conductivity
(umhos/cm)

Alkalinity
{mg CaCOs/L)

Hardness
(mg CaCOs/L)

Temperature (°C)

600 mg NaCl/L

pH (5.U.)

-

Dissolved oxygen

| (me/L)

Conductivity
{umhos/cm)

Temperature (°C)

800 mg NaCl/L

pH (S.U.)

Dissolved oxygen

[ (me/L)

Conductivity
{umhos/cm)

Temperature (°C)

1000 mg NaCl/L

pH (S.U.)

Dissolved oxygen
| (me/L)

Conductivity
{umhos/cm)

Temperature (°C)

'é.O

1200 mg NacCl/L

pH (S.U.)

B.23

got

Dissolved oxygen

(mg/L)

Conductivity
{umhos/cm)

Nsp

Temperature (°C)

5.0

. g

%1

430
\M.4

%.1

A5\0
\s.0

s.1-

1400 mg NacCl/L

pH (S.U.)

& ol

199

F.o4

+1)

5.o4-

7.89

Dissolved oxygen

| (mg/U)

8,

Conductivity
(umhos/cm)

28u0

Temperature (°C)

u.0

14

. ¢

Y.l

2300
.9

44

5D

B-1

g0
1%.D

&1

1. L

29S¢
1s.0

W

Initial

Final

Initial

Final

Initial

Final

Initial

Final

SOP AT14-Revision 6-Exhibit AT14.1



o W S—— g Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart

¥ T Source: In-house Culture
1.14 | S S R S E— S S — — T T T T T T
[ Control Limits (+ 2 Standard Deviations) |
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Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the sodium chloride concentration

which would cause a 25% reduction in Ceriodaphnia reproduction (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
s« = 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, 1, = 10" percentile of CVs reported nationally by USEPA)

ntered and
Raviewed by
Him Sumner
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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. ;

nvered and
Reviewed by
Jim Sumner

Central Tendency (mean Control Reproduction, CV or PMSD)

95% Confidence Interval (mean Control Reproduction, CV or PMSD * 2 Standard Deviations)
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. Envirenmental Testing Solutions, Ind.

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

CdNaCICR #: 311

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS  B1S
Stock preparation: 100 g NaCl/L:
Dissolve 50 g NaCl in S00 mL deionized water.
Dilution prep {mgjl.} 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: | 02 AeMs&.
Date and times obbe1S 0830 To NSO
organisms were born between: I"CUtfatc.’r number and shelf '\
Culture board: ovM-\S A location:
Replicatenumber; | 2 | 2 | 3 | 4 | 5 | 6 | 7 | 8 [ 8 |10
Culture board cup number: | V [ | € [0tV [vL [V [ 1 |0 |2\
Transfer vessel information: pH(S.U.): €.0™ Temperature(°C): 5.0
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 2
05-06-25 0e 1o od%s | ovieas | odpwd | A
- 05-07-25 o Y (!
2 -08-
05-08-25 0630 vt | N
3 -09-
05-09-25 S\ -4 A
4 2
e 613D 05 0§:1§ “
5 05-11-25 00 | "
6 05-12-25 oL \O L a i
7 05-13-25
D \S
*Organisms fed daily 100 pl Selenostrum and 100 pL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Conductivity 14.9 pmhos/cm SM 2510 B-2021 Accumet AR20 93312452
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Hardness 5.0 mg CaCOs/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 2560B-2010 Digital Thermometer L 30N b 85
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: o1. <20% 7-day LCso (mg/L NaCl) V1Moo
% Adults having 3 Broods: 00T, = 80% NOEC (mg/L NaCl) 100D it
% Mortality: 01, <20% LOEC (mg/L NaCl) 1200 ¢
Mean Offspring/Female: N Yo TN >15.0 offspring/female | ChV (mg/L NaCl) las<t | 10as.
% CV: [ T <40.0% 1C25 (mg/L NaCl) 1CRL.0
——

SOP AT14-Revision 6—Exhibit AT14.1



. Endrenmental Truting Solutions, Int.

Species: Ceriodaphnia dubia

Page 2 of 6

CdNaCICR #: 311

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 A v | | | — | — [ | |

2 Young produced (@) o (&) O (@) O (@) O O 0
Adult mortality - S . VI (R, TR L VN R N e | A . —

3 Young produced o) (8} o O 0 9] @] O (o) (@)
Adult mortality — | — N Sl — | - — — — L -

4 Young produced | S ‘-‘ .l u q 3 ) \.\' 5
Adult mortality [ , N A - L S w \__

5 Young produced to | 10 Vo vL a (e B [ L B L Ve
Adult mortality L Y I VR Vo - T o — - ] N

6 Young produced ®) (o) O (o) o) (@) O O O @)
Adult mortality Cl v el sl s ] sl & | -

7 Young produced o IE:) 1S | M 17 1S ] 1 ¥ ‘§_ 14 b
Total young produced 39 L 3\ 3y Abp a\ 3l 3b 3y 5‘
Final Adult Mortality . S T (W S T B O (WO -
X for 3™ Broods X A | D X b= e X > >< | M
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/FemaIe: 3\
600 mg NaCl/L Survival and Reproduction Data
Replicate number .
Day 1 2 3 4 5 6 7 B 9 10
1 Young produced 0O &) O (@) &) O O (@) O @)
Adult mortality wlow A e s . (- L W
2 Young produced © O (b} 0 O 0 O 0 @) O
Adult mortality ol w | N~ LS| N | R S T | w
3 Young produced O O O (9] 0O (@) O (o) O O
Adult mortality | N~ | (U — - o | -
4 Young produced 9 \.L S S D o) N S l-t \-l
Adult mortality [ - (- . (. [ B - L
5 Young produced (Y i\ (B VL VL 10 v S 1\ \_13=I
Adult mortality o N — | — |« — — |
6 Young produced [8) O O [6) @) O O (@) (@) (@)
Adult mortality i _ w_ | w - | - |-

7 Young produced T 11 (1Y | & I 15 |11 ”.3 "‘{
Total young produced >\ al 38 3 Jy 21 aAd 35 atl 3\
Final Adult Mortality Cl © [ U | [V 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: 07,

Mean Offspring/Female: Jl.b

% Reduction from Control: 13T,
SOP AT14-Revision 6-Exhibit AT14.1



Environmental Testing Solutlons, Inc.

Species: Ceriodaphnia dubia

Page 3 of 6

CdNaCICR #: 311

800 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced ®) o) O O @) O O O O (@)
Adult mortality | — e i 0 (N I B S L S S | e
2 Young produced O o o) 0 O (@) O O O O
Adult mortality - | | ~— A W I - - L.
3 Young produced o O (o) O 0 (o) (®) (8) () O
Adult mortality ol ow “ | — L L — LS I S
4 Young produced < .t “ ) 5 < S (S} N ‘-\
Adult mortality ol v vl Y| Vs Rs | S | S |
5 Young produced e T [l O A Vs 1 1O t0 VU ) Yy lt=;=
Adult mortality w s e o [N | s S ~ |
6 Young produced () (®) O O O () O &) (o] O
Adult mortality Net] N — | Nois L - , WIS R VI
7 Young produced [ 14 e 1€ 1S |11 1L A I
Total young produced » 5\ 5% 3 3y 36 3"‘1 3 O | 18
Final Adult Mortality ™ .5 | U i — p— \
Nate: Adult mortality (L= live, D = dead), S8 = split brood (single brood split batween two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: Ol
Mean Offspring/Female: .4
% Reduction from Control: YA
1000 mg NaCl/L Survival and Reproduction Data
T Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O ) ) O (o) (6) () (@) (@) [0)
Adult mortality = T , VO (. =SS e SN | — | \— |
2 Young produced O O (6] @) O 0 0 0 ®) (@)
Adult mortality | — —— — LV — | . — w
3 Young produced O O O [®) O ()] 0 O 0 0
Adult mortality v | v w ] [ I N U U
4 Young produced 5 <\ 9 “l e e | U - 9 %]
Adult mortality - - w L R W I W ;U] [ VI
5 Young produced 1o | 1\ il A vy 1O | 1D L1 [ 1D
Adult mortality A Lol ks ] N N [ — — |
6 Young produced O lo O O (®) (8] O (o) (@) (@)
Adult mortality Lol N “ LSO S . ] A | L L
7 Young produced S v 5 1% (e | 13 11 i\-l 1S Bl 14
Total young produced 30 | 30 2% 21 24 | 3 g 3\ 3o |
Final Adult Mortality Ul U T [ TV T W S~
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: 01,
Mean Offspring/Female: 24. |
% Reduction from Control: " RA

SOP AT14-Revision 6-Exhibit AT14.1
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. Envisonmental Testing Sehuriony, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 311
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 c-) O- é b o (@) 6 O O
Adult mortality [N [N I = R N D W B [ ) — | —
2 Young produced 9) O O (@) (&) (6 0 (@) 0 O
Adult mortality - “ , Y | — el
3 Young produced ) o) O (o) 0 [8) 0 [e) O (o]
Adult mortality | w “ O o —
4 Young produced N X e 1 N J U\ "L ) ) :’
Adult mortality | W~ — v o |« | — L B
5 Young produced al e (R g (o tQ -1 ! & S
Adult mortality o] M e I I ~ |~ |~
6 Young produced 0 &) O O O (@] O O O (@)
Adult mortality [ o | _— | — L - , L e | A
7 Young produced 5 é = 1 e § 10 1 " 4
Total young produced 1 1 1 V3 Lo 14 14 14 1% 171
Final Adult Mortality O | e N e | = |
Note: Adult mortality (L= live, D = dead), $B = split brood (single brood split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: o,
Mean Offspring/Female: .3
% Reduction from Control: | «d.b 7.
1400 mg NaCl/L Survival and Reproduction Data
- Replicate number
Day 1 2 3 4_ 5 6 7 8 9 10
1 Young produced 0 O O @) [e) [e) () O o O
Adult mortality , el vl v ) N M) AT A N
2 Young produced O [6) O O O O 6 (8 O O
Adult mortality T = e - = (- (- L= —
3 Young produced A 1D O O (@) O Q) @) O 0
Adult mortality o “_ - . s A L— |
aq Young produced > \ \ XN I S LT L > 1T
Adult mortality | - | | — — |
5 Young produced \ O QO (o) () | (&) "L O 0=
Adult mortality X N , | ] N , Y | o
6 Young produced ) O O O O O O &) O O__—
Adult mortality - _ - w_ - L 1o i, w_
7 Young produced 0 @) C_) Q (9] O \ (@] O, O
Total young produced 4 1 \ o) e 3 3 q ﬁ? 2
Final Adult Mortality l — [ — | U (- | S E 5
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: 0l
Mean Offspring/Female: 2.0
% Reduction from Control: 41.117.
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uurng g
Aq pramapany
P pasm,

9z [4 13 v £ 3 Z € T T t [ejoL
1 0 0 0 1 0 0 0 0 0 0 L
0 0 0 0 0 0 0 0 0 0 0 9
¥ 0 0 & 0 T 0 0 0 0 I S
12 [4 € Z [4 [4 [4 £ T T € v
0 0 0 0 0 0 0 0 0 0 0 £
0 0 0 0 0 0 0 0 0 0 0 [4
0 0 0 0 0 0 0 0 0 0 0 T
0t b 8 L 9 S 14 £ [4 T
1e30L Jaquwnu a3edday Aea
/128N 3w 00pT
ELT LT 81 6T 6T 6T 91 8T ET LT LT |e30L
69 6 L L (0] 9 S 9 L S 8 S L
0 0 0 0 0 0 0 0 0 0 0 9
74 S 8 6 L o1 9 8 9 9 6 S
0€ £ £ £ ¢ 14 14 € [4 € € b4
0 0 0 0 0 0 0 0 0 0 0 £
0 0 0 0 0 0 0 0 0 0 0 Z
0 0 0 0 0 0 0 0 0 0 0 I
(119 6 8 L 9 s v 13 [4 T
1eiol Jaquwnu ayedday Aea
1/10eN 3w 00zt
162 L 0E TE 87 TE 62 [44 8¢ 0€ 0€ |e304
L’ L4 L ST L LT ET LA £T ST ST L
0 0 0 0 0 0 0 0 0 0 0 9
80T ot [41 [43 0T 0T €T 6 1T 1T [4] 8 S
BE £ 14 L4 L4 14 13 v L4 t S v
0 0 0 0 0 0 0 0 0 0 0 €
0 0 0 0 0 0 0 0 0 0 0 [4
0 0 0 0 0 0 0 0 0 0 0 T
01 6 8 L 9 S 14 13 Z T
1E10L Jaquinu ajed)day Aea
1/19eN 3w 000t

61E 82 | 1€ | EE | ¥E | OC | €€ | 1€ | SE | TE | EE |ej0)
65T T | ¥T | 9T | LT | ST | 8T | 9T | 6T | #T | 9T L
0 0 0 0 0 0 0 0 0 0 0 9
LTT OT | €T | €T | ZT | OT | OT | 2T | €T | €T | ZT S
134 v v v S S S 13 14 14 S 14
0 0 0 0 0 0 0 0 0 0 0 3
0 0 0 0 0 0 0 0 0 0 0 4
0 0 0 0 0 0 0 0 0 0 0 1
01 6 8 L 9 S 14 13 Z T
=01 Jagquinu ajedjday Aea
1/10eN 3w 008
91t 1€ | 1€ | S€ | OE | £Z | €E [ 2E | SE | IE | 1IE |ejoL
gST $T | 9T | 4T | ST | #T | 8T | ST | LT | 9T | 91 L
0 0 0 0 0 0 0 0 0 0 0 9
811 €T | IT | €T | 2T | OT | 2T | €1 ET | IT | 1T S
o v 14 S € 13 13 S S 14 v 14
0 0 0 0 0 0 0 0 0 0 0 €
0 0 0 0 0 0 0 0 0 0 0 4
0 0 0 0 0 0 0 0 0 0 0 T
0t 6 8 L 9 S v 13 [4 1
1e30L Jaquwnu 33e3)jday Aea
1/12eN 3w 009
[443 1€ | ¥E | OE | ¥E | TE | OE | €E | TE | 82 | OF |eioy
191 9T | 6T | ST | BT | ST | LT | LT ST | €T | 91 L
0 0 0 0 0 0 0 0 0 0 0 9
ETT 2L | IT | 2T | €T | T 6 €1 |1t | o1 | OT S
8¢ € v € € 14 v v v 5 v v
0 0 0 0 0 0 0 0 0 0 0 €
0 0 0 0 0 0 0 0 0 0 0 [4
0 0 0 0 0 0 0 0 0 0 0 T
ot 6 8 L 9 S v £ [4 1
1oL Jaquinu ajeddsy Aea
|ofjuo)

s|ejo0] uondnpoiday biuydppoLIa) JO UONEIPIDA

*3u] ‘suojinjos Bujisal |elUAWILOIAUT




BN usp
iy pamanady
Pue P,
4 ‘HO ‘leuudU) ‘Adualy U0III9101d [BIUSLLIUOIIAUT

SN 'S00-T0-8-TZ8-Vd3 Pue p00-T0-8-TZ8-Vd3 "XIpusddy-z pue T S3LIN|OA ‘SPOYISIAl 1531 AIDIXOL JUSN|Y3 3|OYM SINdY PUE JIUCIYD WIBI-LIOYS Vd3 Jo Apnis Aljiqerie Aloleoqejiaiu| :1oday [euld ‘qT00Z 'BT00Z "VdISN
*BLI311JD 2IUBICRIIE WINWIUIW

£ 10U S| pUB POYIaW 1531 Y3 JO ANAIISUIS 3yl 03 Jiwi| jeandeld e syuasaldas punoq gsiNg Jemo| 3yl *(qT00z ‘vd3SN ‘eT00Z “wdIsn) Apnis Aljigenes
Aiolesoqe|salul [IM S,v¥d3 WOy eIep aSiAd J0 ‘Alaaidadsal ‘auadsad Y106 PUE YI0T 341 WO pauluLIBIap 348Mm spunoq asind Jaddn pue tamon

"%LY = (31nuadad  06) vd3sn Aq pauiuisiap punoq asd saddn

"%ET = (dMusasad  0T) vdISN Aq pauiwiRiep punog asiNd Jamo’

1531 AJ121X0] Juan|ya ajoym e ul Juedyiuss

AjlBa1IS1EYS PaJe|IBp BQ UED Jey] JUSLWIEaS] PUB |0JIU0D BY) US3MIq 3dualapyip Juadiad wnwiuiw 3yl sI gsid 2yl "uoisidaid 3523 Jo ainseaw e sl asiNd

2IUBIYIQ JUEIYIUSIS WNWIUIN JU2I2d =Qasind 19 ‘asind
22UI3H1Q JUEdYIUTIS WNWIUIN =asw 688'T ‘anjea @SN saauung
L'16 €I 9z 00t & € 14 13 € 4 € T 1 14 oovt
9y 9'01 F A 00t LT 81 6T 6T 6T 91 8T €T LT LT oozt
L9 'S 1’62 oot Lz o€ 1€ 8¢ 1€ 6¢ L 8T [0]3 0E ooot
(At S9 6'TE 0ot 87 1€ €€ vE 0E €€ 1€ SE 1€ EE o008
£'1T- SL 9'TE 001 TE 1€ SE 0€ LT 33 € SE 1€ 1€ 009
ajqeddde joN 79 T1E 0ot 1€ vE [0]3 bE 1€ 0€ €€ 43 8z o€ joiuo)
(%) 1onuod> woy | (%) uonewea |  (sjewsy/Supdsyo) (%) o 6 . ’ . 5 ¥ € ¢ k (1DeN 1/3u)
uoidNpal Jualiad | Jo Jusidya0) uojjanposdas aBesany |emaing Jagunu ajedday uoljesjuaduo)
SZ0Z ‘€1-90 Aey :$91ep 1531
11E :aquinu 159

sasAjeuy |eanlsiiels pue ‘suone|nije) ‘Aijug eleq Jo uoneIYLIBA
jo43u0) Aljenp

*3uj ‘suopinjos Bujsa| [ejuawuosAug

0°200T POYI2INI “€T0-20-¥-1Z8-Vd3 @ |
1S9 JUBDIXO0] dIUII343Y d1U0IYD pIqnp pIuYdppoLIa) = w E I




3 R A
Statistical Analyses it
e e
Y e . ;;sung" '.'_|HC.
Ceriodaphnia Survival and Reproduction Tast-ﬂeproducﬂm
Start Date 5/6/2025 TestiD: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 5/13/2025 Lab ID: ETS-Envir, Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriocdaphnia dubia
Comments:
Conc-mg/L 1 2 3 4 5 6 14 8 9 10
D-Control 30.000 28.000 31.000 33000 30000 31000 34000 30000 34000 31.000
600 31.000 31000 35000 32000 33.000 27.000 30.000 35000 31.000 31.000
800 33.000 31.000 35000 31000 33.000 30.000 34000 33000 31000 28.000
1000 30,000 30.000 28.000 27.000 29.000 31000 28000 31.000 30.000 27.000
1200 17.000 17.000 13.000 18.000 16.000 19.000 19.000 19000 18.000 17.000
1400 4,000 1.000 1.000 3.000 2.000 3.000 3.000 4.000 3.000 2.000
=L 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  31.200 1.0000 31.200 28.000 34.000 6.183 10 31.567 1.0000
600 31600 10128 31600 27.000 35.000 7.489 10 -0.484 2.287 1.889 31.567 1.0000
800 31900 1.0224 31900 28.000 35.000 6.517 10 -0.847 2.287 1.889 31.567 1.0000
*1000 29100 0.9327 29.100 27.000 31.000 5.237 10 2.542 2.287 1.889 29.100 0.9219
*1200 17.300 0.5545 17300 13.000 19000 10571 10 16.824 2.287 1.889 17.300 0.5480
*1400 2600 0.0833 2.600 1.000 4,000 41.345 10 34.617 2.287 1.889 2.600 0.0824
Auxiliary Tests Statistic Critical Skew Kurt
Kolmogorov D Test indicates normal distribution (p > 0.01) 0.51775 1.035 -0.346 0.28165
Bartlett's Testindicates equal variancas_ig =0.33) 575643 15.0863
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 800 1000 B94.427 1.88922 0.06055 140171 3.41296 1.2E-41 5,54
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL Skew
IC05 927.973 543347 784.829 100118 -3.1130
IC10 101169 17.394 961.273 10254 -2.088%
IC15 1038.45 B.92642 1017.08 1050 -0.3318% 1.0
IC20 1065.2 821131 1046.58 107661 -0.3436 0.9:
IC25 1091.95 7.75589 1074.78 110242 -0.3185 1
IC40 1172.2 8.26077 1152.38 118374 -0.1125 0.8 1
IC50 122063 6.8034 1203.35 1229.31 -0.4408 0.7 1
0.6 4
@ p
i 0.5 1
0.4 4
While hypothesis test resuits indicate a significant difference in g 1
reproduction for the 1000 mg/L concentration, the PMSD was below 0.3 1
the lower bound (13%) established by EPA. Guidance in EPA 833-R-00- 0.2 4
003 (June 2000) Section 6.4.2 for determining the NOEC was followed, 0.1 ]
and it was concluded that the hypothesis test yielded a Type | Error. -
The ChV was recaiculated to be 1095.4 mgiL. 0.0 9 ===
-0.1 - -
0 500 1000 1500
Dose mglL
Dose-Response Plot
40 4
a5
30 1 I 1-tail, 0.05 level
of significance

25 1

20 4

Reproduction

*1000
*1200

*1400
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Environmental Testing Salution, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 311

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.)
1
Analyst > Z £ (%
Concentration Parameter
pH [5.U.:l ﬁu‘g
Dissolved oxygen
(me/L) &2
Conductivity a
CONTROL, MHsw_ [-imhos/cm) L
alinity
(mg CaCOs/L) LL
Hardness
(mg CaC0s/L) 3 8
Temperature (°C) .4
pH (S.U.) 1%
I
?r:gs;-;ed oxygen @ 1
600 mg NacCl/L Conductivity
(umhos/cm) HUO
Temperature (°C) .0
pH (.U) 2.10
Dissolved oxygen
(mg/t) 8.2
800 mg NaCl/L " Conductivity g
{(umhos/cm) 1860
Temperature (°C) .4
pH (.U.) Y.\l
Dissolved oxygen 6 5
1000 mg NaCl/L —%’2;‘*;‘:““,“ :
{umhos/cm) ?\3"{0
Temperature (°C) s
pH (5.U.) oM
Dissolved oxygen 9 2
L 3
1200 mg NaCl/L |-l —
{umhos/cm) A0 NS A o i
Temperature (°C) 6.\ \-4 . 5D
PH (5.U.) 8. 785 | 789 | 7.85 | 7.9 | A8
Dissolved oxygen i
(mg/1) 8.2 g.0 g.\ | 8 sl | Yo
1400 mg NacCl/L Condudiity
(umhos/cm) 3@1‘3 Yo 2930
Temperature (°C) R | 1s.-1 18.0 ™. { . B.\
Initial Final Initial Final Initial Final

SOP AT14-Revision 6-Exhibit AT14.1
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Envirenment 3 Teiting Solutlons, Inc

CdNaCICR #: 311

Species: Ceriodaphnia dubia

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 5 6
Analyst [ st 25c - XL vyl
Concentration Parameter
pH (.U.) Bo\ | 2.4 7.9, 1.aq g.“{ T 330 |%00 I\
Dissolved oxygen g4 (% 4
| (mg/L) 9.3 % y ~ 2.0 "‘%_‘)'U ‘3 -0 % 5 ‘}Vi
Conductivity - ) oo, 1"
04
CONTROL, MHsw |-mhos/cm) M 9% 29
alinity
(mg CaCOs/L) \ sS4
Hardness e 3
(mg CaCOs/L)
Temperature (°C) 4.4 1S .\ RO B s\ A\ § 5.5 A 15.\
pH (5.U) Vad |34, |29% | 8o |24+ 190 | 30 N85
Dissolved oxygen g 3
(mg/L) ¢
600 mg NacCl/L [~ Conductivity I
{umhos/cm) \Iw
Temperature (°C) 1s-0 5
PH (5.0, A |34, l1a% 2ol Y03 3.9% | 390 Y]
Dissolved oxygen
800 mg Nacl/L  [H& 82 | 5o |2 L R 34
g Conductivity 1o p— 1370
{(umhos/cm) 18
Temperature (°C) W€ 4.4 ‘\_;.[."'l A5 .0 S 5.0 .4
pH (5.0) Na | 18w | #ag 300 |9.04 700 | 3.1 %K
Dissolved oxygen 6 72
{mg/L) i
1000 mg NaCl/L Conducbiity
{pmhos/cm) ’)‘ 130
Temperature (°C) W. 6
pH (5.U.) ’}m
Dissolved oxygen
L 0.2
1200 mg Nacl/t HTEA v
{umhos/cm) J\\iqo
Temperature (°C) BT
PH (.U V44
Dissolved oxygen L
1400 mg NaCl/L %}"ﬁﬂmw 8.r e - =
{(umhos/cm) 1{“0 ST Sadne MRS ' &
Temperature (°C) w4 M. & ul.& 5.0 15.0 1s- | 4 %3
Initial Final Initial Final Initial Final Initial Final

SOP AT14-Revision 6—Exhibit AT14.1



> —— Ty Ceriodaphnia dubia
| Chronic Reference Toxicant Control Chart

B g o Source: In-house Culture
1.14 —F T 7 5 7 &t 77 ¥V 7T T ]
I Control Limits (+ 2 Standard Deviations) |
2+ 7
| ————— e T T T s |
® @ ® @ ® ®
1.10 o ® o -
e —— el ® g
i ® ® ]
®
) )
— 1.08 I —— — — e T c —y 7
S e N TR ———
© - .
2
:.I- 1.06 |- —
20 L 5 @ 3§ w3 ¢ q f § @ § & F f H g
< CEES S G I U A . . T T G S . . L L
= 1.25 -
> ’ .
< I Warning Limits 1
A i
1.15 - =
[ s g M - - e e i 4 £ 6 — - — 2 4 — s o ]
110 - T - o 8 o @ ® I i iy
s omemny s = AU o . AR ]
1.05 .
100 b e, i
0.95 | Ll : 1 I N B | 1 | 1 | | L1
’ 2 2%t ah cab a° P @ 1." 25
.06' 039 ca"' o oﬁ,oﬂ gAY 3 g S 01.0“ g o o 05 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).

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

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

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

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

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

tered and
Reviewed by
Fim Sumner
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. Environmental Testing Solutions, Inc.

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

We—T 7T 71T 7T T T F 1 R B (N (R | T
By BE L o S e SR oo recconss o e SV, W5, e e :
= Q » ® ] ]
ﬂ o - .__...’ " ®__eo [ ] T ® @ o . ey = — g ® ® .
S F WE cwew e - e ———— ——— e mmemem e e e e e — 3
T o B ]
°o& -
8 C 1
x £ ¥ 2
— T L =
£a 20F .
g :"é- E USEPA Minimum Acceptance Criteria (> 15 offspring per surviving female) E
] 15 "
: 1

10 ——! I I I I | I | I | I I | I I L I L I |
B I I I | I 1 | I I 1 [ I | | | I | I | I b
L c 40 ¢ A
- ,.9_. - USEPA Maximum Coefficient of Variation Guidance Criteria (< 42%), NCDEQ Maximum (< 40%) .
o 9 & ]
23 30F .
.: E & o
© o - ]
=& 20F 3
S 3 E ]
g = . ;
s 5 10 i s g Oy ——— g e —————— .
&gV _ ATy "'. = e O e @ !——.—.—_-_......—._.__... ]
v 35 - . —— e e B o e e B ——— ——— e - 2 ]
S* o0 5
| | | | | | | | | ] | | | | | | I I N B | =
<) et o SN, A U [ S N (O A S i i [ S R S
8 USEPA Upper PMSD Bound Acceptance Criteria (< 47%) 7
40 - __
_ USEPA ]
§. 30 [ | Lower PMSD Bound i
% (>13%)
g 20 ]
10 | -
0 I | | | | ] I | | | | | | | | | l 1 ] | ]

% b ab .1. By L b LS LS L . | I, | O, L, - T - T - 25 .45 .95

Qo " oo ol- o* 0 ‘J ¥) i\ 0" o
0@9 o > 3% o o0 0«“" 09 @07 A0 B (BT g O O 3,@' ow@ & oS
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. ntered and

Reviewed by
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Central Tendency (mean Control Reproduction, CV or PMSD)
95% Confidence Interval (mean Control Reproduction, CV or PMSD + 2 Standard Deviations)
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. Emvironmental Testing Solutiony, Inc.

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

CdNaCICR #: 312

Dilution preparation information: Comments:
NaCl Stock INSS number: INSS \BAS
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: Bonk
Date and times -0%- 05%0 TOo 01DD
organisms were born between: AR :ncul?att.:r pumberAnd shelf -L % \
Culture board: 0% VS A ocation:
Replicate number: | 1 2 13|45 ]|6 )7 |8]9]10
Cultureboard cupnumber: | Vv | T | &|&A [ 19| v W& |8 [
Transfer vessel information: pH (S.U.): =, ¥, Temperature (°C): "15.0
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
° | oo 0&\% 05118 [os-aors | osw-sA| Y
1 06-04-25 b \s L A{
2
e O oS5 € | KK
A=)
3 06-06-25 oS 3\! A
4 07-
06-07-25 =\ 00D Ol:0v- 8 A UK\
5 06-08-25
_ 0LD \ U
06-09-25 0b3b L ~\..r A
7 06-10-25 o\WS
*QOrganisms fed daily 100 uL Sefenastrum and 100 uL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Conductivity 14.9 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 2560B-2010 Digital Thermometer | 150l S
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: ol < 20% 7-day LCso (mg/L NaCl) > 400
% Adults having 3 Broods: [00]. 2 80% NOEC (mg/L NaCl) 1000
% Mortality: ol. <20% LOEC (mg/L NaCl) 1200
Mean Offspring/Female: R Py = 2 15.0 offspring/female ChV (mg/L NaCl) 10488
% CV: 5.07 <40.0 % 1C25 (mg/L NaCl) 1\00.4
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Environmental Testing Solutions, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 312
CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced ) (@) 0 O O O 0 O 6 QO
Adult mortality wl | — Nes — [ — L e G
2 Young produced o &) O @) O O O O @) (@)
Adult mortality MAENYNESEE ET I ETET I I T ™
3 Young produced D () (@) O O (@) (@) (@) O (@)
Adult mortality ol s , wl  — L — — X L
4 Young produced < Y | S [\ ) S S S J
Adult mortality - | [ | | - —
5 Young produced v ovs 1\ YU "L | \O Q v W[
Adult mortality w L w | w A\ e . =5 | _
6 Young produced o 0 0 0 0 8 (@) Q 0] (@)
Adult mortality L O N . \ FE — | N S — — -
7 Young produced \S ™\ 1™ \ € \ 'é \§ 1 e 'S g |
Total young produced 31 3\ yL | dL 14 k- TE | v 3\ 3
Final Adult Mortality — == | — N— — —
X for 3" Broods | N N % < - P XK > | ><
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: ol
Mean Offspring/Female: 3l. -
600 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced _é 0 O ) O (@) O O O 0
Adult mortality Wl G ea] Sl st Nl o] S A —
a2 Young produced Ol 0O 0 0 0 B [é) 0 [®) 0
Adult mortality (| - Y [ W A o A - L | —
3 Young produced @) (@) (@) O (5 O (@) O O O
Adult mortality L\ “ L - |- — — . —
4 Young produced 9 S S L ol S S S S =
Adult mortality Cl | v v v [« N
5 Young produced R ERTCE S 10 3 [ Ve T (R e T I 1 L3 [ 8
Adult mortality I e . e | % Yo | N | & e
6 Young produced O| O O O a) 0 (@) o O (o)
Adult mortality “ - . e o e — ;, S | — —
7 Young produced 'S ' & (W | S | ¥ 14 (1 \S D VL
Total young produced A n 34 3y a9 3. 3y 3 k3 | 5\\
Final Adult Mortality . U — [ — \_ .
Note: Adult mortality (L= live, D = dead), 58 = split brood (single brood split between two days), CO = carry over {oHfspring carried over with adult during transfer).
Concentration: :
% Mortality: o7
Mean Offspring/Female: 33%.0
% Reduction from Control: | =S.§7
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Enviraamental Testing Solution, Inc.

Species: Ceriodaphnia dubia

Page 3 of 6

CdNaCICR #: 312

800 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced @) 0) (@) O (@) @) (@) 0 0 0
Adult mortality b Al ] N % | N | A T 0= | M\ S |
2 Young produced o) @) ®) O O [®) O O O e]
Adult mortality . |2 | v e N LS I
3 Young produced 0 O 0 O 0 0 O @) O QO
Adult mortality el Rl N b e PR | T Vo . N [
4 Young produced S W\ (" AL E S S S S S
Adult mortality wl w | : WS oo | e L. - -
5 Young produced 0] 10 v | 1t 10 e {8 10 10 "
Adult mortality Ol vl v | — | | — |
6 Young produced O (@) ®) 0 () O O 0 O (®)
Adult mortality LN I W I — — | N — . - -
7 Young produced \ & v & RS Y Vv & (el | ' 9 'S ‘l5=
Total young produced 3 | 3 % T I AL | Bl 3| M do 31
Final Adult Mortality T L = ' R TR
Note: Adult mortality (L= live, D = dead), 5B = split brood (single brood split between two days), CO = carry over (offspring carried over with aduit during transfer),
Concentration:
% Mortality: 01l
Mean Offspring/Female: 32.\
% Reduction from Control: | ~2.4 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 D O O O 0O (o) (@)
Adult mortality o] W | S S [ W - |
2 Young produced O O (o) O O O O O O (8]
Adult mortality ol w , b R (. A — (W R N
3 Young produced O O O (@) @) (@) (©) @) (@] (@)
Adult mortality ) el S ] Aol Sl | M | A o [ T .
4 Young produced b W, N Y ™ S S S ! 3 S
Adult mortality N [ L I VR [ ) I U I Y S e -
5 Young produced q Wt Y i 1O ™ N e} 1o 1o | 1\
Adult mortality | w Ll e e s O U —
6 Young produced o) ®) O ©) (@) (@) O O O (@]
Adult mortality | U R N VN O Y O W I W (N, VNN B U B WSO | W
7 Young produced - 15 e Ve \5 11 Ve 1 (18 S
Total young produced 2o 30 3N 51 e ay 3\ o ¥ | 3 l; 3\
Final Adult Mortality e ~— | = = — | R k.._i
Note: Adult mortality (L= live, D = dead), SB = split brood (single broad split between two days), CO = carry over (offspring carried over with adult during transfer).
Concentration:
% Mortality: 01
Mean Offspring/Female: 0. 3
% Reduction from Control: > T W0
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Environmentat Testlng Salutient, Inc.

Species: Ceriodaphnia dubia CdNaCICR #: 312
1200 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced (@) (@) (@) 0O (&) O O O @] ®)
Adult mortality L I | GRS — - | — |
2 Young produced 0 O O () (@) O @) (@) @) O
Adult mortality o w w | v |« — | — R | X
3 Young produced 0 (@) O O @) O O @) O| O
Adult mortality Ll N M= LU [ W I VP I W | O~ |~
4 Young produced W\ 2 o) \\ RN = ) 3y 5
Adult mortality e | S| N | A N — b AT i A
5 Young produced & o ay {0 -\ < 8 il ¥ 10
Adult mortality w T i E"M
6 Young produced ol 0 (&) (@) O 6] @) (@] O o
Adult mortality O ] o] o o] — | ]~
7 Young produced < N < G 8 I S | A S
Total young produced 1 V4 . 1D 11 19 (S | ] & 1 i- i Q
Final Adult Mortality | N I Dl B ] ) SR
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: OL
Mean Offspring/Female: 1.4
% Reduction from Control: '43 b z
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 ] 5 3 7 8 9 10
1 Young produced O O O O 0 O O 5 O O
Adult mortality 1 i el ) bl R N A | A =
2 Young produced O O 0 o O O O O O O
Adult mortality A\ L - L L , - — ]
3 Young produced O o] O (@) O O O O O ()
Adult mortality (- | “— | — | v - L el Ao
4 Young produced Y 3 \ \ \ e L= \ =
Adult mortality YT EYN E ™ L A N
5 Young produced &) 8] 0 O O (0] [®) O o) (@)
Adult mortality - o | Nes S I RS | — | — — N
6 Young produced O (@) (@) O (&3] Q (@) O o o
Adult mortality o] s | | N | | | — —
7 Young produced O Q (@) Q O O [®) ) 6] Q
Total young produced s v Yy \ \ ) >3 L | 3
Final Adult Mortality - — — — N~ [ | g_
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: \.
% Reduction from Control: | 44.{7.
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Statistical Analyses f.:::‘..‘:
o Surremtr
A
Testing Sol inc
Ceriodaphnia Survival and Reproduction Test-Reproduction
Start Date: 6/3/2025 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 6/10/2025 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:
Gem-m&ﬂ. 1 2 3 4 5 6 7 8 9 10
D-Control  32.000 31.000 32.000 32,000 29.000 33.000 28000 32,000 31.000 32.000
600 31.000 33.000 35000 33.000 32000 36.000 33000 32000 31.000 34.000
800 33.000 32000 32,000 31.000 32,000 31000 34000 34000 30000 32.000
1000 30.000 30.000 31.000 31.000 28.000 34.000 31000 27.000 30.000 31.000
1200 17.000 19.000 16.000 20000 17.000 19000 17.000 18.000 18.000 18.000
1400 2.000 1.000 3.000 1.000 1.000 1.000 2.000 2.000 1.000 3.000
Transform: Untransformed 1-Tailed Isotonic
Conc-mgl/L Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 31.200 1.0000 31.200 28.000 33.000 4.965 10 32.100 1.0000
600 33.000 10577 33.000 31.000 36.000 4948 10 -2.800 2.287 1470 32100 1.0000
800 32100 10288 32100 30.000 34.000 4.008 10 -1.400 2.287 1470 32.100 1.0000
1000 30300 09712 30.300 27.000 34.000 6.233 10 1.400 2.287 1470 30.300 09439
*1200 17900 05737 17900 16.000 20.000 6.688 10 20.687 2.287 1470 17.900 0.5576
“1400 1700 0.0545 1.700 1.000 3.000 48428 10 45.885 2.287 1.470 1.700 0.0530
Auxiliary Tests Statistic Critical Skew  Kurt
Kolmogorov D Test indicates normal distribution (p > 0.01) 0.63025 1.035 -0.034 051873
Bartlett's Testindicates equal variances (p = 0.26) 6.49189 15_.9163
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1000 1200 1095.45 147012 0.04712 154367 2.06667 0.0E+00 5 54

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 95%CL Skew
IC05 978.333 39.8132 895994 1013.24 -0.5323
IC10 1022.74 910416 1006.21 1036.95 -0.2776
IC15 1048.63 797784 1033.08 1060.91 -0.1532 1.0
1C20 1074.52 7.13886 105998 1086.11 -0.1834 08
IC25 11004 645135 1086.88 1111.07 -0.2077 .
IC40 1178.06 57987 1185.57 1189.34 0.0503 e
IC50 1222.84 4.15594 121422 123013 -0.0782 0'?:
0.6 A
2 05
g 0.4 4
é’ 0.3
0.2:
0.1 4
0.0 4
-01 1
-02 - -
0 500 1000 1500

Dose mg/L

Dose-Response Plot

/H\l 1-tail, 0.05 level

of significance

Reproduction
8 B 8 &
f—

o

=]
.

600

800
10007
Moo

*1400




Envirenmental Teulng Ssiutions, Inc.

Species: Ceriodaphnia dubia

Daily Chemistry:

Page S of 6

CdNaCICR #: 312

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.O. and conductivity measurements only.)

Analyst

Concentration

Parameter

CONTROL, MHSW

pH (s.U.)

Dissolved oxygen
(meg/L)

Conductivity
(umhos/cm)

Alkalinity
{mg CaCOs/L)

Hardness
(mg CaCOs/L)

Temperature (°C)

600 mg NaCl/L

pH (5.U.)

Dissolved oxygen

(mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

800 mg NaCl/L

pH (S.U.)

Dissolved oxygen
{me/L)

Conductivity
(umhos/cm)

Temperature (°C)

1000 mg NaCl/L

pH (S.U.)

Dissolved oxygen
(mg/U)

Conductivity
(umhos/cm)

Temperature (°C)

1200 mg NaCl/L

pH (S.U.)

Dissolved oxygen

(meg/L)

Conductivity
(umhos/cm)

Temperature (°C)

o)

1400 mg NaCl/L

pH (S.U.)

3-97

Dissolved oxygen

(me/L)

%-3

8.2

Conductivity
(umhos/cm)

[ 2940

Temperature (°C)

8.0

2850

1.4

Initial

Initial

SOP AT14-Revision 6—Exhibit AT14.1



Page 6 of 6

Envronmental Testing Solutions. inc.

Species: Ceriodaphnia dubia CdNaCICR #: 312

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 4 5 6
Analyst | XL n RsL Xt L v
Concentration Parameter
pH (S.U.)
Dissolved oxygen
(me/L)
Conductivity
(umhos/cm)
CONTROL, MHSW Alkalinity :
(mg CaCOs/L) Slllég E
Hardness - E
(mg CaCOs/L) : b dedrog et et
Temperature (°C) | -4\, § s A A ~%.0 .4 W4 | Ak 18.\
pH (5.U.) : so | %42 $.03 - |3.93 -9 140 9
gty 183 3o |sa 54 |¢s 39 |82 14
600 mg NaCl’L "a;ductivity [T T e — — —
(rmhos/cm) e & = =
Temperature (°C) w. 4 ~-lo M. 4 5.0 s, \ AL A S-S
PH (.. 184 C i KK 8.4 +99 393 143 1.09
Dissolved oxygen 8 9
. ? Q q_ 1 - ? ‘q 8: l {
800 mg Nacl/L  |-mEl) o _ 35 L A3
{(umhos/cm) I3V 0 1o | 710 i
Temperature (°C) X | s M-b .4 M4 LA \%S.D 1$.0
PH (5.U.) F0 Y 5oa | 853 1794  [ter |3.44 7Y 0L
Dissolved oxygen ; " 2
: 3.0 € 35 +9 B £X
1000 mg Nacl/L |-l — 3.4 8.3 - 1
{umhos/cm) 2000 4oL O A2 0 2150
Temperature (°C) A J,_n{. £ ™o s L, W 11.4 5.0 AM.4 15.0
pH (S.U.) 3.90 §-o1 3.0 g.c3 1949 .65 1393 1.6%
Dissolved oxygen .
(mg/L) 8.4 .0 %3 $.1 g} -4 8.2 q
1200 mg NaCl/L Condaai
' 2520
(umhos/cm) ) ULh A 44 A43.0
Temperature (°C) . - ¢ w-lo T 2\S.0 5.0 .4 1%L
pH (5.U.) F .o $.01 8.1 % a3 399 3.84 2392 ;fﬁ'f
" fga e | 23 sa | s+ |74 |82 | 13
1400 mg NaCl/L Conduciig z . e
(umhos/cm) 2 ?‘J" L3%0 370 2’8 6o .
Temperature (°C) ™ E ™. é s aS.0 15.0 S\ 1.0 8.1
Initial Final Initial Final Initial Final Initial Final

SOP AT14-Revision 6-Exhibit AT14.1



Pimephales promelas
Acute Reference Toxicant Control Chart

' Environmental Testing Solutlons, Inc. so u rce : I n - h ou se c u Itu re
1 T 1T 1T T T T T 1 | | T 1
L2 6 Faat 7]
Control Limits (+ 2 Standard Deviations)
: I A .
1.0 N e . e e — . ————y— T T T T T T T T =
* ® g ® e ®
- e L 8 _ yr—Reeme o & e -
= o ° :
o 0.9 | S e o i e s e s s o s ) B et e e e s S i comen e s sy, S B
-~
- I 1
&0 08 u
2 | L L | I L I l | l l I I I l L I | I l
S 14 T T T T T T T T T T T T T T T T T T 1
e
3 R ; % i
o Warning Limits
-
00 N -
B | cnmmssonmnnpnnnsnsnssss ovoniires i o A R S SRR RS SRS BRSNS
1-0 L """"'---.._._......_..-ﬂ.=-' _________________ g -. ....................... 6 ]
-.—-.—...__._..._._,..:.___..._.,,‘ b ® d .—-—-—.— . B B’ B
L e s e o o e . -4 - o M S i - S s M 5 S 49 .
BBIT s coremmssssermmsennessonsmmsssessomsemssesncsessssmmmssnisfsopmsitiib earansasasomnssssrasses g
0.6 | | | L1 | | | | | | | | [ | | [ S
R L 'L A Ah g2 At A AN AR Gk b 2 0P @ g1
o o*'° o ¢ e 06’0& ‘0& o9s 0 Wt g g ¥ 0s o o o% o ®
Test date
® 48-hour LC_, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

.mrldmd
Reviewed by
Fom Sumner
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Acute LC;, Whole Effluent Toxicity Test, Species: Pimephales promelas

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

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PPKCIAC #

Dilution Preparation:

\1\ A\

Page

Test concentrations (mg/L KCI) 500 750 1000 1250 1500 A stock solution was prepared by diluting 100 g KCl into 2000 mL deionized water, This 50,000 mg/!
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 5.0 7.5 10.0 125 15.0
mL Dilution water 495.0 492.5 490.0 487.5 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: 1551
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH, dissolved oxygen and conductivity
C trati .
encentration Analyst )?‘:"? ZA7 ;‘7 A‘ ts only. Temp s performed at the time of test initiation or termination b
pH (5.U.) analyst performing the toxicity test. Alkalinity and hardness performed by the analysts iden!
? f’?) 9 7 5 é Z 8& on the test specific bench sheets and transcribed to this bench sheet.
|Dissolved oxygen (mg/L) 9_ 2 6 D 9 \
Control, Conductivity (umhos/em) 2 9_ =
MHSW | Alkalinity (mg/L Caco;) g4 Chemical analyses:
Hardness (mg/L CaCO,) Eﬂ Parameter Reporting limit  [Method number Meter Serial numbe
Temperature {°C) A 8.0 gt o PH 0.15U. SM 4500-H+ B-2021  |Accumet AR20 93312452
pH (5.U.) 8 o7 | 7.9 8 7 2 é‘; Dissolved oxygen 1.0 mg/L 5M 4500-0 G-2021 | YSI Model 52CE 084100271
IDissaIved oxygen [mg/L) 6 L’ & 0 8 \ Conductivity 14.9 pmhosfem  |SM 2510 B-2021 Accumet AR20 93312452
500 mg/L
Conductivity (umhos/cm) ! 7 Alkalinity 5.0mgCaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) ,‘.‘_\.-\ "\s\,“ -.L.‘."\ Hardness 5.0mg CaCO,/L |SM 2340C-2021 Not applicable Mot applicabl
pH (5.U.) g o/ TP c] 7.8 3 Temperature 0.1°C 5M 25508-2010 Digital Thermameter | janidil®
Dissolved oxygen [mg/L) [+)
Conductivity (umhos/cm) E S0
Temperature (°C) A4 "L-.{.‘\ w1
pH (5.U) .ol |72.76 |72
Dissolved oxygen (mg/L)
1000 mg/L 6"{ }Q 8.1
Conductivity (umhos/cm) ! ? 7@
Temperature (°C) O Y ¢ ™.4 -L\{,"‘
|pH (s.u) 8.0/ 7.78 | 784+
Dissolved oxygen (mg/L) %
1250 mg/L g '\{ f} 9.1
Conductivity (umhos/cm) 2 Lf‘“f'(?
Temperature (°C) 4.4 1.9 Mo
i ) Bo2z|l7zg7|\ .
Dissolved oxygen (mg/L) 9 \l q, q \‘4“‘
1500 mg/L : }
Conductivity (umhos/cm) 'Lg g o \
Temperature (°C) . f 1."{ -1

SOP AT19-Revision 6-Exhibit AT1:
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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 # vl

Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
wen | @A0E15 | QS0 n oo U G E | Mewow | od-ovsd
24
o0y Moo B\
48
Termination adio-28 QLS S K(

*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% e 2S

Age (1 to 14 days old):

S vo b oS

Hatch date and times:

o4-01" % Vs TO
oM-g5§ 08T

Average transfer volume:

<0.25mL

Transfer bowl information:

IpH (5.U.):

84

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 .

Temperature (°C): wW.0'C
Survival Data (number of living organisms):
Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Haiire Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H 1 J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
Ty W g | wa| ac | wa| 1d
24 (0 10| 10| (0 w1l 4 L | 0 \ 0 0
v o
a8 || wfw| w|lal|l v[sd] o]lo OO
Termination
Mean Survival topl. 1001+ 4517 ss /. Q 7- 2.
Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed
Statistics:
Method 1 Ab & s Comments:
Lower 95% confidence limit
{mg KC‘!L] ‘U.S -tﬂ
Upper 95% confidence limit
(mg KCI/L) 104¢.9
48-hour LCs (mg KCI/L) Aga 4

Test
Reviewed by:

SOP AT19-Revision 6-Exhibit AT19.1
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Statistical Analyses S Sumiper
) Evvronmantal Testing Sautians, inc
Acute Fathead Minnow Test-24 Hr Survival
Start Date: 4/8/2025 TestiD: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 4/10/2025 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
Commenis:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 1.0000 0.8000
1000 06000 0.6000
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-Control  1.0000 1.0000 14120 1.4120 14120 0.000 2 [1] 20
500 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 02077 Q 20
750 09500 09500 1.3305 1.2490 14120 B.661 2 1.118 2850 02077 1 20
*1000 06000 06000 08861 08861 08861 0.000 2 7.216 2850 02077 8 20
*1250 0.0500 0.0500 02403 01588 03218 47963 2 16.077 2.850 0.2077 18 20
1500 0.0000 0.0000 0.1588 0.1588 0.1588  0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Mormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC  LOEC Chv TU MSDu_ MSDp  MSB MSE _ F-Prob df
Dunnett's Test 750 1000 B66.025 0.10341 0.10606 0.51158 0.00531 6.4E-05 4.5
Treatmenis vs D-Control _
Maximum Likelihood-Probit
Parameter Value SE  95%Fducial Limits Control Critical P-value Mu a Iter
Slope 152619 293363 9.51201 21.0118 0 129951 781472 072925 30034 006552 3
Intercept -40.838 B8.84931 -58.182 -23.493
TSCR 1.0
Point Probits 95% Fiducial Limits i ]
ECO1 2674 709533 556.747 797.648 -
ECO5 3.355 786.368 653728 863.28 0.8 4
EC10 3.718 830673 711.225 901625 D?:
EC15 3964 861968 752193 929262 i
EC20 4.158 B887 678 785862 952519 . 06 1
EC25 4326 910.346 815389 973599 § 05 4
EC40 4747 970065 891.146 1033.03 @ 1
ECS50 5.000 100786 936.295 107483 @ 04 ] f
EC60 5253 104713 9798 11227 0.3 4
ECT75 5674 111582 104769 1217.67
ECBO 5.842 114432 1073.14 1260.76 02 '
EC85 6.036 117845 1102.11 131467 0.1 4
EC90 6282 122284 113788 138797 ) J
EC95 6.645 1291.74 1190.44 1507.48 L 1 10 100 1000 10000
EC99 7.326 143162 129053 1767.14 Dose mglL
Dose-Response Plot
14 ”
0.9 4 H 1-tail, 0.05 level
] of significance
0.8
0.7 E
TR
E, 0.5
E 0.4 3
0.3 4
024
0.1 9
0 -
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Statistical Analyses ""‘(i‘(""
j ST —
Acute Fathead Minnow Test-48 Hr Survival
Stant Date: 4/8/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxcant
End Date: 41042025 Lab ID: ETS-Enwvir. 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 10000 1.0000
750 1.0000 0.9000
1000 06000 0.5000
1250 0.0000 ©0.0000
1500 0.0000 0.0000
Ti i Arcsin Sq Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean  Min Max CV% N t-Stat Critical MSD _ Resp Number
D-Control 1.0000 1.0000 14120 14120 14120 0.000 2 0 20
500 10000 1.0000 1.4120 14120 14120 0.000 2 0.000 2850 01728 0 20
750 08500 09500 1.3305 12490 1.4120 8661 2 1.345 2850 017286 1 20
*1000 05500 0.5500 08357 0.7854 08861 8.518 2 9.513 2850 01726 9 20
*1250 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 20.688 2850 01726 20 20
1500 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Mormality of the data sel cannol be confirmed
Equality of variance cannot be confirmed
is Test (1-tail, 0.05) NOEC LOEC Chv TU MSDu  MSDp  MSB MSE _ F-Prob df
Dunnett's Test 750 1000 B866.025 008088 0.08295 058948 0.00367 1.8E-05 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fducial Limits Control Chi-8q  Critical P-value Mu Sigma Iter
Slope 17.1556 3.53793 10.2213 24,09 0 233295 7.81472 0.50624 2.99295 0.05829 5
Intercept -46.346 106305 -67.182 -2551
TSCR 10
Point Probits  mg/L  95% Fducial Limits i
ECO1 2674 T20.03 565.312 BO3.757 '
ECO05 3.355 788996 656.341 861483 0.8 4
EC10 3.718 828.422 709.823 895059 07
EC15 3.964 B56.13 747.718 91922 :
EC20 4158 878.811 77873 939544 9 0.6 4
EC25 4326 898.747 805824 957.972 § 0s ]
EC40 4747 951.011 B74.854 1010.05 @ >
ECS50 5000 983,905 915.584 104685 & 041
ECE0 5253 1017.94 954532 1089.18 0.3 4
EC75 5674 107713 101415 117346
EC80 5842 1101.57 1036.22 121173 024
EC85 6.036 1130.75 1061.14 125959 0.1 4 /4
ECS0 6.282 1168.57 109168 132453 N
EC95 6645 122696 113613 143006 i et R e s g
EC99 7326 1344.48 121972 165763
Dose mg/L
Dose-Response Plot
1 E <
0g ] v\i 1-tail, 0.05 level
1 of significance
0.8 3
0.7§
_g 06
@ 05
§ 04 1
0.3 4
0.2 4
0.1 7
o

D-Control

*1000
'12501
500




Pimephales promelas
Acute Reference Toxicant Control Chart

a 3 W _

S T K Source: In-house Culture
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Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)
£5

50 = “ATS
S, s = 75" percentile of CVs reported nationally by USEPA)

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

A and
Reviewed by
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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

PPKCIACH  \1\@

Dilution Preparation:

Page

Test concentrations (mg/L KCI) 500 750 1000 1250 1500 A stock solution was prepared by diluting 100 g KCl into 2000 mL deionized water. This 50,000 mg/L
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stock solution 5.0 7.5 10.0 125 15.0
mL Dilution water 495.0 492.5 480.0 4875 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: s\
Chemical Analyses: Hours
0 24 48
Concentration - *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
neen Analyst V\' Jg"”' ﬁ"? measurements only. Temperatures performed at the time of test initiation or termination by
pH (S.U.) — analyst performing the toxicity test. Alkalinity and hardness performed by the analysts ident
l Q 2 "3 Z. 89 7 q‘f on the test specific bench sheets and transcribed to this bench sheet.
|pissolved oxygen (mg/L) 62 1.9 1.8
Control. |Conductivity (umhos/cm) 2,
MHSW | Alkalinity (mg/L caco,) o 2 Chemical analyses:
Hardness (mg/L CaC0,) 8 g P t Reporting limit Meter Serial numbe
Temperature (°C} Y. ﬂ -‘_.L% 1-.‘.\-\ pH 0.15.U, SM 4500-H+ B-2021  |Accumet AR20 93312452
IpH (s.U.) ﬁ;lo = 86 ? & g Dissolved oxygen 1.0mg/L SM 4500-0 G-2021 Y5 Model S2CE 08A100271
Dissolved oxygen (mg/L) 02_ A _‘\ < .‘\ Ci 14.9 ymhos/cm  |SM 2510 B-2021 Accumet AR20 93312452
500 mg/L =
Conductivity (umhos/cm) ] l\‘ O A 5.0 mg CaCOy/L  [SM 2320 B-2021 Accumet AR20 93312452
Temperature (°C) RV W 4.0 . b 5.0 mg CaCO,/L  |SM 2340 C-2021 Not applicable Not applicable
pH (s.U.) & ‘0 ’7. 8 ? ko 4 8 [ Temperature 0.1%¢ SM 25508-2010 Digital Thermometer mqkei
Dissolved oxygen (mg/L) %2_ J <.&
750 mg/L - A q
Conductivity (umhos/cm) lt,:-')z) 0
Temperature (°C) 15.0 15 .6
[pH s, 010 |7.82 |7.94
Dissolved oxygen (mg/L) Q-?’ 2.4 1.8
1000 mg/L
Conductivity (umhos/em) \qq’o
Temperature (°C) 1s.0 W. ¥ A h
loH 5.0 Q00 |78+ |7 .87
Dissolved oxygen (mg/L) 83 1. q 4.€
1250 mg/L ¥
Conductivity (umhos/cm) d 3@0
Temperature (°C) L9 % 4. g a8
pH s0) N [ 7.8+ |\
Dissolved oxygen (mg/L} 9 7 1.4
1500 mg/L :
| Conductivity (umhos/cm) 26 1
Temperature (°C) 1‘;. 0 "U‘\ -g < \

SOP AT19-Revision 6-Exhibit AT19
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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 # A &
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
winton | o5-0b-tS | 0500 U oo }«‘( \& PN | o258
24
066\ -5 Ot S S K
48
Termination bs‘ 0 ‘ "LS n w “

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

Test Organism Information:

Organism Source:

In-house culture

Spawning date:

o1y

EPA lpading 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

Age (1 to 14 days old):

wTo Ve S

Hatch date and times:

o4 WL

Wy T

- B0 U g gl

P. pr

P(Lob AT

Lower 95% confidence limit
(mg KCI/L) &

aM.o

Upper 95% confidence limit i
(mg KCI/L) 03§.1
48-hour LCs, (mg KCI/L) AL%.0

Average transfer volume: <0.25 mL
Transfer bowl information: PHSU) 8.0l
Temperature (°C): M- L
Survival Data (number of living organisms):
Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
4 dd|  sA tod ad LY IR
24 wliv [ 0w | w0 |4 S o V'] o
A
48 o | io]mw |w |44 s 3| o \ o ©
Termination
Mean Survival DL 1007. Ap1. <0 1- S T1. 01
Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed
Statistics:
Method Comments:

Test
Reviewed by:

Y
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Statistical Analyses m Sumer
.\' E_nv!umonull'oﬂlllosmlma.TK.
Acute Fathead Minnow Test-24 Hr Survival
Start Date: 5/6/2025 TestiD: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 5/8/2025 LabID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Prolocol: ACUTE-EPA-821-R-02-012 Tast Species; PP-Pimephales promelas
Comments:
Conc-mg/L 1 2
D-Confrol  1.0000 1.0000
500 1.0000 1.0000
750 1.0000 0.89000
1000 06000 0.5000
1250 0.0000 0.1000
1500 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/lL.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 10000 14120 14120 1.4120 0.000 2 0 20
500 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 02267 0 20
750 09500 09500 1.3305 12490 14120 8.661 2 1.025 2850 0.2267 1 20
*1000 05500 05500 08357 07854 08861 8.518 2 7246 2.850 0.2267 9 20
*1250 0.0500 00500 02403 0.1588 03218 47963 2 14.733 2.850 02267 19 20
1500 00000 00000 0.1588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
| Hypothesis Test (1-tail, 0.06) NOEC LOEC Chv TU MSDu  MSDp  MSB MSE  F-Prob df
Dunnett's Test 750 1000 866.025 0.11636 0.11934 052116 0.00633 9.5E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
| Parameter Value SE  95% Fducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 15.1347 289305 94643 20805 o 0.70045 7.81472 08731 299857 006607 3
Intercept -40.382 B.71294 -57.46 -23.305
TSCR 1.0
Point Probits mg/L  95% Fiduclal Limits "
ECO1 2674 699621 549012 786.967 ¥
ECO05 3.355 776054 645138 85241 0.8 4
EC10 3718 B20.156 702155 890672 0.7 4
EC15 3.964 851319 742789 918.26 :
EC20 4158 876.928 776.188 941.482 0.6 1
EC25 4326 899512 B05482 962532 Eos .
EC40 4747 959033 BB0665 1021.88 -
EC50 5000 99672 925504 10636 § 0.4 1
EC60 5253 103589 968.854 1111.34 034
ECT5 5674 110443 1036.38 1205.94
EC80 5842 113287 1061.78 1248.83 22
ECB85 6036 1166.95 1090.7 130251 0.1 1
EC90 6.282 121129 112644 137548
EC95 6.645 128013 1179 149451 00 P PP R v e B
9 T ; 5 f
EC99 326 141998 1279.17 1753.28 Dose mglL
Dose-Response Plot
1 <o
0.9 3 \i\ 1-tail, 0.05 level
0.8 3 of significance
0.7 4
5 05
5 0.5 7
£
o 047
o~
0.3 9
0.2 4
0.1 3
0
: & & 8§ 8§ 8
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Statistical Analyses i
D) Emivonrmirat Textng Sohatioos, .
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 5/6/2025 TestID: PpKCIAC Sampie ID: REF-Ref Toxcant
End Date: 5/8/12025 Lab ID:  ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date. Protocol: ACUTE-EPA-821-R-02-012 Test Species: PP-Pimef promelas
Comments:
Conc-mgiL 1 2
D-Control  1.0000 1.0000
500 1.0000 1.0000
750 0.9000 0.9000
1000 0.5000 0.5000
1250 00000 0.1000
1500 00000 0.0000
Transform: Arcsin re Root 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Number
D-Control 1.0000 1.0000 14120 14120 14120 0.000 2 ] 20
500 1.0000 10000 14120 14120 1.4120 0.000 2 0.000 2850 01489 0 20
*750 09000 09000 12490 12490 1.2490 0.000 2 3.162 2.850 0.1469 2 20
‘1000 05000 05000 07854 07854 0.7854 0.000 2 12.159 2850 0.1489 10 20
“1250 00500 00500 02403 0.1588 03218 47.963 2 22737 2.850 01489 19 20
1500 00000 00000 01588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew  Kurt |
Normality of the data set cannot be confirmed
Equality of variance cannom confirmed
’_I'!pntll‘lh Test (1-tail, 0.05) NOEC  LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 500 750 612372 0.06555 0.06723 051142 0.00266 1.2E-05 4,5
Treatments vs D-Control _
Maximum Likelihood-Probit
P t Value  SE  95%Fducial Limits Control Chi-Sq Critical P-value Mu  Sigma  lter
Slope 13.2148 240897 B8.4932 17.9364 0 0.94914 7.81472 0.81355 2.98587 0.07567 3
Intercept -34.458 723006 -48629 -20287
TSCR . 1.0
Point Probits mg/L 95% Fducial Limits S
ECO1 2674 645405 498603 734866 3
ECOS 3355 726.78 596.936 80588 0.8 4
EC10 3718 774274 656.126 847698 0.7 A
EC15 3964 80806 698686 877957 )
EC20 4158 83596 733893 903478 @ 0.6 1
EC25 4.326 860663 764958 926.643 E_a_s-
EC40 4,747 926194 845444 992045 a
EC50 5000 967.996 894.019 1038.06 & 04 1
ECB0 5253 101168 941438 109077 0.3 -
EC75 5674 1088.71 1016.28 119558
ECB0 5842 112089 104474 124331 9.2
EC8S 6.036 1159.59 107735 130325 0.1 4
EC90 6.282 121019 111794 138513
EC95 6545 1289.27 1178.14 1519.66 S e Tk e
EC99 7.326 145183 129434 1B816.06

Dose mgiL

Dose-Response Plot

3 o~ 1-tail, 0.05 level

09 of significance

D-Control
500

*750
*1000
*1250
500




e n Pimephales promelas

Acute Reference Toxicant Control Chart

RPN Source: In-house Culture
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Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

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

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

Sass = 75" percentile of CVs reported nationally by USEPA)
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Page 1ol
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 # 14

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 Kl
stock solution was used to prepare the concentrations evaluated for toxicity.
'mL Stock solution 5.0 75 10.0 12.5 15.0
mL Dilution water 495.0 492.5 430.0 487.5 485.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: '1.'51 lo
Chemical Analyses: Hours
0 24 48
i *Analyst identified for each day, performed pH, dissolved oxygen and conductivity
Concentration ]
gl Analyst K'L XL KL ements only. Temperatures performed at the time of test initiation or termination by the
pH (5.U.) ¥ ] A (9 analyst performing the toxicity test. Alkalinity and hardness performed by the analysts identified
l! _‘} -}B{ t’ % 3 d‘}‘ QE) on the test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L} %.\0 3.% ‘-B s 8
Control, |Conductivity (umhos/cm) 1 ‘10\
MHSW  lalkafinity (me/L cacos) L Chemical analyses:
FHardness (mg/L Caco,) & g : Reporting limit | Method number Meter Serial number
Temperature (°C) -1_...[. ‘\ \-{.ﬁ 5.0 pH 015U, SM 4500-H+ B-2021  [Accumet AR20 93312452
lpH (s.u) 3 .q‘l A7} q_ : tb\ |Dissolved oxygen  |1.0 mg/L SM 4500-0 G-2021 | ¥SI Model 52CE 08A100271
Dissolved oxygen (mg/L) ‘d G 6 il ‘3 2 Conductivity 14.9 ymhos/em  [SM 2510 B-2021 Accumet AR20 93312452
500 mg/L -
Conductivity (umhos/cm) N-0 Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
Temperature (°0) 4.4 WS . Hardness 5.0 mg CaCOy/L  [SM 2340 C-2021 Not applicable Not applicable
IpH (5.U) ‘;] _Cﬂ -:] ':y:], q. ,lb\ Temperature 0.1°C 5M 25508-2010 Digital Thermometer w%is
Dissolved oxygen (mg/L) 8- 6 1 6 5 8
750 mg/L
Conductivity (umhos/cm) 540
Temperature (°C) -4 s A
pH (5.U.) 3.00 33 291
Dissolved oxygen (mg/L) 3 o |
1000 mg/L B 8 .\
|Conductivity (umhos/em) ‘ 0‘ 2,0
Temperature (°C} ™-L .85 .94
PH (s.U) .90 A0 [3.90
Dissolved oxygen (mg/L) .S 8: =
1250 mg/L 6 ! 6 \
Conductivity (umhos/cm) 2 5‘50
Temperature (°C) . { . ¢ % 8 S
PH (5) 390 [F9 [390
Dissolved oxygen (mg/L) 0.5 : ”
1500 mg/L ‘3 \ g \
Conductivity (umhos/cm) 2 ‘-}-5'0
Temperature (°C) ™. b ‘1“,-1 b

SOP AT19-Revision 6-Exhibit AT19.1



Page 2 of 2
Acute LC;;, Whole Effluent Toxicity Test, Species: Pimephales promelas

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

Pimephales promelas Potassium Chloride Acute Reference Toxicant Test

PpKCIAC # A

Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
Tnitiation 0b0%-S 4] SU S k{ 0'\ 0 g M \ (... Qmm 0 S'u'ﬁ o)
24 i
oo\ S nmn X\
48
Termination d-os"l-‘\ 0"““

*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 EPA loading requirement for freshwater species
of <0.40 g/L at 25.0°C has been documented by
Spawning date: 05- - \§ ETS to never be exceeded using 1 to 14 day old
TR ] (t P. promelas .
Age (1 to 14 days old): -1 :/g*‘hmg
0% VLS WML TN
LHatch date and times: 0s-1k\S 0908
Average transfer volume: <0.25mL
Transfer bowl information: M
pH (S.U.): . 0\,\
Temperature (°C): =4, 0

Survival Data (number of living organisms):

Control 500 mg/L 750 mg/L | 1000 mg/L | 1250 mg/L | 1500 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
A 44 A wd|  wd| | ad
24 o fto [ frofo|mn |49l | ol o]
ul 14
48 10 10| 10 |10 10 | 1D L4 2] O 0 !
Termination
Mean Survival \\5{}"{, \001. |b§1. ‘-\ﬁ 1. I_gr'l'- _S_ T-.
Comment codes: d = dead, u = unhealthy, bs = bent spines, s = stressed
Statistics:
Method '0&0 6\1" Comments:
Lower 95% confidence limit
(mg KCI/L) Aul .}
Upper 95% confidence limit
(mg KCI/L) 10404
48-hour LCs, (mg KCI/L) o 1.1

Test

Reviewed by:
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_‘ Environmental Testing Sclutions, Inc.

Statistical Analyses e e

lim Sumnes

Acute Fathead Minnow Test-24 Hr Survival

Start Date: 6/3/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 6/5/2025 LabiD: 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 1.0000
1000 0.7000 0.6000
1250 0.2000 0.0000
1500 0.0000 0.1000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 o] 20
500 1.0000 1.0000 1.4120 14120 14120 0.000 2 0.000 2.830 0.2952 o] 20
750 1.0000 10000 1.4120 14120 1.4120 0.000 2 0.000 2.830 0.2952 0 20
“1000 06500 0.6500 0.9386 0.8861 0.9912 7.916 2 4.539 2.830 0.2952 7 20
*1250 0.1000 0.1000 0.3112 0.1588 04636 69.269 2 10.554 2.830 0.2952 18 20
*1500 0.0500 0.0500 0.2403 0.1588 0.3218 47.963 2 11.234 2.830 0.2952 19 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 0.1673 0.17159 0.62087 0.01088 5.6E-05 56
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq _Critical P-value Mu Sigma Iter
Slope 14.4223 271632 9.09835 19.7463 4] 2.22616 7.81472 0.52681 3.02805 0.06934 4
Intercept -38.671 B8.2605 -54.862 -22.481
TSCR 1.0
Point Probits ma/L 95% Fiducial Limits G8e] 4
ECO01 2674 T35775 574.963 830.097 =
ECO05 3.355 B820.347 680.243 902.651 0.8 4
EC10 3.718 B869.336 743.06 945125 0.7
EC15 3.964 904.031 787.993 975.765 4
EC20 4,158 932.591 825.023 1001.56 50-5'
EC25 4326 957.81 857.572 1024.96 S 05
EC40 4747 1024.43 941.358 1091.04 @
EC50 5.000 1066.71 991.422 1137.66 x 041 :
EC6B0 5.253 1110.74 1039.82 1191.21 0.3 A
EC75 5.674 1187.99 1115.17 1287.84 02
EC80 5.842 1220.12 1143.54 1346.3 ¥
EC85 6.036 1258.66 117592 1407 0.1 4
EC90 6.282 1308.9 1216.05 1489.62 0.0 —rrerr—rrrrrre—r—r B
EC95 6.645 1387.06 127529 16246 4 10 100 1000 10000
EC99 7.326 1546.49 1388.88 1919.14 Dose mglL
Dose-Response Plot
1
09 ]
1-tail, 0.05 level
0.8 3 of significance
_ 0.7
.-g 0.6 4
£ =3
& 051
£ 04
S
0.3 1
0.2 1
3
0.1 4
0

D-Control 4

500 4
750
*1000 4
*1250 4
1500
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Statistical Analyses fm:
) Teating
Acute Fathead Minnow Test-48 Hr Survival
Start Date: 6/3/2025 TestID: PpKCIAC Sample ID: REF-Ref Toxicant
End Date: 6/5/2025 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 1.0000
1000 0.5000 0.4000
1250 0.2000 0.0000
1500 0.0000 0.1000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L. Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp MNumber
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0 20
500 1.0000 1.0000 14120 14120 1.4120 0.000 2 0.000 2,830 0.2941 0 20
750 1.0000 1.0000 1.4120 14120 1.4120 0.000 2 0.000 2.830 0.291 0 20
*1000 04500 04500 0.7351 06847 0.7854 9.685 2 6.513 2.830 0.2941 1 20
*1250 0.1000 0.1000 03112 0.1588 04636 69.269 2 10.591 2.830 0.2941 18 20
*1500 00500 0.0500 0.2403 0.1588 0.3218 47.963 2 11.273 2.830 0.2941 19 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 0.16649 0.17076 0.63724 00108 5.1E-05 5,6
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 12.977 2.34084 B8.38897 17.5651 0 3.42013 7.81472 0.33127 3.00762 0.07706 5
Intercept -34.03 7.07578 -47.898 -20.161
TSCR 1.0
Point Probits _mg/L__85% Fiducial Limits o] J 4
ECO1 2674 673.522 520659 767.247 =
ECO05 3.355 760.094 624.836 842.865 0.8 4
EC10 3718 810.706 687.68 887.417 071
EC15 3.964 846.743 732,928 919.659 4
EC20 4.158 876.524 770.402 946.856 @ 0.6 1
EC25 4.326 902.907 803.481 971.546 §u,54 ‘
EC40 4747 972.962 889.294 1041.29 g 0.4 ]
EC50 5.000 1017.7 941.114 1090.43 x 041
EC80 5253 1064.49 991695 1146.8 034
EC7S 5674 1147.08 1071.53 1259.04 0]
EC80 5.842 118161 1101.92 1310.18 <]
EC85 6.036 1223.17 1136.78 1374.41 0.1 1 f
EC90 6.282 1277.54 1180.23 1462.18 ey DTGRP
EC95 6.645 1362.6 124481 16086.41 1 10 100 1000 10000
EC929 7.326 1537.75 1369.84 182453

Dose mg/L

Dose-Response Plot

0.8
0.8
0.7
06
05
0.4
0.3
0.2
0.1

48 Hr Survival
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1-tail, 0.05 level
of significance

D-Control

500
750 -
*1000 -
*1250
*1500



Enviranmental Testing Sobutians. Inc

Surveillance and Corrective Action Report (SCAR)

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

TYPE OF INSPECTION: Internal

EVALUATORS: Jim Sumner, Jaydon Perez

LABORATORY PERSONNELL: Jim Sumner, Jaydon Perez

1. DEVIATION / DECREPANCY:

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

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

L. ROOT CAUSE INVESTIGATION:

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

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

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

V. VERIFICATION:
Signature: ,/'}'D.U Date: DG = & 3 = —")\ S

Y Labgratory Analyst
\"A CLOSURE:

Signature: ¢ w\__________, Date: Ob~1h-15
~ l QA Officer




° m mg— gy Pimephales promelas
Chronic Reference Toxicant Control Chart

N : . )
- Source: In-house Culture
0.9 — e e e e e e e e e
I Control Limits (+ 2 Standard Deviations) |
0-8 7= — — ey o o e (i’ e o
| ® o T e————,
®
0.7 e ° _
® e o o ° U —— g g——
5 @ ® -
® ™
o6F —————— SN Sl SR ——— i gt e W -
= I i
b4
< o05F -
=]4]
~ I I | I I I I L1 | I | | | | [ R I L
<
U 1.2 T 073 T 7T 00 0 T T T a0 1=
> L . 4
© Warning Limits
2 g0l ~
1 S [ U S N
08 | —rm— Lt o 5 - s+ . ]
® ®
i ® @ 4
¢ o e o . e v . . *—o 0
e
8% 7 e iy [ * R 7
Bl T s e s s s ]
[ l I l 1 1 I I 1 I 1 | L1 1 I I 1 ] I
B 1:5 1“ 1_’* 15" 3 o 1?' b ab b ab b o ab 95 95 %
RO et 05 S 0 I e ,0‘5 0,90' o a7 8% (S (O g OV O P
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)
emranaas USEPA Warmng Limits (mean logarithmic IC,, £ S, .. converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)

# ed and
Reviewed by
Jien Sumner
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Envirenmental Testing Sohutiens, Inc.
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Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

B T T T T T T T ] T T T T T T T ]
[ T T e e e e e e e = —————— ]
- L ] . @ ® . b
[ (] 8 e _» =
B ® ° ® [} L bt 4
e oo e i e S s e ® L ome
N USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
[ ] ] 1 ] | | 1 ] | ] 1 | | ] | l 1 1 1 ] ]
E I [ | [ | 1 I [ | I I | I | I | | | | | i
ii USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) 7
- ® ® T T T --—..m T T -
- [ ® ° =
1 - i - A
® e @ - °
- . . . -
o ® - [EER— - - 7Y S -,._,_.._.,___ﬂ i ® k
= | | ] | 1 | ] 1 | | [ | | | | | | | | £
- | | | | | | | | | | | | | | | I | I | | E
Ir USEPA Upper PMSD Bound Acceptance Criteria (< 30%) b
- USEPA 9
| | Lower PMSD Bound i
— >12% =
N N y
I VA — @ e © -
o — ®
. S ® nl
- m______.ﬂ_,_ﬂwu-“‘"‘"' —‘ﬂ"“u.—_..,.b'_‘: ‘:—n_mg—wﬂ-nm-‘,“&mm .
-4 1 1 | 1 | 1 | [ SN N B | I I L1 ]
B I Ak b LIPS |, ) A* 420 425 25 o1
- o 0— 1Y o o
SRCELICEN 0\’0‘3 06'03. 0,_09 06,0'- Y @ @ o S ﬂo o o 0.,_0& 5 o ¥
Test date

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

acceptance criteria.

ntered and

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

Jim Sumnar

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

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

Species: Pimephales promelas

PpKCICR Test Number: 127

Page 1 of 6

Dilution preparation information: Comments:
KCl Stock INSS number: INSS A8l
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: ~euogw
Age: < 24-hours old Incubator number and shelf 8
location:
Spawn date: 0% 3\-\8 Artemia CHM number: CHM1385
Hatch dates and times: ovov 18 WD o 0N-0€8  O\SS | Drying information for weight determination:
Transfer vessel information: pH= &.\4 S.U. Date / Time in oven: oA 16-1% bl |
Temperature = w0 °C *Initial oven temperature: 100 *C
Average transfer volume: <0.25mL Date / Time out of oven: oS Ob2p
*Final oven temperature: Lo C
Total drying time: AHWoor g

Daily feeding and renewal information:

*60°C Oven, Thermometer SN: 14-985B5

Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
i e 05060 el \$30 A WS Y M-ovs B
1 -09-
04-09-25 0500 \l,( o 1‘4 [cu 11 H {
2 04-10-25 0500 ||‘ﬂ oo },L o 'b! o018 ©
3 04-11-25 0S 00 U uS | 00 W\ X
I L] L] g
4 04-12-25 ) h L0 . o0 d o4-10:18 A
5
e o800 . \\0O U oo )2 |
5 04-14-25 0So00 k WD O I G160 ) \%
7 04-15-25 0830 e
Chemical analyses: i
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 CaC0s/L SM 2340 C-2021 Not applicable Not applicable
Temperature 0.1°C SM 2550B-2010 Digital Thermometer v30bbMbLE S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: faY s <20% 7-day LCsp (mg/L KCI) | ;
Average weight per initial larvae: 0.746 NOEC (mg/L KCl) 600
Average weight per surviving larvae: 0. L > 0.25 mg/larvae LOEC (mg/L KCl) 1%0
ChV (mg/L KCl) 10. &
1C25 (mg/L KCl) 6s5l.b

SOP AT21-Revision 5—-Exhibit AT21.1
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Environmental Testing Selutiens, Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 127

Survival and Growth Data
Day Control 300 mg KCI/L 450 mg KCI/L
A B C D E F G H | J K L
o 10 10 10 10 10 10 10 10 10 10 10 10
! (o110 [to [ Jtof || ]o|o|o]
? 10 [ (D[1D [ 10 JID | D [ cD[ D Idf td] 10|10
? 0[ 10|10 [0 [ [ |0 [WO] 0] 1o [Id [ID
¢ (o[ |10 ]| ] o]to| o] o] o] 001D
5
[6 1o [ (o | 0] O o [1s J)e |(o [lo |40
6 o1 |10 [to |ro |d [to || o] o] |0
d 0| 1o |10 ] | [0 |10 |to]rto|to |10 |t0
*A = Pan weight (mg)
ray color code: L) . ] . , =
e MAL[I3,G3[il.4s 1312 J13.u9 [13.40 [15. 22 I 38 |13 03 12,02 13735 |13.44
Date: _O%- K-15
*B = Pan + Larvae weight (mg)
Analyst: KL 21,26 120 50]1a.10 [21.30 23.07{22.15 [24. 04|20 40 Laos 20.99 [22.69 | a1
Date: _QU-1-hyg
C = Larvae weight (mg) =B-A
0.6l (113|168 |&E 5.0 [ & | € EL|4q.LE| €239 |27 |63 oS
Analyst: 'X\
Weight per initial number of larvae (mg)
= C / Initial number of larvae &, by
I | vB Al DS
ol | ) S
Analyst: g! Q’ o D 0 0 o [V} o o] V)
Average weight per initial Percent
number of larvae (mg) reduction 0 AL 0 ,qc."'l -kl 0. &% 1221
from control
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1




Page 3 of 6

Environmental Testing Selutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 127

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

10 10 10 10 10 10 10. 10 10 10 10 10

' i\ V) 10 10 ‘l'* qw\ O‘“A A 4“‘ qh‘ '_llut qb,(

t ' ] % Ll » [T\
z to |10 | (0 |10 g"L 3‘ q t* 5'\ N 5* 3
3 TN
o] 10l tol | & | €& | - TR - T A T
: ™
. (W [0 | 1D Z |1 .K 5 h L"\ DS 3
5 T Wl za| K Jd
wlis Lo o |2+ [+ [ 5] 25 2
2 10| 1o 1o SRR S I S P S
' . WA el l* \
¢ q" (| 10 |4 ™ % L[S |4 L A
*A = Pan weight (mg)
T rcode: & Wl =
b ol — 2.5013.24|13.35 [15.5 |82 [14.22.[M. 31 442 1139 13,45 1535 |30

Date: _0D-A0 - Ag

*B = Pan + Larvae weight (mg)

Analyst: KL D0. 3 21.30 (20,55 |22.0]17 14 | i 16 [14. 25 [16.64 1Aa.32 [14. 21T 240113 3y
Date: oU\-\"*"3 4

C = Larvae weight (mg) =B-A
o84 &0V [ .20 {148 [ daz [3.63 | ua [44) | 103 | 044 | 1L |404

Analyst: ﬂ

[ =4

Weight per initial number of larvae (mg)

= C / Initial number of larvae " RL’ - A \ o
\g \s
SR I I B B I I IO RO B S RO B
Analyst: \ o 0 o 0 o o O o o 0’ 0
Average weight per initial Percent
number of larvae (mg) reduction 0.“\1.3 2.77. 0.4k 1247 0.1\3 &4. & 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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Environmental Testing Selutions. Inc.

Species: Pimephales promelas PpKCICR Test Number: 127

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

0 10 10 10 10
' SO YRR Bl
% HNES Y
3 BRI
! C o™ [

5 o 1 1

6 o0 | 1 A

7 o | o o'\ g™

*A = Pan weight (mg)
Traycolorcode: Liant pinle |z »:

Aneiat, . XC 11225 2. 7213 34 1234
Date: _0%-ho- 24

*B = Pan + Larvae weight (mg)

Analyst: —
Date: |_—]

C = Larvae weight {ma]y
Analyst:

o 18] 1% (/]

Weight per initial number of larvae (mg)
=C [ Initial number of larvae O 0
Analyst: 'n_
Average weight per initial Percent
number of larvae (mg) reduction 0 100 ?_

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
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Statistical Analyses

Rarviewed by
Al S
j Jrmee o ——
Larval Fish Growth and Survival Test-7 Day Survival
Start Date 4/8/2025 TestID: PpKCICR Sample ID REF-Ref Toxicant
End Date: 4/15/2025 LabID: ETS-Envir. Testing Sol. Sample Type. KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2 3 4
D-Control  1.0000 1.0000 1.0000 1.0000
300 10000 10000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 08000 1.0000 1.0000 0.9000
750 06000 06000 06000 0.5000
900 01000 01000 0.2000 0.1000
1050 0.0000 00000 0.0000 0.0000
Transform: Arcsin Square Root Rank  1-Tailed Number Total
Conc-mgl.  Mean N-Mean Mean _ Min___ Max__ CV% N Sum __ Critical Resp _ Number
D-Control  1.0000 1.0000 14120 1.4120 14120 0.000 4 0 40
300 10000 10000 14120 14120 14120 0.0c0 4 18.00 10.00 0 40
450 1.0000 10000 14120 14120 1.4120 0.000 4 18.00 10.00 0 40
600 09500 09500 13305 1.2490 14120 7072 4 14,00 10.00 2 40
*750 05750 05750 08609 07854 08861 5.847 4 10.00 10.00 17 40
*900 01250 01250 03572 03218 04636 19.861 4 10.00 10.00 35 40
1050 00000 00000 01588 0.1588 01588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <=0.01) 087948 0.884 0.32954 0.7878
| Equality of variance cannot be confirmed
hesis Test (1-tall, 0,05) NOEC LOEC _ ChV TU
Steel's Many-One Rank Test 800 750 670.82
Treatments vs D-Control
Waximum Likelihood-Probit
Parameter Value SE  95% Aducial Limits Control  Chi-Sq  Critical P-value  Mu Sigma Iter
_S;rope 16,8491 2.16054 125988 21.1014 0 06573 948773 095649 288308 0.05235 3
Intercept -43.577 6.27577 -55.878 -31.277
TSCR 1.0
Point Probits _mg/L__95% Fiducial Limits
ECO1 2674 555921 491.988 599.902 0.8 1
ECOS5 3355 610.183 555.781 647.929 ]
EC10 3.718 641242 592635 675619
EC15 3.964 663086 618.547 695331 0.7 4
EC20 4158 680977 639669 711716 -4
EC25 4326 696709 658.096 726.375 § 0.5 A
EC40 4.747 737983 705228 T66.498 n 3
EC50 5.000 763.981 733.512 793.509 4
ECB0 5253 790895 761.295 B823.236 0.3 1
ECTS 5674 B37.749 B06.042 879.246
EC80 5.842 857.104 B23.417 903725 0.1 1
EC85 6.036 880229 843541 933786
EC90 6.282 910214 868.84 973.843 op OJ
EC95 6645 956.546 906672 103762 Ty 1.0 100 1000 10000
EC99 7.326 1049.91 980.01 1171.26
Dose mg/L
Dose-Response Plot
1 - >
0.9 4
0.8 4
0.7 4
g 0.6 3
@ 0.5
E 04 3
~ 3
0.3 4
0.2 4
0.1 3
03 P-4
g & g g g & g
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A

(i Larval Fish Growth and Survival Test-7 Day Growth —!
Start Date: 4/8/2025 TestID: PpKCICR Sample ID: REF-Ref Toxcant
End Date: 4/15/2025 LabID: ETS-Envr. Testing Sol. Sample Type:; KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA—821~R-02-O1 3 TestSpecies: PP-Pimephales promelas
Comments:
1 2 3 4
06860 07130 0.7650 0.8180
09580 o0.8190 0.8820 0.9680
0.8390 o0.8270 0.8340 0.8450
0.6840 0.8010 0.7200 06950
04320 o0.3830 04970 0.3910
01030 0.0940 0.1860 0.0690
0.0000 o0.0000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Mean N-Mean ~ Mean Min Max CV% N t-Stat  Critical MsD Mean  N-Mean
D-Control  0.7455 1.0000 0.7455 0.6860 08180 7.834 4 0.8295 1.0000
300 0.9068 1.2163 0.9068 0.8190 0.9680 7717 4 -4.317 2290 00855 08295 1.0000
450 0.8383 1.1217 08363 0.8270 0.8450 0913 4 -2.430 2280 0.0855 0.8295 1.0000
600 0.7250 09725 07250 06840 0.8010 7.291 4 0.549 2290 0.0855 0.7250 0.8740
750 04258 0.5711 04258 p.asaon 0.4970 12243 4 0.4258 05133
900 0.1130 0.1516 0.1130 0.0690 0.1880 44910 4 01130 o0.1362
1050 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 4 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p=001) 0.96269 0.844 0.11552 -0.5275

Bartlet's Test indicates equal variances (p = 0.04) B.17679 11.3449
Tost (1-tail, 0.05) LOEC Chv TU MSDu_ MSDp MSB MSE F-Prob df

Dunnett's Test 600 =600 0.08553 0.11473 0.02835 0.00279 0.0013 3,12
Treatments vs D-Control
[ l-hnrlmlrpn(anen(m Resamples)

m SD 96% CL(Exp) Skow

509.53 2197 44756 590.51 1.0186

569.07 2588 49544 63714 -0.1101

609.99 1568 54449 64430 -1.1123

630.78 11.01 59314 664.18 -0.2799

651.57 10.03 817.03 683.60 -0.1012

713,93 994 686.04 747.91 0.4850

755.28 10.09  728.10 783.53 0.2280

-0.4
0 500 1000 1500
Dose mgiL
Dose-Response Piot
1.2
14
0.8 +
2 1-1ail, 0.05 level

7 Day Growth
ol

7501

1050

of significance
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Y Environmental Testing Solutions, Inc.
Species: Pimephales promelas PpKCICR Test Number: 127 .
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 % e A W E.y
Concentration Parameter
pH (5.U.) .89 2.83 724 | ,.72 7.86 8
Dissolved n o
gy 8.2 8p &.\ 8.0 &2 e 0
Conductivity - =
C%NHL':;)L (umhos/cm) 297 3/z2 3
Alkalinity (mg CaCos/L) <4, $4
Hardness (mg CaCO5/L) 8o €9
Temperature (°C) ™. & “§.0 Y .4 . & . € S.1
PH (s.U) V.94 280 |29 175 795 “}so
Dissolved oxygen 4 8 0 0 0 g 2
300 mg Kyt [HIBAL T . 6.3 & A 4,
(umhos/cm) & 2 ; 850 | 243
Temperature (°c) W, 8 Wb . & w1 w1 . §
PH (5.U.) 7 9% 2.80 | 7.94 [[2.7¢4 7.95 S 2
Dissolved oxygen
m 6‘ 6;0 e.« 0 Q '0 . 2-
450 mg KCi/L —&-’f{% s J - 8 ’13
(umhos/cm) logo e 4 lioo
Temperature (°C) ETICY .6 . § 4. .1 . ¢
PH (5.U) 229 | 780 | 7.9 | 772 2.9% 15%
Dissolved oxygen 6 0 9.'
600 mg KCI/L %IW 6.3
(rmhos/cm) 332-0 3 o
Temperature (°C) RN WM. § WM. & .
PH (5.U.) 799 7. 80 2.97 11 2.75 |7.9¢2 ASD
Dissolved oxygen 6 3 0 6 l 8 0 9 q 2
750 mg KCI/L ‘c':fgt’mm : 8. : | .
(umhos/cm) 14t : 1650
Temperature (°c) . g i I WM. € - b .1 W. §
PH (5.U.) Soo 7.82 2.9Z7 | 2.9) S i JsY
Dissolved oxygen
Rt ; 8.0 8.2 :
soomgkcy |inst 84 | g0 ﬂﬁ o 2l
(umhos/cm) LE % e [EEsThE | oo | 870 i
Temperature (o) . § .1 W€ [ b .1 i |
PH (5.U.) 8.0/ .98 | 229 | 747 Ny
et gy 8 Gl 90 | a2 | N
1050 mg KCI/L  Condvit ity e s ‘l}éf =P
(umhos/cm) 2190 290 [ 2l7¢ SR
Temperature (°C) W. ¢ . § WM. b Wl v
Initial Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1
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_ Environmental Testing Solutions. Inc.

Species: Pimephales promelas

Page 6 of 6

PpKCICR Test Number: 127

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) HESY =y
Temperature (°C) | <4.7\ . § A & 15\ Al -\ b \.b
PH (S.U.) 195 [2we 1221 [ 133 2.760 | z.23 1 Q42
00 I/ {Dnl-ls;;:; e oneer 8o T 3.2 +.2 3 - & 163
300 mg KCI/L Conduct ity
{:mh:s,’:ml gb‘{ A3 5t &So
Temperature (°C) Rt B 5.0 W4 Tl A i - - § .S
pH (5.U) NQu | *L% F449  |[730 $.oF 2.49 1 2.94 | Y2
450 mg KCI/L ety 8o o 3.3 3-2 <2 5.0 & 1 bs
me Conductivity
Gahodfai) 103D e I1le) e
Temperature (°C) ™. é "1s.\ \S$.D A ’L‘-\.-R ™9 1‘-\4 LS
pH (5.U.) N |Fvt |0 113 g0l 767 | 793 | Fv2
;:Lsgs;:;edoxygen o ( 1.4 - 33 %.3 L.0 £. v w3
600 mg KCI/L CorRicey -
(umhos/cm) KSe) 130 1370 1360
Temperature (°C) W™ -\ ™. § 1.9 ™. § A4 LR ™ .‘i_
pH (5.0 2 B N Y 3ot (273 | 7.94 | b2
Dissolved oxygen } . £.0
9. 5 e B 24 5.2 2 & ™
750 mg KCI/L -‘cl“;‘-’é'j T eV B
(umhos/em) haOO 1w O \lero 1o -
Temperature (°C) .4 .1 . § 5.0 ™ § .4 .7 -7
oH 5.0) o0 | 77x_ |soa  [33a | %0t | 72.7712.95 | Dwz
N ?;:;;_I;Ed oxygen 8{ 13 83 1.3 9.2 $.0 4.1 . 3
e [ Conductivity s R
(b 1000 ‘ ! 1890 1920 \8bc
Temperature (°C) .4 4 W. € .4 5.0 .1
pH (5.U.) Q00 | 330 .o 3.5 7.26 | 7.95
Dissolved oxygen
; . 23 %2 §.0 £
1050 mg KCI/L Jé.:-%ljctlvity 6 \ 1? = e ) | Er—
(umhos/cm) A"w SRR 2133 | 20 (R 2140
Temperature (°C) w1 w7 WA . A - § 1,“1-1
Initial Final Initial Final Initial Final Initial Final
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> — o Pimephales promelas
Chronic Reference Toxicant Control Chart

Testing Sotons . Source: In-house Culture
0.9 G LS S TN (RS SE (R R T e S i B i B Rl s
I' Control Limits (* 2 Standard Deviations) ]
0.8 e 7]
F ® ® T T~ —— .
0.7 . s T ® o i .
. e ® o L e ©®
[ ] [ ]
D6 |« === —~ L o e e T T e e i ——— e T T .
G i ~
~
= o5} |
e—-: A N Y N T NN NN S SN NN (R SR N N (N N N N
2” 1.2 S G A N . S T S . L . AR T i B T R SR G
o i Warning Limits ]
T 10f -
~ T om0 S B A SN N AR
0‘8 i 5 4 — s — o 4 ¢ I i e - — s s - L G g —n —y e v e =
@ [ ]
i ® ®
° ® o &— e @ . . o- .“—."""."’".—"":—"—. Mi
06 ... i ¥ e o — — T .
D L |
| 1 1 | l 1 1 1 J_ | | | 1 | | | | | | |

12 LI, L L L L 111111.1.15.1.‘5.1‘315
RO .09 09 (50 0&.09 o9 o 1.09 ,,o O 0 (07 8 (O (ST g O o O O 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)
s e == Control Limits (mean logarithmic IC,, + 2 standard deviations converted to anti-logarithmic values)
wee == Laboratory Warning Limits (mean logarithmic IC,, * 2 coefficent of variations converted to anti-logarithmic values)
25 = SA 75

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

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

J Entered and
Rivirwed by
Tim Sumner
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Pimephales promelas
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture

Environmental Testing Solutiens. Inc.

1.25 T r T T 1T T T 1 T T T T T T T T T T T 1 :
< 100 F -
B [ ] S — cerc =i . O S O O " ——" N —— - — — - -
o= 075F ST _ ® ° e o o * ]
i . C ® ® o
G .E E ° [ ] @ ® [ ] i ]
— e o T WSS TSSO am mm c omn  m mn o — D WS S ——— - 7
S E : — :
= = 050 —
:°: ~ i ]
o g : ;
e Q.25 r .
g USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
| | I | 1 1 I I I | I | l | I I I I I [
L I [ I | | 1 | I | I | I | I | [ I I | ]
3 fi USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) 1
g @ 20 ] ]
= 3 b —— S 4
8 0o L, e e i e o |
§ (G : . s o . i
‘46 E 10 T —— _____w,_._.....__..? el ® ® i
= - @ ® — T S E
t o - @ . © ® G

[T @
S 5 e e e ———————— ___ 8 __ e ]
t - — — — S—— RR— -
] - -

o 0
o - 4
[ 1 | | 1 | | | | | | | | | | | 1 1 | | |
- | | | | | | | | | | | | | | | | | 1 | | 4
30 i USEPA Upper PMSD Bound Acceptance Criteria (< 30%) i
- USEPA -
o | | Lower PMSD Bound i
& 20 (>12%) _ -
(o) - -~ o o e S i o i s o e S i -
S ; T s |
o B - — [ ] ! [ ] . [ ] :l
M)

10 e e e s i = ]
" i e b — - mn.’”"".g.—.un;—..mmm-ﬂ""'a""m‘_-m‘ﬂd" o
I T | 1 1 L1 1 N S I N M (I r A T

.1‘5 > 52 1°~ 2 P I o . P L .15= 422 :L‘J a1 1°

RELCY 0\'09 O 0.5 0‘5 0”« 0‘5 @ 09. A 0:1.1- o 1_,0‘5 ol .cP 0°~ > 0905‘

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. ;
4 Entered and

Reviewed by
Hm Sumner

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

Page 1of6

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 128

Dilution preparation information: Comments:
KCI Stock INSS number: INSS =1L
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 22
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: Mauowd
Age: < 24-hours old ¢ Incubator number and shelf a8
**ﬁ location:
Spawn date: Co oq.m.lé') G Tt S--a5— oSG | Artemia CHM number: CHM1385
Hatch dates and times: 05-05:1S p.\s_p o 050 S \${ | Drying information for weight determination:
Transfer vessel information: pH = 'l:'i..'m §.00) S.U. - Dat‘e.," Time in oven: 05:13-28 %08
Temperature = $+tia™ “m *Initial oven temperature: [
Average transfer volume: <0.25mL RTwH " Date / Time out of oven: 051418 0b0S
*Final oven temperature: Lo ‘' C
Total drying time: - Houts

Daily feeding and renewal information:

*60°C Oven, Thermometer SN: 14-985B5

Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
0 05-06-25 0500 W wod 1 ao8 | U o\des &
N U [N
1 05-07-25 0%00 w0 H o {1s] [ -L
2 05-08-25 g il
0s00 & 3% W G\ 0 W o\-3-s C
2 05-09-25 oS W Woeo st 000 ‘H L
7 e
3 05-10-25 O\ood W \LoO U 0% 00 U 05-08-\8 A
L] L)
2 05-11-25 Do LL00 u ofv0 7 \
L Tt
g 05-12-25 o540 & WO o I oo | i )
7 05-13-25 oSO V{r
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 25508-2010 Digital Thermometer Akl b &S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: O1. <20% 7-day LCso (mg/L KCl) §20.71
Average weight per initial larvae: G983 NOEC (mg/L KCl) L00O
Average weight per surviving larvae: 0.18% > 0.25 mg/larvae LOEC (mg/L KClI) KO
ChV (mg/L KCl) 0.4
lCzs{m_ElL KCl) \.Si.i(

SOP AT21-Revision
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Environmental Testing Solutions. Inc.

Species: Pimephales promelas

Page 2 of 6

PpKCICR Test Number: 128

Survival and Growth Data
Day Control 300 mg KCI/L 450 mg KCI/L
A B £ D E F G H | J K L
¢ 10 10 10 10 10 10 10 10 10 10 10 10
1 ol ||| o (vt | infro|to
A (0 | o | [ o {10 [ o |10 fug [ |10 |0
3 o Lo v [eo ] [ [eo o] o] |
4
oo [ 1o [ 10| (oW ol W]l |l
i (o | tp| to [tO ] VO[O0 ID | ID|ID |10 |10
6 ISR RN ERYRYEEY YR
7 [[v’s
(O ('S [ 0| Wpto | IN]ed 2DV |0 ID]LD
*A = Pan weight [T{gj
e e i 12.52 [i3.u0 [14.26 [ 42 |38 |@.8% |3.52 |00 |15.%5 |250 |97 [i4.5¢
Date: _ 04-7%-1%
*B = Pan + Larvae weight (mg) b. sq
Analyst: : . |- . ! - ; i §
Date: . 05 153 2004|232 (22.5H7).% [22.95|23.58 2.9 | 20,00 |20.04 [20. U5 [14.29 PA
C = Larvae weight (mg) =B -A
131 [ | 629 |14 [4.e2 [0.10 (420 |8.00 |1.34 [1.€S [1.271 | T.08
Analyst: u“
Weight per initial number of larvae (mg)
= C / Initial number of larvae ~,
| S| )
Analyst: I"\ o 0 o o 0 o
Average weight per initial Percent
number of larvae (mg) reduction - 20 3? o;—-‘-bq S.b 'T_
from control * '
(%)

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

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

Comments:

SOP AT21-Revision 5—Exhibit AT21.1




Page 3 of 6

——
Species: Pimephales promelas PpKCICR Test Number: 128
Survival and Growth Data
Day 600 mg KCl/L 750 mg KCI/L 900 mg KCI/L
M| NJ]o]PJlal]R]s ] TlulVv]w]Xx
0 10 | 10 | 10 | 10 | 20 | 10 | 10 | 10 | 10 | 10 | 10 | 10
* (0 | 10| Q| 0| ' g4 4| a* b-u t.u e 1“
2 wlio [ |w] w]ala|a st [
: wiw|ltw|ow|lo|laqlg|a]ls|S|e]|t
4 o | 1o jo | )o E’)za 8“ q Q |y < 2"“3 G
a w| o | at o] ™ a| a| 8] a2 |
6 o] alio | ] & a4 3| & 31
’ plwlalw]| Al gl] 3

*A = Pan weight (mg)
Tray color code: _1urQ U D14 :

Analyst: __ XL 1332
Date: _ 0U- 22

12,3\ 13.90 |i3.32 }i3.34 [12.94 [13.50 [i2.22 [4.2413.89(15.54 2. 15

*B = Pan + Larvae weight (mg)

Analyst: _ Xt : - : 4.25 (3. 535 1. .0u
g ST 20.90 21,32 |21.15 |20.05 [16.33[18.10 |i T.5%]15.82 |15.90 |19 |5

C = Larvae weight (mg)=B-A
A | £02 (128 [L1D [4.48 [sab [5S [s.05 | 1.54 (LSl [1LMS (q.3)

Analyst: (l

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

v < | e 5 o A N
SRS R G A
Analyst: '[’l 0’? o (v} ) o 0 o Q" ro' ° 0 0
Average weight per initial Percent
Ll L reduction. 1 6.12.9 v.al 0.4 Bal]l o ab AW
m contro! &
(%)

*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



Environmental Testing Selutiens. Inc.

Species: Pimephales promelas

Page 4 of 6

PpKCICR Test Number: 128

Survival and Growth Data
Day 1050 mg KCI/L
Y 7 4 AA BB
¢ 10 10 10 10
sd| _Sel
2 W\ »
T S T | S
3 wh 2l
B D 1|3
3 2| % 2|8
5 <A v
T\ \ i
7 VN ooy |
*A = Pan weight (mg) -
Tray color code: _TUvi UGN y
Analyst: _ XL 1270 (1 .09 1215 11365
Date: _V4-%2.25
*B = Pan + Larvae weight (mg)
Analyst: 13,08 [ [13,4\ | 5,43
Date: _ 05-15-3<
C = Larvae weight (mg) =B -A
0.8%| | Bl ok | 1.8
Analyst: }K
Weight per initial number of larvae (mg)
= C/ Initial number of larvae
NI
° & | N
Analyst: J] 0 2 N 0
Average weight per initial Percent
number of larvae (mg) reduction 0.087 88.9 7’
from control )
(%)

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

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

Comments:

SOP AT21-Revision 5-Exhibit AT21.1
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Statistical Analyses heieretty
D Errenmert g Sobotens e
Larval Fish Growth and Survival Test-T7 Day Survival
Start Date: 5/6/2025 TestlD: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 5/13/2025 Lab ID: ETS-Enwr. Testing Sol Sample Type: KCL-Potassium chloride
Sample Date Protocol: FWCHR-EPA-821-R-02-013 TestSpecies: PP-Pimephales promelas
Comments:
Conc-mg/L 1 2 3 4
D-Control  1.0000 1.0000 1.0000 1.0000
300 1.0000 1.0000 1.0000 1.0000
450 1.0000 1.0000 1.0000 1.0000
600 10000 1.0000 09000 1.0000
750 07000 07000 08000 0.7000
900 02000 0.2000 02000 0.3000
1050 01000 0.0000 01000 0.2000
______ Transform: Arcsin Square Root Rank 1-Tailed Number  Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp Number
D-Control  1.0000 1.0000 14120 1.4120 14120 0.000 4 0 40
300 1.0000 1.0000 14120 1.4120 14120 0.000 4 18.00 10.00 0 40
450 1.0000 1.0000 14120 14120 14120 0.000 4 18.00 10.00 0 40
600 09750 09750 13713 12490 14120 5.942 4 16.00 10.00 1 40
‘750 0.7250 07250 10202 09912 11071 5685 4 10.00 10.00 11 40
‘900 0.2250 0.2250 04926 04636 05796 11.772 4 10.00 10.00 3 40
*1050 0.1000 01000 03185 0.1588 04636 39.374 4 10.00 10.00 36 40
Auxillary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.85011 0.896 -0.2603 3.08946
Equality of variance cannot be confirmed
thesis Test (1-tail, 0.05) NOEC  LOEC Chv TU
Steel's Many-One Rank Test 600 750 670.82
Treatments vs D-Confrol
Maximum Likelihood-Probit
Parameter Value SE  95% FAducial Limits Control Critical P-value Mu Sigma Iter
Slope 13.8975 1.77642 104157 17.3793 0 1.51336 9.48773 0.82427 291415 007196 3
Intercept -35.5 518715 -45667 -25.333
TSCR 10
Point Probits mg/L  95% FAducial Limits i) r
ECO1 2674 55821 484907 60933 o
ECO05 3.355 624935 562.136 668824 0.8 4 4
EC10 3.718 663.706 ©07.652 703.531 0.7:
EC15 3964 691.216 640.016 728.426
EC20 4158 71389 666.597 749.247 o 06 4
EC25 4.326 733935 €89.916 76799 05 4
EC40 4.747 786975 749.927 819971 0
EC50 5000 820712 786.029 855618 & 04 1
EC60 5253 855895 B821.48 B95412 0.3 - |
ECT5 5674 917.749 878793 971.401
ECBO 5842 943.517 901.233 1004.87 9.2
EC85 6.036 974468 927.421 1046.13 0.1 4
EC90 6.282 101486 960628 11014 0.0 J
EC95 6.645 1077.82 101086 1190.12 iy 10 100 1000 10000
EC99 7.326 120666 1109.97 1379.16
Dose mgiL
Dose-Response Plot
14 s e
0.9 -
0.8 3
0.7 4
S 054
@ 05
>
804
[
0.3 4
0.2 9
0.1 4 4
0+ - - . -
5 8 & & & § 8
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Statistical Analyses it
,\' Erwironmantal Testing Sakutlons, bnc.
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 5/6/2025 TestID: PpKCICR Sample |D: REF-Ref Toxcant
End Date: 5/13/2025 Lab ID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: FWCHR-EPA-821-R-02-013 Test Species: PP-Pimephales promelas
Comments:
Conc-mgil 1 2 3 4
D-Control 0.7320 07720 0.8290 07970
300 09820 1.0700 0.9300 0.8000
450 07340 07850 07270 0.7080
600 07140 08020 07250 06730
750 04980 05160 05750 0.5050
900 0.1590 0.1510 0.1450 0.2310
1050 0.08%0 00000 00780 0.1820
S Transform: Untransf d 1-Tailed Isotonic
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
D-Control 0.7825 1.0000 0.7825 0.7320 0.8290 5.234 4 0.8640 1.0000
300 09455 12083 09455 0.8000 1.0700 11.941 4 -3.398 2.290 0.1099 0.8640 1.0000
450 07385 09438 07385 07080 0.7850 4.453 4 0.917 2290 01099 07385 0.8547
600 07285 09310 07285 06730 08020 7.394 4 1.126 2290 0.1099 0.7285 08432
750 05235 06690 0.5235 04980 05750 6.709 4 0.5235 06059
900 01715 0.2192 01715 0.1450 0.2310 23370 4 01715 0.1985
1050 0.0868 0.1109 0.0868 0.0000 0.1820 86.054 4 0.0868 0.1004
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates normal distribution (p > 0.01) 0.95262 0.844 -0.2859 1.77288
Bartlett's Testindicates equal variances (p=0.17) 5’;923‘?4 11.3449
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 600 =600 0.10985 014038 0.04049 0.0046 0.00234 3,12
Treatments vs D-Control
Linear Interpolation {200 Resamples)
Point mg/L SD 95% CL{Exp) Skew
IC05 35163 1537 33177 43399 1.5270
IC10 403.27 60.76 36353 73152 22859
IC15 511.50 8277 361.34 71034 -00720 1.0
IcC20 627.29 3634 45899 68444 -22159 09 1
IC25 658.90 1847 59716 71345 -0.1684 0.8 ]
IC40 75217 1127 70980 778.26 -0.4903 07 1]
IC50 788.99 745 766.92 81224 -0.0044 s
0.5 1

Response
oo
[

0.1
0.0 4
_0'1 -
.D_z e
-0.3
0 500 1000 1500
Dose mgilL
Dose-Response Plot
1.2
]
1 :
08 &
T 1-tail, 0.05 level

of significance

&




Enviranmental Testing Selutions. Inc.

Species: Pimephales promelas

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

PpKCICR Test Number: 128

(Analyst identified for each da

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

Day

Concentration

Parameter

pH (S.U.)

Analyst

CONTROL,
MHSW

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

Alkalinity (mg CaCOs/L)

Hardness (mg CaCOs/L)

Temperature (°C)

pH (S.U.)

300 mg KCI/L

Dissolved oxygen
(me/L)

Conductivity
(umhos/cm)

Temperature (°C)

w1

pH (5.U.)

AL

2 Pl

450 mg KCI/L

Dissolved oxygen

(mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

pH (S.U.)

Dissolved oxygen

(mg/L)

600 mg KCI/L

Conductivity
(umhos/cm)

Temperature (°C)

pH (5.U.)

gl

750 mg KCI/L

Dissolved oxygen
(mg/L)

82

Conductivity
{umhos/cm)

\vZo

Temperature (°C)

T

pH (s.U.)

AT

900 mg KCI/L

Dissolved oxygen

| (mg/L)

03

Conductivity
{umhos/cm)

1900

Temperature (°C)

w1

pH (5.U.)

8\

1050 mg KCI/L

Dissolved oxygen

(mg/L)

8.7

Conductivity
(umhos/cm)

Temperature (°C)

14 51

-k

Initial

Initial

Final

Initial Final

SOP AT21-Revision 5-Exhibit AT21.1
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. Environmental Testing Selutions. Inc.

Species: Pimephales promelas

PpKCICR Test Number: 128

Page6 of 6

Analyst

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

Day

Concentration

Parameter

CONTROL,
MHSW

pH (s.U.)

Dissolved oxygen
| (mg/L)

Conductivity
(umhos/cm)

Alkalinity
(mg CaCOs/L)

Hardness
{mg CaC0s/L)

Temperature (°C)

300 mg KCI/L

pH (S.U.)

134

Dissolved oxygen

(mg/L)

Conductivity
{umhos/cm)

Temperature (°C)

450 mg KCI/L

pH (5.U.)

T34

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

14

Temperature (°C)

Wb

600 mg KCI/L

pH (S.U))

335

Dissolved oxygen
(mg/L)

.9

Conductivity
(umhos/cm)

Temperature (°C)

.

-l

750 mg KCI/L

pH (S.U.)

T3

Dissolved oxygen

| (me/L)

Conductivity
{umhos/cm)

Temperature (°C)

. Iql T

Wy

900 mg KCI/L

pH (s.U.)

>. 7P

T3

Dissolved oxygen
(mg/L)

Conductivity
(umhos/cm)

Temperature (°C)

b

1810
g

1.4

.1

sS4

1050 mg KCI/L

pH (5.U.)

Tt

3.0%

1.7%

Dissolved oxygen
{mg/L)

Conductivity
(umhos/cm)

ASY0O

Temperature (°C)

W. ¥

2030
.1

3.

.6

3.4
Ke3o

3.9

£

ph o

T
0.1

By A

Initial

Initial

Final

Initial

Final

Initial

Final

SOP AT21-Revision 5-Exhibit AT21.1




e g o Pimephales promelas
Chronic Reference Toxicant Control Chart
el s Sobeions, i Source: In-house Culture
0.9 T S SR S S 2 S I SR A R NS (N (R O R S
[ Control Limits (+ 2 Standard Deviations) |
0.8 - . e I =
| ? P T
BT i B ® o - .
e . ¢ ° T et
® B
0.6 F T T S W o m omm ms o T t  ——  aan 8
= A ]
"4
-
0.5 - _
o
= RS N T NS SRR SN NN TR SN NN N Y SN SN MO Y S S S
Ty ]
o 12 — T T T T T T T T T T T T T T T T T T 1
& | Warning Limits i
® 10f -
~ R
0.8 i — e b ¢ SN SN T T - s 8 - o 9 —  c— 1 — 5 & —
® ®
I e o ]
® ® S ® L ® H’“"—“’i——‘——-—.
) ®
0'6 i — -— ¢ - o .o . p———L LR e LR ] ]
DL L T s |
N AN W N TN N TN SN NN N SRS SRR SN SR SR MY S S
w"r’l e ”ﬁla * 0"15-0"05@’;1'@ o%”“’ia- vto"-""lx“(’nr“ﬂv@ 1;«, e °“'1 “1:& & 5% . 31‘,
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,

SA.?S

=75" percentile of CVs reported nationally by USEPA)

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

! Enwironmental Tasting Sohations, knc.

125 — T T 1T 11T T 1 T [ — T —
- "Q" 1.00 [ e i
2= Q75 =~ . —— R—. i B .
O @ ) @ e ™ b
— _q: - i e T — I —— —— o . o S —— — — — —— -
s s i ]
s = 050 - -
g ~ C ]
o g C ;
= 0.25 f

B USEPA Minimum Acceptance Criteria (> 0.25 mg per surviving larvae) ]
L | | | ] | | | | | | | | | | | | | | ]
- | | | | I | | | | | | | I | | | | | | I R
;\? i USEPA Maximum Coefficient of Variation Guidance Criteria (< 20%) f
s < 20 ¢ i
o 3 b e B ]
-E 2 L. ST SIS el " i o e e R R i
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® 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 @ minimum
acceptance criteria.
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) Environmental Testing Solutlons, Inc.

Page 1l of6

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1000.0)
Species: Pimephales promelas
PpKCICR Test Number: 129

Dilution preparation information: Comments:
KCl Stock INSS number: INSS s
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: Jer ow
Age: < 24-hours old Incubator number and shelf s
location:
Spawn date: 0%-1b 1S Artemia CHM number: CHM1385
Hatch dates and times: Oe-oL-1s WHMO  p ob03+ 1S 05pv | Drying information for weight determination:
Transfer vessel information: pH= &, 0‘{ S.U. Date / Time in oven: oletU°18, OWLD
Temperature = 4.0 °C *Initial oven temperature: [
Average transfer volume: <0.25 mL Date / Time out of oven: Otk \S  2b1l0
*Final oven temperature: WY
Total drying time: WM-Rou s

Daily feeding and renewal information:

*60°C Oven, Thermometer SN: 14-98585

Day Date Morning feeding Afternoon feeding Test initiation, renewal, MHSW
or termination batch used
Time Analyst Time Analyst Time Analyst
0 06-03-25 0% 0S }h_ 59 I, aV LS l{ 051516 A
! 06-04-25 05080 u L3 u o [ M y
Iv I~ v
2 06-05-25 0% 09 X \3U0 K (o211 K 0s-2e-wse ¥
3 06-06-25 owLoo |y \veo | i 6 too U L
LI L L L
4 06-07-25 5L0o O u 4LOD ) 08060 74 0L DL-1S A
L - LAY
5 06-08-25 Bl O W30 U 000 5\ \
T [ Y
6 06-09-25 0500 \ 1100 01\0% k;
¥ | ] v
7 06-10-25 J ok U
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2021 YSI Model 52CE 08A100271
Conductivity 14.9 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 25508B-2010 Digital Thermometer \éo\.\ak\luﬂ S
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 2-), < 20% 7-day LCso (mg/L KCl) 1171.5
Average weight per initial larvae: 0.920 NOEC (mg/L KCl) 6230
Average weight per surviving larvae: 0 94720 >0.25 mg/larvae LOEC (mg/L KCl) 60
ChV (mg/L KCl) 1a. 8
ICas (mg/L KC) 616.%
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' Environmental Testing Solutions. Inc.

Species: Pimephales promelas

PpKCICR Test Number: 129

Page 2 of 6

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

Survival and Growth Data
Day Control 300 mg KCI/L 450 mg KCI/L
A B C D E F G H 1 J K L
o 10 10 10 10 10 10 10 10 10 10 10 10
! 10 {to |10 [to Jrolto | so] t0]ro| o]0 |0
" 0 | to [to [1o | o] to]tofto [to [ to]to o
: 0 | 1olio ho [vo [w [0 | 10] 0 || o |id
4
| ol w0010 0] to] toJ o[ [0 [
? 10 ol 10tV Jto |10 10 10 1o | (D |10 10
6
fo | qo [0 [ 10 |10 [0 |}o ol oo e | 1o
4 0| to [Vo | ol 0| to |ty [y fto|'0 [0 [1Q
*A = Pan weight (mg) -
Tray color code: LQVenA e
Analyst: _XL 1S4 1.2 12.64 ILBL Jl?)."ﬁ 13,36 [M.3p [I4.5¢ 239 . 4213, LB 14 50
Date: _05-11-25
*B = Pan + Larvae weight (mg)
Analyst: X M2 2085|2139 | .2\ 23,9 2595 |15, 26 (1B | W1 13,6213k (1.2
Date: 08 AL~ 1S
C = Larvae weight (mg) =B-A 6 9 3 g {
e.47 A 451 1.47
$3o % 96|9.70 9.69 %93 .6
e 0 938 1096 :
Weight per initial number of larvae (mg)
=C/ Initial number of larvae ‘[{’\1" & Og’b B/\
Q- D.Q N\ \'\
Analyst: Qp
Average weight per initial Percent
number of larvae {mg) reduction x
from control : O . qQé -—Q,ZZ
(%) L SR e

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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| Enviranmental Testing Selutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 129
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 10 10 10 10 10 10
. o (1o Jto [0 | e 8 » |a* ] s*] 4] ] s™
2 ol tol 10|t ] & & nn| A g 4 | 3™ ¢
’ lol o | 1o [to |Fe|© | 0| ¥P]4 | L] @3|u
) o ol ol w3l e 1M 1] 9l 4] | Y
® NN RN R
° w 1o Rl ] L |sPlu |93 | u| (|4
¢ ol la [ay o o s |3 [ |s®

*A = Pan weight (mg)

ooy 13,33 1349 [i2.00 |12.64 [3.14 12,6\ {14.0% 4. 03 |12.44{13.5D|12.\U{ 13 Wb
Date: 05 2. -4

*B = Pan + Larvae we‘i%t (mg)
Analyst:

¥ .04 [ M| 0L0 (208 1403 11, 28 1 ST [1EM0 1S4 [15.6b (1364 6aY
Date: 06+\%-A8

C = Larvae weight (mg)=B-A

36 " wi 1
Anal W ° 399 19.60 %96 5.99 sl {32 43 b 216 .03 2.d%
nalyst:

Weight per initial number of larvae (mg) u,.la

= C / Initial number of larvae gq&\o Q‘:\ L\@ %Y L,\@ U\)ﬁ i;‘\o u\ﬂj’ 0'51:]7 ’L\[O Q .\'33 . 1\)&7

\- o |07 |° o |O 0" |© o
Analyst: W

T

Average weight per initial Percent

number of larvae (mg) reduction 0 .970 -«g,u‘-/_ >, sﬂz Y gH _/t 0. 'ZZ'S 7647

from control
(%)

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

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

Comments:
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. Environmental Testing Solutions. Inc.

Species: Pimephales promelas PpKCICR Test Number: 129
Survival and Growth Data
Day 1050 mg KCI/L
Y & AA BB
0 10 10 10 10
Wi, W
! G 3| A
2 1”\ 14 \ o8, ‘:‘:\
3 i
| (0 \ |2
9 (] ol v | x
5 ' (7N
\ 0 o % (o}
6 d
0l oo |0
7
o |lo|O0 |O
*A = Pan weight (mg)
Tray color code: v )
Analyst: _ KL lul.r‘\' ]3.\!1 3.92 {I1.W0
Date: _ S -2 S
*B = Pan + Larvae weight (mg)
Analyst: / =T
Date: .
ate » /
C = larvae weight (mg) =B-A —
A / |
_— -fr 1
Weight per initial number of larvae (mg)
= C / Initial number of larvae
o| ol0|O
Analyst: ‘\A
U
Average weight per initial Percent
number of larvae (mg) reduction
from control o 100 L
(%)

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

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

Comments:

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

Environmental Testing Solutions, Inc.

V=

i Sumnas

Larval Fish Growth and Survival Test-7 Day Survival

Start Date: 6/3/2025 Test ID: PpKCICR Sample 1D: REF-Ref Toxicant
End Date: 6/10/2025 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:

Conec-mg/L 1 2 3 4

D-Control  1.0000 1.0000 1.0000 1.0000
300 1.0000 1.0000 1.0000 1.0000

450 1.0000 1.0000 1.0000 1.0000

600 1.0000 1.0000 0.9000 0.8000

750 0.6000 0.5000 0.6000 0.5000

900 0.3000 0.3000 0.1000 0.3000

1050 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 1.4120 1.4120 1.4120 0.000 4 0 40
300 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 4 18.00 10.00 0 40
450 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 4 18.00 10.00 0 40
600 0.9500 0.9500 1.3305 1.2490 1.4120 7.072 4 14.00 10.00 2 40
*750 0.5500 0.5500 0.8357 0.7854 0.8861 6.955 4 10.00 10.00 18 40
*900 0.2500 0.2500 0.5152 03218 0.5796 25030 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 Test indicates non-normal distribution (p <= 0.01) 0.84536 0.884 -1.321 3.15392
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC __ ChV TU
Steel's Many-One Rank Test 600 750 670.82
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq_ Critical P-value Mu Sigma Iter
Slope 14.5583 1.81341 11.0041 18.1126 0 2.90233 9.48773 0.5743 2.89069 0.06869 4
Intercept -37.084 5.26025 -47.394 -26.773
TSCR 1.0 <
Point Probits mg/L 95% Fiducial Limits 0.9 1 ‘f
ECO1 2674 53B8.135 470.683 585.645 ]
ECO0S 3.355 599.381 541.31 540.432 0.8 4
EC10 3.718 634.831 582.698 672278 0_?: g
EC15 3.964 659.925 612.044 695.053 1
EC20 4.158 680.575 636.113 714.046 & 06
EC25 4,326 698.806 657.215 731.086 50,5.
EC40 4.747 746.938 711.599 777.971 o oA T
ECS0 5000 777.475 744.4B5 B09.754 e ]
EC60 5.253 B09.261 776.948 844.943 0.3 A
EC75 5674 B865.001 829.601 911.745 02:
ECB80 5.842 B888.172 850.193 941.11
EC85 6.036 915964 874.16 977.296 0.1 4
EC90 6.282 952.172 904.469 1025.73 e Evm———"
EC95 6.645 1008.49 950.148 1103.34 1 10 100 1000 10000
EC99 7.326_1123.26 1039.79 1267.98 Dose mg/L
Dose-Response Plot
1 —9 o
0.9 4
0.8 §
— D73
3 3
E 0.6 1
o 05 4
z
a 0.4 3
[
0.3 ]
0.2 3
0.1 73
0 T -

300

450
600
*750 -
555
1050
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Statistical Analyses v
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Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 6/3/2025 Test ID: PpKCICR Sample ID: REF-Ref Toxicant
End Date: 6/10/2025 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 0.8800 0.8960 0.9700 0.9350
300 1.0470 09690 1.0960 0.9130
450 0.8930 0.9150 1.0080 1.1670
600 1.0360 0.9990 09600 0.8860
750 0.5990 0.4470 0.5300 0.4330
900 0.3230 0.2160 0.1030 0.2480
1050 0.0000 0.0000 0.0000 0.0000
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 0.9203 1.0000 0.9203 0.8800 0.9700 4.392 4 0.9741 1.0000
300 1.0083 1.0935 1.0063 0.9130 1.0960 8.073 4 -1.457 2.280 0.1352 0.9741 1.0000
450 09958 1.0820 0.9958 0.8930 1.1670 12.510 4 -1.279 2280 0.1352 0.9741 1.0000
600 09703 10543 09703 0.8860 1.0360 6.614 4 -0.847 2.290 0.1352 0.9703 0.9%61
750 0.5023 05458 05023 04330 05990 15413 4 0.5023 0.5156
900 02225 02418 02225 0.1030 03230 41.088 4 0.2225 0.2284
1050 0.0000 0.0000 00000 0.0000 0.0000 0.000 4 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.9577 0.844 0.56696 0.26196
Bartlett's Test indicates equal variances (p = 0.36) 3.23952 11.3449 _
Hypothesis Test (1-tail, 0.05) NOEC _LOEC ChV TU MSDu  MSDp mse MSE _ F-Prob df
Dunnett's Test 600 =600 0.13516 0.14687 0.00588 0.00697 0.49553 3, 12
Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mgiL SD 95% CL(Exp) Skew
1C05 614.38 2490 49831 618.15 -4.5012
IC10 629.99 7.86 597.27 63556 -2.8831
IC15 645.60 6.73 616.17 65507 -1.0445 1.0 e
1C20 661.21 6.73 63429 67438 -0.4552 0.9
1C25 676.82 7.07 651.80 69361 0.1105 0.8
1C40 723.65 9.61 697.73 755.21 0.8469
1C50 758.15 14.56 72222 807.85 0.7440 g: ]
3 05
= 4
8 047
8 03
= 02
0.1 4
0.0 ¢—
0494 Tome=c
-0.2 — — —
0 500 1000 1500
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: Environmental Testing Solutions, Inc.

Species: Pimephales promelas PpKCICR Test Number: 129

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 | XL ¥l
Concentration | Parameter
pH (5.U.) F4
Dissolved oxygen
| (me/t) B\
CONTROL, Conductivity ;
MHSW (umhos/cm) lqb\
Alkalinity (mg CaCQi/L) L
Hardness (mg CaCOs/L) [
Temperature (°C) .4
pH (5.U.) J .84
Dissolved oxygen "B
300 mg KCI/L —iﬂf H 5
onductivity ‘3 'b‘)-
(umhos/cm)
Temperature (°C) -\_i. q
pH (5.U.) 3 .94
Dissolved oxygen >
| (mg/l) 85
450 mg KQ/L Conductivity
{pmhos/cm) i0 %
Temperature (°C) .9
pH (5.U.) 3.99
Dissolved oxygen 5 =
 (me/0) =
600 mgKCUL K onductivity 1% 20
{umhos/cm)
Temperature (°C) 5.0
pH (S.U.) 129
Dissolved oxygen
9.5
750 mg KCI/L ng/u .
onductivity ,s'_ro
{umhos/cm)
Temperature (°C) 1. ¢
pH (s.U.) 159
Dissolved oxygen ‘a ‘5
(mg/L) 5 =
200 mg Kcifl- c" o"n"_ducﬂvity B ' i = '_--‘ A _
{(umhos/em) | (6 50 RNoREr, S
Temperature (°C) . &
PH (S.U.) 3-949
Dissolved oxygen 3 .
-2
1050 mg KCI/L —g-%: i =
(umhos/cm) 210 o )
Temperature (°C) W.§ W.b M. 1 M™.b W. 6 1.6
Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1
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' Enviranmental Testing Solutions. Inc.

Species: Pimephales promelas

Page 6 of 6

PpKCICR Test Number: 129

Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
3 4 5 6
Analyst | ' [
Concentration | Parameter P ; I S
pH (s.U.) ! : % ; |
Dissolved n ;
[mSSCIL) ed oxyge B- q j-.lﬂ g 3 »-1‘ ‘Z 3 + q» "‘ %- 3 66
Conductivity
CONTROL, | (umhos/cm) pl) & 295 308
MHSW Alkalinity
[m: CaCOs/L) N LJ
Hardness (o]
{mg CaCOs/L)
Temperature (°C) | ~W.b WS AL oy -\ A & a1 W3
oH (5.0) 09 | dus |74z | F5< |#at_ [ +5r_ [Par | 57
Dissolved oxygen (B q 14 g " %, 9 2. 2 5 % -
300 mg KCI/L —(é’-"id”m : = | M ol : i 36
{ghzﬂ:m? o g aadl M i Eleh
Temperature (°C) el b W W 1.'-{.(: b Wb pC Ay
SR 0) Fa0_ |ih_ |7ar | %5%_ |eor |35 hax | 4=
Dissolved oxygen i
asomg ey e 84 14 3 le 4 34+ 3.2 8-% 5.6
Conductivity l0a h)
{umhos/cm) 10"\0 1030 |0BO
Temperature (°C) .1 w3 b WM-3 . b Wb b ~oly
PH (5.U.) 3491 PEY 3 .9% 3.5% -0l 359 7 a4 ’L N
Dissolved oxygen 8"\ 4,
600 mg KCI/L -!En&;q;j tivity
(umhos/cm) H 50 Ay e 3
Temperature (°C) _'\.‘\-\. . =\ & . $ M.b oG . & -
pH (5.U.) 3.9 133 3.01 3.59 §.0a 1.5% 394 ’1:‘{5
Dissolved oxygen ) &
(mg/L) :
750 mg KCI/L _E'o-giu ity
15060
{umhos/cm)
Temperature (°C) W. 1
pH (5.U.) 242
Dissolved oxygen 43 : ,_\
(mg/L)
900 mg KCli/L -C_o.;ductivity [(6 ;D
(umhos/cm)
Temperature (°C) Ll . . i
pH (S.U) A2 [ A g.o| uq  |%0a [HLE  |3.9%
Dissolved oxygen
Q. 1% , - *.5 82
1050 mg Kkey/L T8 - | Bt A e S [
onductivity 2' ob 0 T |
(pmhos/cm) ALy
Temperature (°C) 1. b -4 k
Initial Final Initial Final Initial Final Initial Final

SOP AT21-Revision 5-Exhibit AT21.1
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