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

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

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

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

S, ., = 10" percentile of CVs reported nationally by USEPA)
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Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

M 575 -

Dilution Preparation:

Page 1

Test concentrations {mg/L KCl) 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
d. i water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 2.5 3.75 5.0 7.5 10.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 4975 496.25 495.0 492.5 490.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: RN q
Chemical Analyses: Hours
0 24 48
Concentiation *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Analyst VL/ }\ /;/27 Temp & and salinity performed at the time of test initiation or termination by the analy:
PH (5.U.) /}_‘q 2 - .-"'L_ 7 r.é é performing the toxicity test. Alkalinity performed by the analyst identified on the test specifi
rosrarp ey q .6) d - bench sheet and transcribed to this bench sheet.
Xygen (mg
1.4 1.5
Control, *Salinit
Y (ppt)
Saltsw 248 Bt s-1
*Alkalinity (mg/L CacO,) AL Chemical analyses:
*Temperature (°C) —L"k'-\ AS. \ g o) Parameter Reporting limit  |Method number Meter Serial numbe
pH (5.U.) qu x| 74 S PH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
250/t Dissolved oxygen (mg/L) lq_ ﬂ) 1.5 A. S Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  [¥5| Model 52CE 084100271
m -
*Salinity (ppt) 28‘1 RUTRN 8.5 Salinity 1.0ppt 5M 2520 B-2021 ¥sl PRO30 180104324
*Temperature (°C) -\:\_'1 1S ,‘ '\J‘ o ‘\ Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
JpH (s.U.) q ‘aj '\ _-‘ l ‘7' é{j‘ Temperature 0.1°C SM 25508-2010 Digital Thermometer 1%&
Dissolved oxygen (mg/L) yj} {.i =S b
375 mg/L 2 -
*Salinity (ppt) 25.32 R A5-1
*Temperature (°C) U W O 8- w.a
lpH (5.u))
43S | 10 | 747
Dissolved oxygen (mg/L) q'q e P
5 : .4
500 mg/L
o *Salinity (ppt) 23y SS 5.9
*Temperature (°C) -\-"\ A i T 1 18-
H (5.U.)
P ‘Q\ %S 1 ) \
|Dissolved oxygen (mg/L) /}_ q
. S
750 mg/L
FPRTR
Salinity (ppt) 25 & s _""l \
*Temperature (°C) .. AS.0 \
s A3 [ o | L\
Dissolved oxygen (mg/L) q. ﬁ .\ ':‘-.7\
1000 L =
e/ *Salinity (ppt) - a 2
25 S, a
*Temperature (°C) W-6 D S B \
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Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

Page 2 of 2

AbKCIAC # T8N
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
o *
o 1062 | VS | WS [ W \B | oraee | v Ha
24
10+ 1 w2 | |
48
Termination | YO VV* .b\ lq. l—\ X(
*Test organisms were fed in holding 2 to 5 hours prior to test initiation. Test organisms were not fed during the test.
Test Organism Information:
Organism Source: Aquatic Indicators, Inc.
|Batch (Al Batch Ab): AT Ab 10w
Age (1 to 5 days old): VL DaNS
s v W o
|Date organisms were born: O
Ww-™-w W3O
Average transfer volume: <0.25 mL
Transfer bowl information: pH (5.U.): 1. %L
Temperature (°C)
L
Survival Data (number of living organisms):
Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F: G H I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
1A td J\ wel 10¢l
24 O] 10 [to (o |70 |¢O ™ q"‘ 0 ) 0
| M4
48 w0 | w0 lw | |at] 0| s®s O] 6] 0] o
Termination
Mean Survival { 00 1. 1 00 1. 457. 5Q . O/ O1.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method P 0B \ v Comments:
Lower 95% confidence limit
(mg KCI/L) “I34.6
Upper 95% confidence limit
(me K/L) SY1. 71
48-hour LC;, (mg KCI/L) <45, 1

Test

Reviewed by:

S0P AT42-Revision 4-Exhibit AT42.1
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- Environmental Testing Solutlons. Inc.

F—
[

Agute Mysid Test-24 Hr Survival

Start Data: 107152024 TestID: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 10/17/2024 Lab ID: ETS-Enwvir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Cone-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 10000 1.0000
500 1.0000 09000
750 0.0000 0.0000
1000 00000 0.0000
Transform: Aresin Square Root 1-Tailed Number Total
Cone-mglL Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Numb
D-Control 10000 10000 14120 14120 14120 0.000 2 [¢] 20
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1469 4] 20
375 1.0000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1469 v} 20
500 0.9500 09500 1.3305 1.2490 14120 8.661 2 1.581 2850 0.1469 1 20
*750 00000 00000 O0.1588 01588 0.1588 0.000 2 24318 2850 0.1469 20 20
1000 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statisth Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
sis Test (1-tall, 0.06) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 500 750 612.372 006555 006723 061047 0.00266 7.5E-06 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECE0 96%CL
00% 60185 58186 62253
50% 60587 59275 61928
100% 60587 59275 619.28 1.0 e
200% 60587 59275 619.28 0.9 1
Auto-0.0% 60185 58186  622.53 =
0.8 4
0.7 4
@ 06 4
g 0.5 4
8 04
0.3 1
0.2 9
0.1 1
0.0 it
1 10 100 1000
Dose mg/lL
Dose-Response Plot
1 g -
I 1-tail, 0.05 level
a8 of significance
0.8

375

75094
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. Environmental Testing Solutions, inc.

Acute Mysid Test-48 Hr Survival
'StariDate:  10/15/2024 TestID: ADKCIAC Sample ID: REF-Ref Toxcant
End Dale: 10/17/2024 Lab ID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 “3
D-Control 10000 1.0000
250 1.0000 1.0000
375 09000 1.0000
500 05000 05000
750 0.0000 0.0000
1000 0.0000 0.0000
Ti 'm: Arcsin Square Root 1-Tailed Number Total
Conc-mgll.  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Number
D-Control  1.0000 1.0000 14120 14120 14120 0.000 2 0 20
250 10000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1469 1] 20
375 09500 09500 13305 12490 1.4120 8.661 2 1.581 2850 0.1489 1 20
*500 05000 0.5000 07854 07854 0.7854 0.000 2 12.159 2850 0.14869 10 20
*750 00000 00000 0.1588 0.1588 0.1588 0.000 2 24318 2850 0.1489 20 20
1000 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
[Hypothesis Test (1-tall, 0.06) NOEC _LOEC _ chv TU _ MSDu__MsSDp MSB __ MSE _Fprob __df
Dunneft's Test 375 500 433013 0.06555 0.06723 060026 000266 T7.8E-06 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95%F Limits Control Chi-8q Critical P-value Mu Sigma Iter
.§i0pe 143605 351976 7.4618 212592 ] 0.17806 7.81472 0.98105 269519 0.06964 4
Intercept -33.704 9.43318 -52.193 -15215
TSCR 1.0 o
Point Probits mg/L  96% Fiducial Limits P (/
ECO1 2674 341348 245982 387.152 :
ECO05 3355 3B0.762 301411 419772 0.8 4 |
EC10 3718 403.601 334964 439493 07 A {
EC15 3964 419779 358932 454273
EC20 4158 433.099 37848 46726 @ 06
EC25 4326 444862 39535 4796 05 4 4
EC40 4747 475939 436335 517953 @
EC50 5000 495671 45862 54768 & 041
EC80 5253 51622 478836 582992 0.3 4
EC75 5674 552.283 509.223 653418 1
EC80 5842 567.283 520655 685187 0'2:
ECS5 6.036 585283 533.773 724894 01 4
EC80 6.282 608.744 550.147 77899 0.0 1 i
EC95 6645 645258 574488 B67.975 Ty 10 100_" 1600 10000
EC99 7.326 719.763 621393 1066.13
Dose mg/L
Dose-Response Plot
1 -
- 1-tail, 0.05 level
0.9 of significance
0.8 3
Q.7 9
,E 06 3
@ 057
oG
3 0.4
0.3 E
0.2 3
0.1 9
0]

250
3751

D-Control

7504
1000




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

) xRS TSLG Source: Aquatic Indicators, Inc.

L. 3 1 v 1T F T°T 7T T & T F T 71T T 7T ]
0.65 - P — n
| Control Limits (+ 2 Standard Deviations) |
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Test date
® 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

e C@NEral 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,

50 =

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

 Enteeed and
Reviewed by
liem Sumner



smng wsp
Aa paamoinmy
pue pasaiu

‘uoljeleA JO JUsSRIYa0) = AD

(£1°0 =""¥5) “wd3sn Ag Ajjeuoiieu pauodal spD Jo 3jnuadiad L0T 3y 00 Suipuodsaiiod uonensp piepuels = Vg

‘sanjen J1WwyiLeso-ljue 03 paHaAuod 9V 1o ADZ T 957 alwyiueSo| ueay = shwiy Sujuiem

‘sanjea J1WwyieSoj-13ue 0} PaIaALOI SUCHIBIASP pJepuels Z F 577 lwyiueso| ueajy = SHWI [o53uo)

'sanjen %577 ayj JO UOIIBIASP pJEpUBRIS = §

"sanjen %537 ay3 Jo Aduapual |e4Iud) = |9

‘(ajex0] Juisn pajejnojea) sinoy-gy ul swsiuesio 1533 3yl JO %05 OF [BYI| S1 YdIYM UOIIEIIUSIU0D 3PLIO[YD Wnisselod 3yl JO A1BWIISD Uy "UOIIRIIUDIUOD [BYIS] URIPAW INOY-8t = %) 4n0Y-8y 210N
62090 LLZV0 56950 8€9Y°0 ZEVS0 888¥°0 €SIS0 ST100 0887°0- 7887°0- 6¥1S0 YZ-S0-11 (14
2090 ¢yo 00450 2910 TEYS'O LL8Y0 LYV1S'0 LTT00 ¥88Z°0- 8v0e'0- LS6Y0 PZ-ST-01 6T
22090 Levo 00450 €29%°0 TEYSO LL8Y0 LY1S0 LTTO00 #887°0- 0T67°0- LIIS0 ¥Z-01-60 8T
S¥09°0 88Z¥'0 L0850 S95¥'0 L6VS'0 9S8Y°0 99150 SETO0 8987°0- 6L62°0- 9€0S°0 PZ-€1-80 LT
€809°0 STEV'O 28650 ELVYO 90950 ¢Z8y'o 66150 ¥910°0 870 Z88C0- 6P1IS0 vZ-60-L0 91
¥609°0 €TEV'O 86690 9L¥1'0 0Z9s0 28’0 807S°0 S910°0 £EBLO- 88T 0 67IS0 #Z-v0-90 ST
11190 SEEVO T%#09°0 L9%¥'0 15950 628Y°0 £€TCS0 TL100 0Z8T'0- LITE0- 6L8V°0 ¥Z-£0-S0 i
09190 0LEV'O €ET19°0 £8vY'0 1450 £98V°0 §92S°0 LLTO0 9842°0- 8562°0- 19050 PZ-60-10 €l
L8190 68EV'0 ov19°0 ¢osv'0 BELSO 870 887S'0 8/.10°0 L9L2°0 L0BT'0- 6EZS0 ¥2-S0-£0 A
68190 T6EV0 190 S0Sv'0 0vLS°0 SL8Y'0 06250 LLTOO 99470 6L6T°0- 9E0S°0 #2-90-20 1T
[Axacy] L0vY°0 TET90 0SS0 9450 906¥0 0TES0 ¢LT00 6vLT°0- TELT O TEESO ¥Z-60-10 0)8
S619°0 S6EV0 15190 LOSY0 8¥L5°0 8L8Y'0 S6¢S'0 8L10°0 T9L2°0- TLLT0- £8Z5°0 ET-S0-1 6
0790 oovy'o 19190 80SY'0 LSS0 188¥°0 TOESO 6L10°0 LSLTO T¥8T°0- 66150 ET-LO0-TT 8
9zZZ9'0 LTVV0 LTZ9°0 66710 86/S0 ¥88¥°0 TTZES'O 98100 ovLZ 0 TLLTO- €8ZS0 €T-£0-01 L
6€E79°0 9Zyv'o ¥ve9'0 L6¥¥'0 61850 L88Y'0 EEESO 68100 0ELZ°0- 8¢ 0- 66150 €T-T1-60 8
£S29°0 9evy'0 0S79°0 vISv'0 87850 006¥"0 eSO 88100 12LT°0 CELTO- TEES'O £2-80-80 S
SS29°0 LEVYO 25790 SISY0 0€85°0 coev'o 9veS0 88100 0ZLT°0- 0160~ LTI1S0 ET-TT-L0 %
06790 [as) -] CTES'0 Tesyo 08850 916’0 9LES0 6100 Se9T°0- 8¥0€'0- LS6V'0 €2-90-90 3
98790 6SvP'0 8€E90 E6¥Y°0 16850 006¥°0 ELESO 00200 8697°0- CELTO- TEESO €2-70-S0 Z
S/29°0 [4 44 05£9°0 99%1'0 6850 78870 ¥9ES°0 0200 S0L2°0- TLLT°0- £8BZS0 £2-10-10 T
WY+ ID *¥s-1D AT +1D ADZ-10 ST+ 1D SZT-10 (12 1/8)
sywi] Suiusem sjwi uiuiem sHwn jonuo) 10 S 1D 053714noy-gy [uoijeUILLIIBQ [BDXOL
AD @|13uadiad Yot AD paiejnoje) Aiojeloge 0597 Jnoy-gy ajep 1sal Jaquinu 353
(103 1/8) senjep snuyiuedoj-1uy uoisi1anuo) 5o

*Ju| ‘siojedipuj dnenby :3324no0S
Hey) |0J3U0) JUBIIXO] 3IUBIDSDY IINDY
piynq (sisdopisAin) sisAwpiriawy

3 “suoiines Buisa) rusemoaaug

e W

[ v— "




Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

<2 8%

Pagelc

Test concentrations (mg/L KCI) 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 25 375 5.0 75 10.0 prepare the concentrations evaluated for toxicity.
mi Dilution water 497.5 496.25 495.0 492.5 490.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: M4
Chemical Analyses: Hours
0 24 48
*Analyst identified for each day, performed pH and dissolved oxygen measurements only.
[« tratiol
sl " |Analyst V( W Pt - Temperature and salinity performed at the time of test initiation or termination by the analyst
PH (5.U) I} ﬂ .'{L{ =7 ) performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
—— o q“- L2 i 7'2?pem:h sheet and transcribed to this bench sheet.
issolved oxygen (m -}_ /)’ U %
" L4 b
Control, tsa"n“v (ppt)
Saltsw 25.) 25.0 25.)
*Alkalinity (mg/L CacQ,) q \,{ Chemical analyses:
*Temperature (°C) w.0 oY g W 1’\*‘3 Parameter porting limit hod number Meter Serial number
pH (5.U.) /‘!'.q’O /'-, -V,S 7. 75 pH 0.15.U. SM 4500-H+ B-2021  |Accumet ARZO 93312452
Dissolved oxygen (mg/L} /‘), } /},«ld b [Dissolved oxygen 1.0 mg/L SM 4500-0G-2021 | YSI Model 52CE 084100271
250 mg/L — :
*Salinity (ppt) 25.‘ 9\4 , ' 215‘; {salinity 1.0 ppt 5M 2520 B-2021 ¥S| PRO30 180104324
*Temperature (°C) AL\ 5.0 15.0 Alkalinity 5.0 mgCaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
JpH (s.U.) '}'qz ?‘% 7. 756 Temperature 0.1 SM 25508-2010 Digital Thermometer ;30“-.“,(5
Dissolved oxygen (mg/L) /} } M
S
375 mg/l |—— -
Salinity (ppt) 2s. ] 9\ § ; hies zg's
*Temperature {°C) A A 1.1 S0
IpH (5.L.) Ll e
193 | AM] [7.77
Dissolved oxygen (mg/L) '} @ /)' '(p 1.5
s00mg/L |- -
Salinity (ppt)
253 | 264 | 25y
*Temperature {°C) .4 8.1 %. L
JeH (s.U.)
T |28 N\
I Dissolved oxygen (mg/L) /} 6 £ ),:‘} \
*Salinity (ppt) 26 bl ?\S:é \ :}'
*Temperature (°C) w4 1.1 k\\'i
pH (s.U) 2\ 5 q_ Y \
| Dissolved oxygen (mg/L) "}Q 7 *,6 \
1000 L x 2
m/ *Salinity (ppt)
25M | 25
*Temperature (°C) 1%L 18,1 \

SOP AT42-Rewvision 4-Exhibit AT4



Page 2 of 2
Acute LC5o Whole Effluent Toxicity Test, Species: Americamysis bahia

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

Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC # —2£4

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 > WLEAT
wanion | 0672 N30 W\ 1330 | N C_ ooy | 103018
24
-0k 310 K\
48 g
Termination l\‘m ‘\* ‘51-5 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: Aquatic Indicators, Inc.
Batch (Al Batch Ab): AT As nod-wl
Age (1 to 5 days old): L wals
103w 100
Date organisms were born: O
04w WAD
Average transfer volume: <0.25 mL
Transfer bowl information: pH(S.U): 1,14
Temperature (°C)
W §
Survival Data (number of living organisms):
Control 250 mg/L 375 mg/L 500 mg/L 750 mg/L | 1000 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H I J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
W Wy o & lod\ "‘k
24 Rl jto|l ™|w|w]| A a0 oo
WA| A
48 o | 0] 10 | /0] /DD |4 ]S O 0] 060
Termination
Mean Survival no7. 1 0b/. |001. (A Qf. O7.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method S ‘( Comments:
Lower 95% confidence limit
{mg KCI/L) ‘{-ug' B
Upper 95% confidence limit
(mg KCI/L) $S6-
48-hour LCq, (mg KCI/L) sw.4q

Test

Reviewed by:
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Environmental Testing Sohstions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 11/5/2024 TestID: AbKCIAC Sample ID* REF-Ref Toxcant
End Date: 11/7/2024 Lab ID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tes! Species: AB-Americamysis bahia
Comments:

Cone-mg/L 1 2

D-Control  1.0000 1.0000
250 1.0000 1.0000

375 1.0000 1.0000

500 0.7000 0.2000

750 0.0000 00000

1000 0.0000 00000

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 14120 14120 0.000 2 0 20
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 02324 o] 20
375 10000 1.0000 14120 14120 1.4120 0.000 2 0.000 2.850 0.2324 s] 20
*500 0.8000 08000 1.1201 09912 1.2490 16.280 2 3.580 2.850 0.2324 4 20
*750 00000 00000 01588 01588 0.1588 0.000 2 15367 2850 02324 20 20
1000 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statist] Critical Skew  Kurt
Mormality of the data set cannot be confirmed
Equality of variance cannot be confirmed
thesis Test (1-tail, 0.05) NOEC  LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 37s 500 433.013 012039 0.12348 058916 000665 7.9E-05 4.5
Treatments vs D-Control
Trimmed Spearman-Karber

Trim Level EC50 96%CL

0.0% 57136 537.02 6079
5.0% 57537 53619 61741
10.0% 578.73 53166 629.96 1.0 -
200% 58211 55004 61605
Auto-0.0% 57136 537.02 60791

1 10 100 1000
Dose mgiL

Dose-Response Plot

\ I 1-tail, 0.05 level

of significance
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. Environmental Testing Solutions, Inc.

Acute Mysid Test-48 Hr Survival

Start Date: 11/5/2024 Test|D: AbKCIAC Sample ID: REF-Ref Toxcant
End Date: 11/7/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mglL 1 2
D-Contrel 1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.5000 0.5000
750 0.0000 0.0000
1000 0.0000 0.0000
Ti form: 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 10000 1.0000 14120 14120 14120 0.000 2 0 20
250 11,0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.0285 1] 20
375 10000 1.0000 14120 14120 14120 0.000 2 0.000 2850 00285 0 20
*500 05000 05000 0.7854 0.7854 0.7854 0.000 2 62662 2850 0.0285 10 20
*750 00000 0.0000 0.1588 0.1588 0.1588 0.000 2 125.324 2850 0.0285 20 20
1000 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, 0.05) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 37s 500 433.013 0.00967 0.00991 062824 0.0001 20E-09 4,5
Treatments vs D-Control .
Trimmed Spearman-Karber
Trim Level EC50 95%CL
00% 51494 476.54 55643
50% 51343 47114 55951
10.0% 511982 46496 56362 1.0 o
20.0% 50891 44882 577.05 i
Auto-00% 51494 47654 55643 097
0.8 A
0.7 4
o 0.6 1
iu.s-
- ]
® 044
0.3 1
0.2 1
0.1 1
0.0 -
1 10 100 1000
Dose mg/L
Dose-Response Plot
1 * < 1-tail, 0.05 level
of significance
0.7 1
S 056 3
g
;OSE
0.4 7
g
0.3 3
0.2 ]
0.1 4
0 > &
g 5 g g g




Americamysis (Mysidopsis) bahia
Acute Reference Toxicant Control Chart

Erenmenel Tosn Soluiors. o Source: Aquatic Indicators, Inc.
B I I T | | | | | | | | | | T T T | I | ]
0.65 - ok Gl -
[ Control Limits (+ 2 Standard Deviations) |
060 __ _ -
0.55 e e s R
| e 3 PO — ]
°® . e ® _'_"_'.\*~‘U—r——;-——-.———=—+-—.
0-50'“ S T .. e i s, o i s B o ]
— 085 [ i
t:;:) E ,
-."i 0.40 _” —“
2 035+ s
a 3 | | | | | | | 1 | | | | | | | | | | | E
o
- fi I I I I | I I I I [ I I I 1 I [ I I I il
5 065
_g B T Wg_rnmg Limits |
s R ——— ]
0.55 - . .
0.50 |- ® ® é . 2 ® -
045 |  emammnTh TR Y = =t e 2 sl g =
0.40 _
035 | .
- | | | ] | | | | | | | | | 1 l | | | | =
A S ol L o L N i Lo LN g
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

£S5

. converted to anti-logarithmic values,

A.10

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

ntered and

Bim Sumner
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Americamysis bahia Potassium Chloride Acute Reference Toxicant Test

AbKCIAC #

Dilution Preparation:

1 =N

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

Page 1

Test concentrations (mg/L KCI) 250 375 500 750 1000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
{ water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 25 3.78 5.0 75 10.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 497.5 496.25 495.0 492.5 490.0
Total volume (ml) 500 500 500 500 500 Stock solution INSS #: 1-"-’-'5\{
Chemical Analyses: Hours
0 24 48
- *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Concentration | Analyst V(_/_ gj é’/’? é_;;,, Temperature and salinity performed at the time of test initiation or termination by the analy:
pH (s.U.) Z; = performing the toxicity test. Alkalinity performed by the analyst identified on the test specifi
' -}‘ % 7‘ 8 7 7 g 2 bench sheet and transcribed to this bench sheet.
. | Dissolved oxygen (mg/L) q_ ‘6) ‘/}/(ﬂ “. \{
ontrol,  I+salinity (ppt) 5
Saltsw 5,0 1S N
*Alkalinity (mg/L Cac0,) v3i0 Chemical analyses:
OTEI‘\'IPEHNTB (°c) _LQ _% S ‘5 \S . 5 Parameter Reporting limit  |Method number Meter Serial numbe
H (5.U. c i me
|pH (5.U.) '114‘-{ 7 gg 7.82 pH 015U, SM 4500-H+ B-2021  |Accumet AR20 53312452
Dissolved oxygen (mg/L) q 8 /)‘S - \_,t Dissolved oxygen 1.0 mg/L SM 4500-0G-2021  |¥SI Model 52CE 08A100271
250 mg/L
*Salinity (ppt) 15 3 "\_s § S -le {5alinity 1.0 ppt SM 2520 B-2021 ¥s1 PRO30 180104324
*Temperature (°C) NS s, \ R L . 5.0 mg CaCO,/L  |SM 2320 B-2021 Accumet AR20 93312452
PH (s.U.) q, q(s = g 9 782 Temperature 0.1% SM 25508-2010 Digital Thermometer |} 30LkMlb§
Dissolved oxygen (mg/L) ’_} g q S
; M
375 mg/L :
8/ *Salinity (ppt) 3\5 f’l 19\ g.1
*Temperature (°C) s _\..\ 1S\ ~S-L
P ) YH |79 |78s
— Dissolved oxygen (mg/L) /-l' '6 /} b - 4
m ..
*Salinity (ppt) 14 ) H 5.4 w4
*Temperature (°C) -\S_‘\| % ‘\‘ W
H (5.U.) ;
P A zaes |\
|pissolved oxygen (mg/t) oq_ ‘6 /} b \
750 mg/L | = L
Salinity (ppt) -;'{ 6.0 \ #
*Temperature (°C) 1§ -§ '\S-"‘ \‘nx"a
JeH (s.U.) -
138 |zgg | ™\
Dissolved oxygen (mg/L) /‘l_ 4 ’} b \
1000 mg/L = r
*Salinity (ppt) 2 é By 1.1
*Temperature (°C) %S 6. 1L

SOP AT42-Revision 4-Exhibit &
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Page 2 of 2
Acute LC;, Whole Effluent Toxicity Test, Species: Americamysis bahia
EPA-821-R-02-012, Method 2007.0
Americamysis bahia Potassium Chloride Acute Reference Toxicant Test
AbKCIAC # 255
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSw Batch
Time Analyst Time Analyst Incubator/Shelf Template
0
T [ WS n WS X L Mewow |nuvp
24
VLo s\ B3\ O n
48 A
Termination \1.-"0% = L\k \ S"lo “
*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:
lUrganism Source: Aquatic Indicators, Inc.
Batch (Al Batch Ab): V-0 W
Age (1 to 5 days old): 1L AN
Visov WA V200
Date organisms were born: o
v-a1vd WHD
Average transfer volume: <(0.25 mL
Transfer bowl information: pH(S.U): . &4
Temperature (°C)
. 2
Survival Data (number of living organisms):
Control 250 mg/L | 375mg/L | 500 mg/L | 750 mg/L | 1000 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
3k Yed 1ol ta lad tod\
24 (o 10 IRy A D (&) . L e} O O e}
vl ‘J
s |0 o | o of w4 d1 ¢ | olo | o | o
Termination
Mean Survival Ltoo?. 10017. 45T. S07. O17. Q Z.
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
lMet hod ‘0 2068 v Comments:
Lower 95% confidence limit
(mg KCI/L) dak . b
Upper 95% confidence limit 4.1\
(mg KCI/L) S9
48-hour LCs (mg KCI/L) G481
Test
Reviewed by:
SOP AT42-Rewvision 4-Exhibit AT42.1




! Environmental Testing Solutions, Inc.

Acute Mysid Test-24 Hr Survival

Start Date: 12/3/2024
End Date: 12/5/2024

TestID: AbKCIAC

Lab ID: ETS-Envir. Testing Sol.

Sample |D:

Sample Type:

REF-Ref Toxicant
KCL-Potassium chloride

Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 1.0000
500 0.7000 0.6000
750 0.0000 0.0000
1000 ©0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control  1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 4] 20
250 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0947 0 20
375 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2.850 0.0947 0 20
*500 0.6500 0.6500 0.9386 0.8861 0.9912 7.916 2 14.247 2.850 0.0947 7 20
*750 0.0000 0.0000 0.1588 0.1588 0.1588  0.000 2 37.715 2850 0.0947 20 20
1000 0.0000 0.0000 0.1588 0.1588 0.1588  0.000 2 20 20
Auxiliary Tests Statisti 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 375 500 433.013 0.03789 0.03886 0.59923 0.0011 8.8E-07 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 96% CL
0.0% 54242 503.77 58404
5.0% 543.63 500.55 59041
10.0% 54481 49580 59866 1.0
20.0% 547.01 478.84 62487 09:
Auto-0.0% 54242 50377 584.04 o
0.8 4
0.7
@06
c
205
4
& 0.4 1
0.3 4
0.2 4
0.1 1
0.0 T—r—rrrreT T Srrrr
1 10 100 1000
Dose mg/L
Dose-Response Plot
4 1-tail, 0.05 level
0.9 3 of significance
058 3
_0713
= E
> 3
= 0.6 ]
£ E
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e
T 044
<
o~
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0.2 3
0.1 4
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250 4

375 -

*500 4

*750 ¢

1000



. Envirenmental Testing Solutions, inc.

Acute Mysid Test48 Hr Survival
Start Date: 12/3/2024 TestlD: AbKCIAC Sample ID: REF-Ref Toxicant
End Date: 12/5/2024 Lab ID: ETS-Enwr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species; AB-Americamysis bahia
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
250 1.0000 1.0000
375 1.0000 0.8000
500 04000 06000
750 0.0000 0.0000
1000 0.0000 0.0000
Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mglL.  Mean N-Mean WMean _ Min Max CV% N t-Stat Critical MSD  Resp Number
D-Control 10000 1.0000 14120 14120 14120 0.000 2 4] 20
250 10000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.2335 0 20
375 09500 09500 13305 1.2490 14120 B.661 2 0.995 2850 0.2335 1 20
*500 0.5000 05000 07854 06847 08861 18129 2 7.649 2850 02335 10 20
“750 0.0000 00000 0.1588 0.1588 0.1588 0.000 2 15.299 2850 02335 20 20
1000 00000 00000 0.1588 01588 0.1588 0.000 2 20 20
Auxiliary Tests Sta Critical Skew Kurt
Normality of the dala set cannot be confirmed
Equality of variance cannol be confirmed
Is Test (1-tall, 0.06) NOEC __LOEC _ Chv TU __MSDu__MsDp __MSB___MSE__ F-Prob _ df
Dunnett's Test 375 500 433.013 012113 012423 060026 0.00671 7.7E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
F t Value SE  96%Fiducial Limits Control  Chi-Sq  Critical P-value Mu Sigma Iter
Slope 143605 351976 74618 212592 0 017806 7.81472 098105 269519 006964 4
Intercept -33.704 943318 -52.193 -15.215
TSCR 1.0 Yo
Point Probits _mglL _ 96%Fiducial Limits
ECO1 2674 341348 245982 387.152 ol
ECOS 3.355 380.762 301411 419772 0.8 4
EC10 3.718 403601 334964 439493 07 4
EC15 3964 419779 358932 454273
EC20 4158 433.099 37848 46726 @ 0.6 1
EC25 4326 444862 39535 4796 0.5 1
EC40 4747 475939 436.335 517953 w
EC50 5000 495671 45862 54768 & 04
ECE0 5253 516.22 478.836 582992 0.3 1
EC75 5674 552283 509223 653418
EC80 5842 567.283 520655 685.187 i
EC85 6.036 585.283 533773 724894 0.1 4
EC90 6.282 60B.744 550147 77899 o
EC95 6.645 645258 574488 B67.975 _ 30 ST T
EC99 7.326 719.763 621393 1066.13
Dose mgiL
Dose-Response Plot
1 -
oey v\\ 1-tail, 0.05 level
0.8 3 of significance
0.7 9
,g 06 3
@ 05
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2 0.4
0.3 3
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3 ol o Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

By ——— e e = -
AN Source: Aquatic Indicators, Inc.
055 I T | | | | | | | | | | | 1 T | |
i Control Limits (t+ 2 Standard Deviations) ]
0.50 - ]
: ﬂﬂﬂﬂﬂﬂﬂ —ﬂ_:_w“__,..,,;,.-—*.”t’"—-__'_- @ :
0.45 [ : ° e o e .
[ o —® o B ® ]
® ° ®

- L A .
0.40 - e ]
E i ]
= 035 | .
~ [ i
=] B i

i | | | | | | | | | | | | | | | | | | | |

S 06
) S| ' N S N S USSR | UV S (S S PG SPT SURN A SN BTN SR R
> i ; 1
© - Warning Limits _ E
T f . e ]
~ 0.5 F i ol
i ® o ® 1
| ” e et — R -.- ] [ I— |
I R ° e o ® o |
04F _ i
03 P S P S S TR P —
02 L1 1 J R S St e S L ]
: M O
I o S SR o e L LN L Cg
Test date
® 7-day IC,. = 25% inhibition concentration. An estimation of the potassium chloride concentration

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

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

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

25~
— Laboratory Warning Limits (mean logarithmic IC,; + 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic IC,; + S, ,. converted to anti-logarithmic values,

S, = 75" percentile of CVs reported nationally by USEPA)
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. Envirenmental Testing Sokutions, Inc.

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

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

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

acceptance criteria. ;
ntered and

Reviewed by
Jim Sumner

95% Confidence Interval (mean Control Growth, CV or PMSD # 2 Standard Deviations)
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Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia

AbKCICR Test Number: 256
Dilution preparation information: Comments:
KCl Stock INSS number: INSS =~\4,
Stock preparation: 50 g KCI/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume {mL) 75 11.25 15 22.5 30
Diluent volume {mL) 1492.5 1488.75 1485 1477.5 1470
Total volume (mL} 1500 1500 1500 1500 1500
Test organism information: Test information:
Organism age: 7-days old Randomizing template: e o%
Date and times organisms 10-08-24 1200 to Incubator number and shelf 'E:
were born between: 10-09-24 1130 location: L $
Organism source: Al Batch Ab: 10-09-24 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= 1.AD S.U. Date / Time in oven: 1011 1%
Temperature = 1S.\ °C *Initial oven temperature: Lo C
Average transfer volume: <0.25 mL Date / Time out of oven: I-thewt LS
*Final oven temperature: by L
Total drying time: W-woung

Daily feeding and renewal information:

*60°C Oven, Thermometer SN: 14-985B5

Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SW
termination batch used
Time Analyst Time Analyst Time Analyst
9 10-15-24 s A %00 4 1300 v i vlA
LY 1c ¥
: 10-16-24 0500 i Wod |y cieo | y \
2 | 3
10-17-24 0%00 \\ Moo 74 \2.00 i 10=1$- 21
3 10-18-24 aSoe !/(_ oo H Mmoo 01{ A%
4 10-19-24 0300 Ht L0 ll‘\- oo }.’{ 10-1-14
5 i ‘
102024 | o%n0 W0 W00 # | K \
6 .21-
10-21-24 0800 A oy . o bL l/( \%
? 10-22-24 oo | M
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.0.) 1.0 mg/L SM 4500-0 G-2021 | YSI Model 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L S5M 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer |\ 'bddo\*\bé_‘-‘\
Control information: Acceptance criteria Summary of test endpoinﬁ.' ___g\-“"
% Mortality: o1l <20% 7-day LCso (mg/L KCl) ; sox.4
Average weight per initial shrimp: 0.1k NOEC (mg/L KCI} 31S
Average weight per surviving shrimp: 0. 7-1;'5 > 0.20 mg/shrimp LOEC (mg/L KCI) £00Q
ChV (mg/L KCI) .0
ICs (me/LKC) < 42, ¢

SOP AT44-Revision 4-Exhibit AT44.1
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Erwironmental Testing Solutions, Inc.

AbKCICR Test Number: 256

Survival and Growth Data

Day CONTROL 250 mg KCI/L
A B C D E F G H | J K L M N o] P
8 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
slSs| S|s|sls]|s]|9]s|S] SIS S|IS|S|S
2
SIS|SIS|9] %] 5| s]l S]] S| S S| S|5)] %9
3
S| SS9 s|IS| 9IS S| S| S| SIS | S| S|S
4
S| S| S| S| S| S| s S| s S S| S| S| S| SIS
5
SIS |S[S|S| S| S| S| s| S| S| 3| s| S| S]5s
6
SIS s|S|S| S| 3] S| S| 8|S 8] S58]9S
’ slels| sl s|s|s|s]|s| s &]s]s|s]s]s
erma;esu:!h egpsin e ___________________-—-
W Iemllnlr::lh s::vnlopin; [ | =
ova In oviducts —|
# immature females f’________,_---"
H males '—-‘"’-,;‘};.—1
N o 20
u’S " & N o A,QJ 1 " 24 X I BPAY X \) 0 4
Analyst: “ N QN : A X Db Oy 9 V) %5 O\
o ST [0 |0 | kzi':@” N SO N o il Tl il Sl
*B = Pan + Shrimp weight
oy n & Al v A gAY | (N
oatl‘:m;lﬁl;'l.n:l—'_}i_r— \ O \“"*4’ \S?‘ |\-"‘V {-.c-q'o \'b";h \*-\'E* \S‘s i \Q'o \‘\‘\ \‘\-op \“:-‘z‘ \‘x“b ‘4'“\ ‘J‘"\ l‘x‘c’
C_ ‘; S_h:mp weight (mg)
; i oA [ 0d [V RSV A A e o8 | b (104 [0 [Lag (1o |18 ol koL
“::lv:::m ate [
‘Welght per initial number
of shrimp {mg)
:hcli,.:r::mat number of q - Q‘ 5 ‘\ & % ‘)
Hand calculated ’\} :\I\ :\:v ,..\'0 '\'o\’\/ JO:‘ :'\} ro‘ f\:;’ '\? '{'\{o '&V "\:3\ lc:‘ "\P'v ‘\'0
Analyst: o [ [V ¥ o o ¥ Y o (v v oo |oo o0 |0 [©
€ Pt | Average weight per initial Average weight per initial Percent reduction from control
- | number of shrimp (m number of shrimp (mg) (%)
\; W er so'{{ﬁg} e e Ef{‘r{“t mg and

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutians, Inc.

Survival and Growth Data

Page3 of 6

AbKCICR Test Number: 256

Day 375 mg KCI/L 500 mg KCI/L
Q R S T u \' w X Y Z AA BB cC DD EE FF
v 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5 5
1
S(Ss|s(s[s|>S|S[S]S]|9]%]5s S| 8§18
2 | gl gl vl el g
slals|s|s|s s |s [t afaiusic s
3 WA Al
als|s|s|s|s|sls] a3 aja(n]|d |
4
S| S| S|IS|S|s[S|{S || >4 |4 [d[3]> ]S
a_
5 ) WU A ol
s|2ds| s|s|s|s|s | a5 |4 |4 ]|>]Ts
6 i WA t
SIN | SIS S]] S| o 2| 3 4| 4| ¢
* slalels [slsls|slr|r|>|a]|a|~r]r |
i females with eggs in
brood sac | —
T T
# immature females B ”-’__,_.
#males faill W
_H
*A = Pan weight (mg)
Tray color code:
7T — QD[ o X A0 N Q| o] ol WV a0 AX| o] Af
=iy % o, A RSO N PR N PANE % Sl - P2 DO R B N
e I N S S N N R Pl o O Sl N R N S
*B = Pan + Shrimp weight -
(mg) .
;::l“ﬁ &> 6-"’\' & g RE LIPS AR FENE] Y 3 A & a p-\-"\q \‘\ﬁ‘h w5 O [ |y
C = Shrimp weight (mg)
Hand calculated "ﬁ \-U"\ I-Ue qu Ll o““ﬂ -0k l'lb O'q‘l O-‘!:"t O.be 0-1"{ o"‘b 0""8 0'3‘\ a-qs
Analyst:
Weight per Initial number
of shrimp (mg)
=hC.|I' Initial number of iy & - ~ X
shrimp ‘ - nt
Hand calculated ;\}Q '\9 o “9% ':';v \h H\; :\? g. @q \"3. \"'S6 }?, 6\0 6\% -0 3
Analysl:A—n¥ Q' (Y Ny o o o o 0 0 o o o 0 0 0 )
'-.:‘:_ 2, :C‘ - | Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
I number of shrimp (mg) (%) number of shrimp (mg) (%) 1
% 0.1 L.0O% 0-10% M.k 1.

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

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

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



Environmental Testing Selutians, Inc.

Page4 of 6

AbKCICR Test Number: 256

Survival and Growth Data
Day 750 mg KCI/L 1000 mg KCI/L
GG HH I ) KK LL MM | NN 00 PP QQ RR SS T uu Vv
0
5 5 5 5 5 b 5 5 5 5 5 5 5 S 5
s
1 oA (054 |65 | 05| 0 [0% | 034 [ g%k 0% | 03k | 034 034] 54| 034 | pA |05
2 b =
/
3 L~
4
5
6
7 /
/
# ferales with in
brood “:H‘ /
fem: L
Ty _— |
#immature females (A
— / 'nlh!
#males ‘-_/_"’________.._,_._-—-—-
*A =Pan weight [mg)
Tray color code:
Analyst: -
_-F""/F-
Date:
_——'-"'"-"_—____—-—_—-—-
*B = Pan + Shrimp weight e
(W] o ___'...--—""'—F—--#
Analyst: ’/_ __"__,.,--—-'
Date:
C=sh b — -\“‘1&
= Shrimp wei, m
Drinagh p weight (mg) |g 6“
Hand calculated /
Analyst:
Weight per initial number
of shrimp (mg)
= C / Initial number of
0| 0| ol o|lolo|o|O0]|l0|O]|0|0|0|O]|0]0
Hand calculated
Analyst:
| Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
| number of shrimp (mg) (%) number of shrimp (mg) (%)
0 \00 /. 0 1007,

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

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

Comments:

SOP AT44-Revision 4—Exhibit AT44.1



e TS 4o
f ' Americamysis bahia Chronic Reference Toxicant Test
' EPA-821-R-02-014, Method 1007.0
A == : Quality Control
Envi | Testing Sol , Inc. 5 " s 2
9 Verification of Data Entry, Calculations, and Statistical Analyses
Test number: 25¢
Test dates: October 15-22, 2024
Concentration [mgfLKCI]| Replicate | Initial numberof | Finalnumberof |A=Panweight{mg)| 8=Pan+larvae | Larvae weight {mg} | Weight / Initial number | Mean survival | Mean weight [mg)] [C innt of ion| Percent ion from
larvae larvae weight [mg) sB-A of larvae (mg) (%) (3] contral (%)
A 5 5 13.53 14.62 1.0% 0.218
B 5 5 15.35 16.43 1.08 0.216
C 5 5 14.81 15.95 1.14 0.228
] 5 5 15.30 16.62 1.32 0.264
Control E = 5 1459 15.80 121 0242 100.0 0.228 7.9 Not applicable
F 5 5 12.38 13.52 1.14 0.228
G 5 5 13.77 14.84 1.07 0.214
H 5 5 14.47 15.52 1.05 0.210
I ] 5 13.88 15.04 1.16 0.232
J 5 5 12.94 14.13 1.19 0.238
K 5 5 13.83 14.93 1.10 0.220
L 5 5 12.56 13.84 1.28 0.256
=8 M 5 5 13.04 14.16 112 0.224 e e o o
N 5 5 13.30 14.49 1.19 0.238
o] 5 5 13.80 14.91 1.01 0.202
P 5 5 13.55 14.57 1.02 0,204
Q 5 S 14.88 15.93 1.05 0.210
R 5 4 14.58 15.62 1.04 0.208
H 5 5 13.99 15.07 1.08 0.216
T 5 5 13.74 14.78 1.04 0.208
A 214 . |
e u 5 5 13.34 14.50 1.16 0.232 385 L2 ki L
v 5 5 11.55 12.51 0.96 0.192
W 5 5 13.07 14.13 1.06 0.212
X 5 5 15.41 16.57 1.16 0.232
Y 5 2 1511 15.58 0.47 0.094
z 5 2 14.19 14.58 0.39 0.078
AA 5 3 13.81 14.49 0.68 0.136
500 BB 5 4 14.22 14.96 0.74 0.148 525 0.103 29.5 54.6
cC 5 4 12.70 13.36 0.66 0.132
DD 5 2 14.74 15.09 0.35 0.070
EE 5 2 13.82 14.21 0.39 0.078
FF 5 2 13.32 13.77 0.45 0.090
GG 5 0 0.00 0.00 0.00 0.000
HH 5 "] 0.00 0.00 0.00 0.000
il 5 ] 0.00 0.00 0.00 0.000
1 5 o 0.00 0.00 0.00 0.000
750 K ; > .00 00 000 5000 0.0 0.000 0.0 100.0
LL H 0 0.00 0.00 0.00 0.000
MM 5 4] 0.00 0.00 0.00 0.000
NN 5 1] 0.00 0.00 0.00 0.000
[s]s] 5 a 0.00 0.00 0.00 0.000
PP 5 o] 0.00 0.00 0.00 0.000
aq 5 4] 0.00 0.00 0.00 0.000
RR 5 o 0.00 0.00 0.00 0.000
1000 TS ; > 0.00 .00 .00 2.000 0.0 0.000 0.0 100.0
T 5 '] 0.00 0.00 0.00 0.000
uu 5 "] 0.00 0.00 0.00 0.000
Vv 5 1] 0.00 0.00 0.00 0.000
Dunnett's M5D value: 0.0233 MSD = Minimum Significant Difference
PMSD: 10.2 PMSD = Percent Minimum Significant Difference
PMSD is a measure of test precision. The PMSD is the minimum percent diffi bety the control and treatment that can be
declared statistically significant in a whole effluent toxicity test.
Lower PM5D bound determined by USEPA (10th percentile) = 11%.
Upper PMSD bound determined by USEPA (20th percentile) = 37%.
Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PMSD data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the
sensitivity of the test method and is not @ minimum acceptance criteria.
USEPA. 2001a, 2001b. Final Report: Interlaboratory Variability Study of EPA Short-term Chronic and Acute Whole Effluent Toxicity Test Methods, Vol 1 and 2-Appendix. EPA-821-B-01-004 and EPA-821-B-01-005.

US Environmental Protection Agency, Cincinnati, OH.
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Mysid Survival and Growth Test-7

Survival

Start Date: 10/15/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 10/22/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
| Sample Date: Pratocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control  1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
250 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000 1.0000
375 1.0000 08000 1.0000 10000 1.0000 10000 1.0000 1.0000
500 04000 04000 06000 08000 08000 04000 04000 04000
750 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 00000 00000 00000 00000 00000 O0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L _Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp Number
| D-Control  1.0000 1.0000 1.3453 1.3453 1.3453 0.000 8 a 40
250 1.0000 10000 1.3453 13453 1.3453 0.000 8 68.00 4800 0 40
375 09750 09750 1.3155 1.1071 1.3453 6400 8 6400 4800 1 40
| *500 0.5250 05250 08155 0.6847 1.1071 23681 8 36.00 4800 19 40
750 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 8 40 40
1000 0.0000 00000 02255 02255 02255 0000 8 40 40
|
Augxillary Tests Statistic Critical Skew  Kurt
;Shapiro-\MIk's Test indicates non-normal distribution (p <= 0.01) 0.76302 0.904 1.02843 3.66412
|Equality of variance cannot be confirmed
THypothesis Test (1-tail, 005) NOEC LOEC _chv __ TU
|Steel's Many-One Rank Test 375 500 433.013
| Trealments vs D-Control
Maximum Likelihood-Probit
Parameter  Value SE  95% Fiducial Limits Control Chi-Sq_ Critical P-value  Mu Sigma  lter
|Slope 16,0976 3.15413 991553 222797 0 0.16507 7.81472 098302 2.70101 0.06212 3
|Intercept -38.48 847091 -55.083 -21.877
TSCR 1.0
Paint Probits mg/L 85% Fiducial Limits 09 4 {[7
|[ECO1 2674 360.157 296.293 395.164 {
ECO05 3.355 397.033 345519 425936 o8
|EC10 3718 418.211 374.335 444.122 07
|EC15 3.964 433,134 394571 457.468
|EC20 4.158 445373 410907 468.956 2081
EC25 4326 456.149 424921 479.651 go_s J
EC40 4747 484472 458.919 511.532 B i
|ECS50 5000 502.35 477.669 535.061 S04
EC60 5253 520,888 495078 562.055 03
ECTS 5674 553.231 52213 613.832
|EC80 5.842 566616 532.551 636.537 02
:EC&S 6.036 582.627 544.632 664.467 01
EC90 6.282 603.417 559.852 701.819 &
IEl395 6.645 635.604 582.671 761.765 3 1 '""i'c ' '1'60 i '1000
|EC99 7.326 700.683 626.978 889.837
Dose mg/L
Dose-Response Plot
1 &
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Statistical Analyses
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Mysid Survival and Growth Test-Growth-Weight

D-Control

Start Date:  10/15/2024 TestID: AbKCICR Samgple ID: REF-Ref Toxicant
End Date: 10/22/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 6 7 8
D-Control  0.2180 0.2160 0.2280 0.2640 02420 02280 02140 0.2100
250 0.2320 02380 02200 0.2560 0.2240 0.2380 0.2020 0.2040
375 02100 02080 02160 02080 02320 01920 02120 02320
500 0.0940 0.0780 0.1360 0.1480 0.1320 0.0700 0.0780 0.0900
750 0.0000 0.0000 00000 00000 O0.0000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 0.0000 0.0000
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 0.2275 1.0000 0.2275 0.2100 02640 7.888 8 0.2275 1.0000
250 02268 09967 02268 02020 02560 8028 8 0.090 2799 00233 0.2268 09967
375 02138 0939 02138 0.1920 02320 6.195 8 1.655 2799 00233 0.2138 0939
500 0.1033 0.4538 0.1033 00700 0.1480 29612 8 0.1033 0.4538
750 0.0000 00000 00000 0.0000 O.0000 0.000 8 0.0000 0.0000
1000 0.0000 00000 0.0000 00000 0.0000 0.000 8 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.96677 0.884 0.51714 -0.0356
Bartlett's Test indicates equal variances (p = 0.68) 0.78469 9.21035
|Hypothesis Test (1-tail, 0.01) NOEC LOEC Chv TV MSDu MSDp MSB MSE F-Prob  df |
Dunnett's Test 375 >375 0.02326 0.10223 0.00048 0.00028 0.20144 2, 21
Treatments vs D-Contral
Linear Interpolation (200 Resamples)
Point mg/L SD 95% CL Skew
ICo5 352.16 53.05 17242 38266 -1.7771
IC10 385.18 13.33 34356 39535 -4.6003
IC15 398.05 6.32 384.71 40833 -0.3569 1.0 £ 4
IC20 410.92 647 397.09 42299 -0.1144 09
IC25 423.78 6.91 41053 43884 0.1782
IC40 462.39 945 44954 48669 07519 08
IC50 488.12 13.11  471.74 52647 1.1912 07
o 06
“w
gos
w
204
0.3
02
0.1
0.0 Lo T -
0 500 1000 1500
Dose mg/L
Dose-Response Plot
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 256

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

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst A A W\ Lo =
pH (5.U.) Y2 | 04 [\ |Zs59 7.7 A0
DO (mg/L) YO 1.5 1.8 .5 15 .
CONTROL, | salinity (ppt) 24 R TR MUY 249
Salt SW Alkalinity N ’-”“’ ""’-‘ kLG =3 ‘\-‘ﬁf \"“""
(mg CaCOs/L) b e .ulwu&* i 80 el 2|
Temperature (°C) AS. L AS. S S-S S 5.
pH (S.U.) A3 | 1.58 A\ 742 273 .
250 mg DO (mg/L) ) .\ .8 -8 =] 3.
Kci/L Salinity (ppt) 252 Ns-Y 5.\ .3 s\ || 258
Temperature (°C) 5.1 \s.y S-Sy TR
pH (S.U.) A3 | S | N[ 744 | 273 AN
375 mg DO (mg/L) Y9 %G 4 . 1.0 T2
KCl/L salinity (ppt) 2532 | s, e\ Sy ®\ 259
Temperature (°C) S\ AS. - 1S- \%.5 g i 1= B
pH (S.U.) 235 [ s [ aen [Zés | 272 | AL
500 mg DO (mg/L) 39 5 1.4 .S ol F6
KCl/L Salinity (ppt) 25 1% . 18N W S 1L 2y,
Temperature (°C) ) LS. AS-1L S s S .1
pH (S.U.) %36‘ 1.571
750 mg DO (mg/L) 19 1.9 ~
KCI/L salinity (ppt) 255 S TR
Temperature (°C) Ty \S-b N ~
pH (5.U.) 135 | .o H
1000mg | DO (mg/L) g 1Y 'M;.H\_
KCI/L Salinity (ppt) 5. 1S A
Temperature (°C) [ Y T e L I
Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutions, fnc.

Page 6 of 6

AbKCICR Test Number: 256
Day
(Analyst identified for each day, performed pH, D.0O. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst A YL "\ V— [V YL A% l/(-'
PH (5.U) 135 | A | Auh | Add W3 a1y | ANz |45,
DO (mg/L) Y] L4 Y 12 6 (W3 | 36 54
CO'\I'TROL Salinity (ppt) 44 1.0 .4 250 | 2<p [ s 4.4 252
SaltSW I Alkalinity AR R o Ben it st
(mg CaCOs/L) O i’L-‘.}.:":" AL ( F e o1 NIE 1 2 'l'o-ﬁﬁf;%iﬁ
Temperature (°C) NN .- .5 AS- S .b '3 L || \s.b 1S. L s,
oH (5.0, TAL LA AW | ~dl Ll | 330 | ANS | 320
250mg | DO (mg/L) 19 | M Y 32 N8 | N0 3 w.I
KCl/L Salinity (ppt) 2<.0 S 1S.0 Z5.Y 25D S . 8.0 26.8
Temperature (°C) S - 5. AS-- %.b i - Sb : 6.7
PH (5.0 AR 1S T aw [ Aa ez T 23 TAS s
375mg | DO (meg/L) 13 ’%4 24 4.3 A | [0 | A9 M
kci/L | salinity (ppt) 250 -4 15.\ 253 25, S.b 5 | 26,
Temperature (°C) S \S.L AS-5 5™ "1_5.3 N5:S SN 54
pH (S.U.) A3 | ANE [ A4S | N | Y] Ad) | Wp | 340
500 mg DO (mg/L) DA ’-).:s 4 a +4o 2Y A2 A’ﬁ £ J
Kcl/L | Salinity (ppt) 25, WSS | s | 22 | 25y ¥vA | v | 28.6
Temperature (°C) \§. B-S LT S N %3 S .S NS s
pH (5.U.) ——
750mg | DO (mg/L) |
KCI/L Salinity (ppt)
Temperature (°C) e J-
pH (5.U.) e
1000 mg | DO (mg/L) T
kci/L | salinity (ppt) S
Temperature (°C) R qo l'&l"f
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



o P — o Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

) e il o Source: Aquatic Indicators, Inc.
055 11T T T 7 T T 1 T T T 1 N E—
i Control Limits (+ 2 Standard Deviations) ]
0.50 |_' -
o g T T e :
- @ ® ® o
0.45 - - | —_— L] -
L o = :
[ e ° L ° A
L """-m.._..,m_._..._.__ T — — T S — — — S e S— — ...__ﬂ__. . . :
o40 (- T .
—_ i 1
< : :
-:L 0.35 - .
o0 [ 4
"-:_‘ | | 1 | L I (R | | | B 1 1 L L1 |
8 A K S S T N SO A, BN TR T S st Toryn R I O o NN G I
> - , .
© - Warning Limits 1
.? i o e v s st ]
h 0-5 — w4 SN SO 1. —
B & . 4
B ® ® . @ .
| 8 L | S— l__‘ i
B [ ® e ¢ ® ® ® [ ] ™Y i
0.4 - =
D8 | voriun ayasmsss s o5 s isga s iy sR A SR S PSR R F R S YRS T A NN N 3 DA A V4 G ek e =
0.2 [ | | l I | | I I I L I L I | | | | |
' a5 b A2 1:5 A3 01> A A3 g2t 1,“ as 1.'* b o LT o L
2P o x AV 51 o oV A0Y ast e
P % 8 @ @ @ o S e s ob‘°‘ L 0*‘& Ao 4y ®
Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration
which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
s = = Control Limits (mean logarithmic IC,, * 2 standard deviations converted to anti-logarithmic values)
e .. = . Laboratory Warning Limits (mean logarithmic IC,, + 2 coefficent of variations converted to anti-logarithmic values)
--------- USEPA Warning Limits (mean logarithmic IC,, S, ,s converted to anti-logarithmic values,
S, = 75" percentile of CVs reported nationally by USEPA)
niered and
Reviewed by

Him Sumnar



souwms wsr
Ag pamaaay
pue pasw

(Z€°0 = 5£¥) vd3sn Aq Ajjeuoiieu payodal spD Jo sjiuadiad

w

*UOIIELIBA JO JUBIDIYR0D = AD

6/ 3y} 03 Buipuodsaiiod UOIBINSP plepuels =S¥
‘sanjea Jwiyiiedoj-ue 03 pauaAu0d SEYg 10 ADZ F PO dnunyiedo) uesy = siwr) Bujuiep

‘sanjen J1WL31edoj-1jue 0} PaJIaALOI SUCHBIASP PIEPUE]S 7 T 59| dwyiedo| uesN = Sy joJu0D

‘san|ea 52| ay) JO UOIIRIASP pJBpUBIS = §

'sanjea St ayl jo Auapual [B1Ul3) = 1D

‘(3jeoxoL Buisn pajejnojed) Yyimoid sisAwnIiIawy Ul UOIINPaI %SZ B 8SNEI PINOM 1BY) UOIIBIIUSIU0I 3PLIOJYD Winissejod ayj JO UOIIBLWIISS Uy UOIJEJIUSIUOD UoIqIYul %SZ = 23] Aep-£ [3JON
60850 £66C°0 ¥0ES0 ¢LSED 8647°0 9g0v'0 Tovv'0 88100 S95E°0- 194€°0- 90Zv°0 ¥Z-50-1T 0z
S18S'0 966¢C'0 68¢S0 YeSE0 S6LY'0 8v0¥'0 90¥¥'0 ¥810°0 09SE0- 6CLE O 8ELV'O ¥Z-ST-0T 6T
#1850 S667°0 26250 06S€E0 964¥°0 9v0¥'0 Sovv'0 SBT0'0 T9SE'0- 0v9g°0- STEV'0 ¥Z-01-60 81
91850 966¢'0 16250 £6SED 96L1°0 8v0¥'0 90v¥'0 ¥810°0 09SE'0- S0SE'0- 9o VZ-€1-80 LT
¥185°0 S667°0 88750 £6SE'0 ¥6L¥0 LYOV'0 Sovy 0 ¥810°0 T9SE°0- CEBE'D- 6ETV'0 vZ-60-L0 9T
S¥8S'0 1100 8L7S0 Sv9E'0 ¥08%°0 <80%°0 8T¥r'0 LLTO0 BESE'0- 9SLEO- TiZv'o v-v0-90 ST
59850 ¢Z0E0 85¢S5°0 069€°0 S08¥'0 60T¥'0 Evbr o 04100 £€TSE'0- 6ve’0- SLvY 0 vZ-L£0-S0 vT
£985'0 ¢z0e0 19¢5°0 069€°0 808t°0 60T¥'0 Shvv'o 04100 TZse'0- CLTE O 80L¥°0 vZ-60-v0 €1
09850 6100 ¥Zeso CILED 88L¥°0 LTTVO orv0 ¥910°0 LTSE'D- 869¢€°0- 89¢¥°0 ¥Z-S0-£0 [4°
04850 vZoeo 80¢S0 OVLED S8LYV0 EETVO Lyvr'0 65100 6TSED- 60vE0- T9s¥°0 vZ-90-20 1T
£985°0 0Z0€0 ¢61S'0 YvLED SLLYO TEIVO [ LSTO0 SZSE'0- E8VE'0- v8¥ 0 vZ-60-10 0t
£585°0 S10€°0 061S0 CELED 69470 ECIV0 YEVY'0 85100 ZESED- 9ETEO- LYLYO £2-50-71 6
8€85°0 800t'0 SO1IS0 ¥8LED STLY0 ovivo X4 EV10°0 EVSE0- 86EE0- €LST°0 €C-LO-TT 8
01850 €66C°0 150 0ELEO 6TLY0 901’0 0vv'0 TIST00 ¥9S€°0- OTEE O L99%°0 £2-£0-0T L
T64S0 £EB6CO0 L¥0S0 69LE°0 LL9Y0 911I¥'0 LBEV'OD 6ETO0 8LSED- ZvSE0- ETVV0 ET-ZT-60 9
S6L5°0 S86C°0 95050 99L£°0 £89Y°0 911I¥'0 06EV'0 0r10°0 SLGE0- 89EE0- S09%°0 £Z-60-80 S
€8/5°0 6670 90050 Y6LE D SS90 vZIv'o 18ev'0 CETO0 PBSEO- S79tE°0- OvEV0 €¢-1T-L0 14
084S0 LL6T0 11050 ¥8LE0 SS9¥°0 81I¥'0 8LEVO EETO0 L8SE0- 00LE°0- S9Zv'0 £2-90-90 £
S84S°0 08620 £005°0 86LE°0 ¥S9¥°0 9Z1I¥'0 Z8EV'0 TETO0 €8SE°0- 908€'0- E€917°0 €¢-70-50 Z
00850 886C°0 196%'0 £S8E0 EVar0 8ST¥'0 V6EV'0 0¢10°0 TLSE0- CELEO- SETV0 ET-V0-10 T
SEY§ + 1D SL¥g -1 AT+1D AIZT- 1D ST+1D sZ-10 (12%71/3)
spwi Suluiep syw Suluiepn sjw| jo43uo) 1 S 1D SZy) Aep-z | uoneunuialag jepxo)
AD 9]1uadad Yiss AD paiejnaje) Auojesoqge SZ9) Aep-£ ajep 1saL Jaquinu 3sa)
(123 1/8) sanjep s1wyiuesol-uy uoisianuo) 3o
U] ‘si03edipuj d1lenby :924n0s - — -

ey [043U0) JUBIIXO ] 2IUBIRYDY d1U0IY)
piynq (sisdopisAip) sisAwpiriawy




A e e
: .

e BT Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: Aquatic Indicators, Inc.
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8 ?.o L o USEPA Minimum Acceptance Criteria (> 0.20 mg per surviving shrimp) ]
o C ]
E 0.1 -
& | 1 ] L | | | 1 | | | | | | | | | | | | 2]
- T | | | 1 I I | | | I | | | | | | I | | R
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Test date
L] Control Growth, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)
PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria. > 2
—— Central Tendency (mean Control Growth, CV or PMSD) e

= ==~ - 95% Confidence Interval (mean Control Growth, CV or PMSD # 2 Standard Deviations)
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Environmental Testing Salutlens, Inc.

Potassium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-014, Method 1007.0)
Species: Americamysis (Mysidopsis) bahia
AbKCICR Test Number: 257

Dilution preparation information: Comments:
KCI Stock INSS number: INSS ~1\Q
Stock preparation: 50 g KCI/L:
Dissolve 50 g KClin 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 7.5 11.25 15 225 30
Diluent volume {mL) 14925 | 1488.75 1485 1477.5 1470
Total volume (mL) 1500 1500 1500 1500 1500
Test organism information: Test information:
QOrganism age: 7-days old Randomizing template: {:rL@-l
Date and times organisms 10-29-24 1200 to Incubator number and shelf S 6
were born between: 10-30-24 1130 location:
Organism source: Al Batch Ab: 10-30-24 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= ~1.&Y S.U. Date / Time in oven: Ml Ivs
Temperature=  AS8.\  °C *Initial oven temperature: Lo - C
Average transfer volume: <0.25mL Date / Time out of oven: t-inaad dS
*Final oven temperature: P
Total drying time: - Hein S
Daily feeding and renewal information: *60°C Oven, Thermometer SN: 14-98585
Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt sw
termination batch used
Time Analyst Time Analyst Time Analyst
0 11-05-24 30 " 300 i \AS0 M 103 A
v LA o
1 11-06-24 0% 00 L \Who 1\ oML U n-ou-wl A
" U
2 11-07-24 DS ‘350 h 31 % -ob- el
\
3 11-08-24 psio | U 100 2 04 L
LU ) v
4 11-09-24 0% 00 \L N0 0 LA\ 30 \/( n--v
5
11-10-24 oS0 Y 1100 U 010 10 4-14
6 [ [ I T
11-11-24 0400 I 1o I‘i 04\ ﬁ“ L
7 11-12-24 > WS 0 J({
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
Salinity 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer | ‘BoblbES
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: o7, <20% 7-day LCso (mg/L KCI) s13.49
Average weight per initial shrimp: 0 113 NOEC (mg/L KCl) 31§
Average weight per surviving shrimp: 0.11% > 0.20 mg/shrimp LOEC (mg/L KCl) 500
ChV (mg/L KCl) Yss.0
ICas (mg/L KCl) 420.6
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Environmental Testing Salutions, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 257

Day

CONTROL

250 mg KCI/L

(g}

D

E

-,

L

M

w
w

(9]

5

(9]

w

un

w

=

YR UAR AR LANED

Ji

Nl g, wn |

7

NPl [P |

NMaoalAaler|ln|W|D

nle |l lninln

AN VAN Y, VAT O N W B

u‘\untf'u\n/‘m'f\

Cleo|lw|lw|lnn|n | P
N | AP p|lN| AN

wwu‘l(ﬂmmm

Al | a| Pl |0 w
N[N | A DA ||

i females with eggs in
brood sac

# females with developing
ova In oviducts

# immature females

# males

o\

[ bl

*A = Pan welght (mg)

Tray color code:
Mgt
Analyst: Qp

Date: 1.3 _;1414

N
&
{J

¢t
Y/
/

,
s

/'_,,‘)/

*B =Pan + Shrimp weight
(mg)

Analyst:
Date: -]

.S

19 X 4

i\‘l L

™ 2E

15.862

MY

€ = Shrimp weight (mg)
=B-A

Hand calculated

e

tal L

l.o\

1.0k

.0é

11

(T A B P LY

.38

.3\

(P

.o\

‘Weight per initial number
of shrimp (mg)

=€/ Initial number of
shrimp

0

Hand calculated
Analyst: é k J

o

2® 0"

I,
ot |V v

A0

%
N

A
Y
01

191'
0 -

20
o1

number of shrimp (mg)

0. 115

| Average weight per initial

iy

0, 154

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

T .i‘:'.
i

(%)

Percent reduction from control

“HAL

*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:
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Environmental Testing Solutions, Inc.

Page 3 of 6

AbKCICR Test Number: 257

Survival and Growth Data
Day 375 mg KCI/L 500 mg KCI/L
Q R S T U Vv w X N Z AA BB cC DD EE FF
0 5 5 5 5 5 5 5 5 5 5 5 5 3 5 5 5
1
S|S|S[s|S|S|s[S]|S|s|[sS|S|S]|s]|¢s
. 1 ] t4 v Y '
’ SIS | S| s ] & Spayutjed]adpatigdiage
3 5&. t'\ GA A
SIS 51 &S| S S]] 4 413 |4 ST
4
s|s|s|s|s|s]s|s | 4l 3M 3
5 v
s|s|s|s|S|s|s|s|>" d | »| 4] 3 5
6 ¢
sl s|s| s| s| s| s| s| s 4| 5| 3% s |2
7 .
S s| S| s sl sl slss| o™ > 5] 8|
# fernales with eggs in
brood sac
= =1
#immature females o ] \ A“d
1) L]
# males C J\
A= Paln wel:ht [meg) fb 0 g)
Tray celor cos 1: l'.> \}\ ‘} ko G\ ") m \s) . 0 OQ <’) !}
o AL AT L 0% e h (O O] W D VN O w N
::te _uﬁ \rh\ O \r;) O” \’\)g) \0‘ \0" A Iy ) Qﬁ' l:" \0\ i\)"\ \Val O‘\ \0\
: .}Pan + Shrimp weight q iD q 0\ SS s N &‘:v:’é 4 q i s ‘l ik §
Anaiyst; a& A |1M-%0) . Ab 1.8 |15, . 03 12.AL|15.83]15.82 i $& lin.9Y4 |1€.0v
m: 1347 |1 i 1 - v Lo iy 344
C = Shrimp welght (mg)
:2.“&3"‘“'“1 L0 |1ob [0.4% | 1D (Lot [ 1 [1id [ ot |o.81 oM 0.4 |0.54 [0:46 0.5 0.54 |0.37
Weight per initial number
of shrimp (mg)
=C / Initial number of
shrimp v ~|
Hand calculated ‘\}‘\ q}v \“% ‘\ﬁ‘\p ‘Lﬁx '\}‘k ’\?. '\P“, \\'). \'\'% Dgu \ut D“v \d'k \\q ob
Analyst: gl o o o o° o 0 L) o o o’ 0 0’ o o o o
Y - | Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
number of shrimp (mg) (%) number of shrimp (mg) (%)
= 6.2\ S. 57 0.0 M T

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutlont, Inc.

Page 4 of 6

AbKCICR Test Number: 257

Survival and Growth Data
Day 750 mg KCI/L 1000 mg KCI/L
GG HH | i KK LL MM | NN 00 PP QQ RR SS T uu Vv
P 5 5 5 b 5 5 5 5 5 5 5 5 5 5 3 5
sk | sd [ s sl $ sd.| . sd Sd
: o | 0| 0| o4 0| 0% | 0™ | 0 | 0 | 0| 0*|0™ | 05| 0™ | o™ |0™
2 — | >
pd
3 //
L =
4
L = /
5
=] /
6 = =3
]
=
7 /
oo ]
# females with i
" e 7
male: evel N -
e n:r:l‘:lﬂ;::lumhm : /
# immature femal i
mature females / 1.‘&
H males .
) ( 4&' "“'EL
*A = Pan welght (mg)
Tray color code:
Analyst: * f_‘__,_..---—'""""'————#
Date:
i - _-__'__,_.--'""‘#
*B =Pan + Shrim, Ight
o p welgl P | ]
Analyst: ”‘__,‘--""/"
Date:
/’ \#
€ = Shrimp welght (mg) Wb‘-
=B-A / ad
Hand calculated / J— L
Analyst: et |
Weight per initial number
of shrimp {mg)
=C / Initlal number of
w0l OO D|O|O|O|lOlO|O0|lO|l O] O0O|0 O |O
Hand calculated
Analyst:
Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
number of shrimp (mg) 0 (%) 100? ! number of shrimp (mg) 0 (%) ‘00?-

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

T S Quality Control
vironmental les! ul 5, Inc. & 2 M 8. %
o e Rt Verification of Data Entry, Calculations, and Statistical Analyses

Test number: 25
Test dates: November 05-12, 202
Concentration [mg/LKCI)| Replicate Initial number of Final number of | A = Pan weight [mg) | B = Pan + Larvae Larvae weight [mg) | Weight / Initial number | Mean survival | Mean weight (mg] |C of Percent reduction from
larvae larvae waight (mg) =B-A of larvae (me) (%) 1%) control (%)
A 5 5 13.00 14.02 1.02 0.204
B 5 5 10.41 11.52 111 0.222
C 5 5 12.19 13.43 1.24 0.248
D 5 5 14.27 15.28 1.01 0.202
Control t 5 S 13.06 1412 106 0212 100.0 0.223 8.0 Nat applicable
F 5 5 13.09 14.32 1.23 0.246
G 5 5 13.04 14.12 108 0.216
H 5 5 FERE 14.28 1.17 0.234
1 5 5 12.07 13.34 1.27 0.254
J 5 5 12,54 13.70 116 0.232
K 5 5 14.47 15.82 1.35 0.270
L 5 5 13.13 14.44 1.31 0.262
=0 [ 5 5 15.16 16.28 112 0.224 1000 0234 0.8 #2
N 5 5 14.10 15.18 109 0.218
o 5 5 13.95 14.96 1.01 0.202
P 5 5 10.95 12.00 1.05 0.210
Q 5 5 12.85 13.92 1.07 0.214
R 5 5 13.74 14.80 1.06 0.212
5 5 5 13.02 14.01 0.99 0.198
T 5 5 13.86 14.96 1.10 0.220
i u 5 5 13.53 14.55 1.02 0.204 000 it o a3
v 5 5 14.09 15.16 1.07 0.214
W 5 5 14.03 15.16 113 0.226
X 5 5 13.39 14.40 1.01 0.202
Y 5 3 13.46 14,03 0.57 0.114
Z 5 2 12.32 12.96 0.64 0.128
AA 5 3 15.40 15.83 0.43 0.086
BB 5 8 14.98 15.52 0.54 0.108
- cc 5 3 14.12 14.58 0.45 0.092 240 e ek oA
DD 5 3 14.06 14.58 0.52 0.104
EE 5 3 13.35 1394 0.59 0.118
FF 5 2 14.72 15.04 0.32 0.064
GG 5 0 0.00 0.00 0.00 0.000
HH 5 [+] 0.00 0.00 0.00 0.000
1] & 0 0.00 0.00 0.00 0.000
3 5 [*] 0.00 0.00 0.00 0.000
™ KK 5 0 0.00 0.00 0.00 0.000 0o 0000 8 000
LL 5 0 0.00 0.00 0.00 0.000
MM 5 4] 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 4] 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
Qa 5 0 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 5 A o 0.00 000 o 5,000 0.0 0.000 0.0 100.0
1T 5 4] 0.00 0.00 0.00 0.000
uu 5 1] 0.00 0.00 Q.00 0.000
vV 5 4] 0.00 0.00 0.00 0.000
Dunnett’'s M5D value: 0.0261 MSD = Minimum Significant Difference
PMSD: 11.7 PMSD = Percent Minimum Significant Difference

PMSD is a measure of test precision, The PMSD is the minimum percent difference between the control and treatment that can be

declared statistically significant in a whole effluent toxicity test.

Lower PMSD bound determined by USEPA (10th percentile) = 11%.
Upper PMSD bound determined by USEPA (90th percentile) = 37%.

Lower and upper PMSD bounds were determined from the 10th and 90th percentile, respectively, of PM5D data from EPA's WET
Interlaboratory Variability Study (USEPA, 2001a; USEPA, 2001b). The lower PMSD bound represents a practical limit to the

itivity of the test hod and is not a minimum acceptance criteria.

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

US Environmental Protection Agency, Cincinnati, OH.
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Statistical Analyses

mtered and

Fim Sumines

Mysid Survival and Growth Test-7 Day Survival

Start Date: 11/5/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 11/12/2024 Lab ID: ETS-Envir,. Tesling Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 TestSp AB-A ysis bahia
Comments:
Conc-mglL 1 2 3 4 5 ] 7 8
D-Control 1.0000 1.0000 1.0000 10000 10000 10000 1.0000 1.0000
250 1.0000 10000 10000 1.0000 1.0000 1.0000 1.0000 1.0000
375 1.0000 10000 40000 1.0000 10000 10000 1.0000 1.0000
500 06000 04000 086000 06000 06000 06000 06000 04000
750 0.0000 00000 00000 0.0000 00000 00000 0.0000 0.0000
1000 0.0000 0.0000 00000 0.0000 00000 00000 0.0000 0.0000
15 Transform: Arcsin Square Root Rank 1-Tailed Number Total
| _Conc-mglL.  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Numb
D-Control 1.0000 10000 13453 1.3453 13453 0.000 g 0 40
250 1.0000 1.0000 1.3453 1.3453 13453 0.000 8 68.00 48.00 0 40
375 1.0000 1.0000 13453 1.3453 13453 0.000 8 68.00 48.00 0 40
*500 0.5500 05500 0.8357 06847 08861 11153 8 36.00 48.00 18 40
750 0.0000 00000 02255 0.2255 02255 0.000 8 40 40
1000 0.0000 0.0000 02255 02255 02255 0.000 8 40 40
Auxiliary Tests Statistic Critical Skew  Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.55437 0.904 -2.4246 766092
Equality of variance cannot be confirmed
\Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 375 500  433.013
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level ECS0 95%CL
0.0% 52394 496.14 553.30
5.0% 52331 49254 556.00
10.0% 52268 488.20 558.59 1.0 <>
20.0% 52143 47593 571.27 1
Auto-0.0% 52394 496.14 55330 %8
0.8 4
0.7 1
@ 0.6 4
w E
s
30.5-
= 4
& 041
0.3 4
0.2 1
0.1 1
0.0 <
1 10 100 1000
Dose mg/L
Dose-Response Plot
1_ 0 <
0.9%
083
ERTE
g 1
@ 057
>
a 0.4 4
~ ]
033
0.2 3
0.1E
0: = <
: & &8 § & 8
Q
(a]




ntered snd

Statistical Analyses prorian
\
Testing Ine
Mysid Survival and Growth Test-Growth-Weight
Start Date: 11/5/2024 TestlD: AbKCICR Sample ID: REF-Ref Toxcant
End Date: 11/12/2024 Lab ID: ETS-Envr. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species AB-Americamysis bahia
Comments:
Conc-mgiL 1 2 3 4 5 6 L 8
D-Control 0.2040 0.2220 02480 0.2020 0.2120 0.2460 0.2160 0.2340
250 0.2540 0.2300 02700 0.2620 02240 0.2180 0.2020 0.2100
375 0.2140 02120 0.1980 0.2200 0.2040 0.2140 0.2260 0.2020
500 0.1140 0.1280 0.0860 0.1080 0.0920 0.1040 0.1180 0.0640
750 0.0000 0.0000 0.0000 0.0000 00000 0.0000 00000 0.0000
1000 0.0000 0.0000 00000 00000 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  0.2230 1.0000 02230 02020 0.2480 8.036 8 0.2284 1.0000
250 0.2338 1.0482 0.2338 0.2020 0.2700 10.788 8 -1.151 2799 00261 02284 1.0000
[ 375 02113 09473 02113 0.1980 0.2280 4.468 8 1.258 2799 00261 02113 0.9250
500 0.1018 04563 0.1018 0.0640 0.1280 20.057 8 0.1018 04455
750 00000 00000 0.0000 0.0000 0.0000 0.000 -] 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
|
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 0.97448 0.884 0.33349 -06177
Barflett's Testindicates equal variances (p = 0.06) 5.57074 9.21035
Hypothesis Test (1-tail, 0.01) NOEC LOEC ChvV TU MSDu MSDp MSB MSE F-Prob df
Dunnett's Test 375 >375 0.02613 0.11718 0.00101 0.00035 0.07692 2,21
| Treatments vs D-Control
Linear Interpolation (200 Resamples)
Point mgiL SD 95%CL Skew
Icos 333.35 3485 25302 380.89 -1.8044
1c10 381.52 1453 352.01 39256 -54181
IC15 394.56 581 38282 40426 -0.1085 1.0 9
ic20 407.59 550 39661 41625 -0.1023 09 4
IC25 42063 537 40991 42977 -0.0694 0,8:
||C4D 45973 6.13 44781 47145 0.0891 4
licso 485.80  7.49 47207 50085 0.2536 07 1
06 4
@ 05
E 04 4
a ]
& 03
0.2 4
0.1 4
00 9
| -01 4
-02
0 500 1000 1500
Dose mg/L
Dose-Response Plot
03 1
0.25
E
02} 1-tail, 0.01 level
E, 1 of significance
> ]
% 0.15 1
0.1
| 0.05 §
| b
, 0 - >
8§ & 8§ & 8

D-Control
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Enviranmental Testing Solutions, Inc.

AbKCICR Test Number: 257

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

sheet,
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst Vv 4»4 2z %ﬂ/‘*’ ol /ZIeReN G2 _ﬂ{
pH (S.U.) YA |26 |05 |zzo0 |z25al Auy
DO (mg/L) %Y b 1%’ 1.y 2 L L
CONTROL, | salinity (ppt) s\ &l—f 2 25%.0 25\ 4.4
Salt SW Alkalinity ) e ALY
{mg CaCOs/L) 4‘-{ i j "'L-'-- 'S0 Y @Ay 150 Rt
Temperature (°C) as.4 li;lo - A s | sk
pH (S.U.) 390 7.88 7.9/ 764 764 | AU
250mg | DO (mg/L) 1y Ao | 1Y 1.8 ¢ Y2
Kci/L | salinity (ppt) 25.\ as. | U4 [ 250 450 z252,
Temperature (°C) 6% — Ns-1 8.5 5.7 S %8
pH (S.U.) I 17290 1792 765 |7z42 | 4L
375mg | DO (mg/L) 1Y | Fu ‘1Y S 1§ Yo
KCl/L salinity (ppt) 25\ 251 2.0 | 2645 dsL 259
Temperature (°C) i Ty -1 B- % -b L '\S-é
pH (S.U.) Y 7.9 [2.92 7248 [7.¢9 [ AR
500mg | DO (mg/L) Y0 a%) Iy [ 2.8 9. ¢ )
KCl/L salinity (ppt) 25.3 5. A 25-5 | 2510 2s] 2v.0
Temperature (°C) ns-3 8- W BS-b 15-2 78
PH (S.U.) T [ 790 |
750mg | DO (mg/L) Y% eY:] T
Kcl/L salinity (ppt) 7<M 15.4 TN
Temperature (°C) S-4 1% -k ~ i
pH (S.U.) S | Z2.8 )
1000 mg DO (mg/L) 39 AN
KCl/L salinity (ppt) 2s4 25-6 e T
Temperature (°C) “%.S 1S :
Initial Final Initial Final Initial Final

# o AARA §E Saw

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

AbKCICR Test Number: 257
Day
(Analyst identified for each day, performed pH, D.0. and salinity measurements only.)
Conc. Parameter 3 4 5 6
Analyst | JU e N W | N 17 17 K
pH (5.U.) Nz AN T Aud | 30 | AW 772 [7.75 | 350
DO (mg/L) Yo | A3 NG | b 14 RN EaTa Al
CONTROL, | Salinity (ppt) 259 233 MG 25.\ 252 | 2s0 2852 | 254
Salt sw Alkalinity AITEE 7T N i S S easa | e ]
(mg CaCO3/L) ‘10 ¥ \>0 = et et 3?‘*&\ =
Temperature (°C) BTN ~S- L S. € "\_S'o"\ V. D
pH (5.U.) T s 34 MM (7.7 7.5/ | 7¥se
250 mg | DO (mg/L) 34 ] fJ, ! .9 A2
KCl/L Salinity (ppt) 232, 28 | 2. 72\ 252 25 Z3.) |
Temperature (°C) R | | LT BTy NSy 2s.71 1S4 AL
pH (5.U.) “Ieh | 93] [ IvY | ASq | Aas (777 [7z.83 | 7356
375mg | DO (mg/L) Yy | T 34 A2 | 98 | 4 24 %]
KCl/L | Salinity (ppt) 252 | 258 250 2313 252, | 2532 | 2534 Z8s
Temperature (°C) | 1%.1 R 1S sy 1.4 S-3 p (P,
pH (5.U. s [Tk | Y8 | Yl | NAu | 7.80 | 283 [A59
500mg | DO (mg/L) 1 1)y | 80 15 39 A A4 Ns
KC/L Salinity (ppt) 255 255 st | 283 2373 235\ AN ( 2
Temperature (°C) sy 5.k i T %6 '_\_S"{ 5.4 185-3 Wo. \
pH(S.U.) i
750 mg DO (mg/L) .-
KCl/L Salinity (ppt) i,
Temperature (°C) ] \%
1000 mg | DO (mg/L) D
kei/t | salinity (ppt) g
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4—Exhibit AT44.1



° pE gy Americamysis (Mysidopsis) bahia
Chronic Reference Toxicant Control Chart

' Environmental Testing Solutions, Inc. Source: Aq uatlc Indlcators’ InC.

0.55 T T T T T T T T T T T T T T T ]
[ Control Limits (+ 2 Standard Deviations) i
0.50 5 .
i _____—_____,_.___..--""_"'"""""_“._ “““““““““““““ ]
0.45 | ° ® - ]
A5 | . . . __ ° i
A ° Ll ° ® o N
[ e e . ———— — s — 1 ® ® ]
0.40 5 T 5
: B -
g i i
= 0.35 - -
~ B o
oo = ]

~ AN N AN NN (N NN NSNS NN (RN MY (NN N SN NN S N N S

Ts]

) 0.6 T T 7 AL PO R RS A IR AU U S I S AN B S R
=y I Warning Limits o :
K L L1 T —— ]
™~ 05 = = g =
i = o i
- ® ® o ® T
L - e e _l.—'_ ®
L ° @ ® @ ® ® ® @ 4
) ]
BA L ccmessrssmmminmismmsmmspnseomunessrsnnmsnttil s thmmms s b bubisnss s e pummenens s ns e s K SRS ol
0.2 T N T N S SR (N S B e T Sy vy e S ]

LA RSN LR S L Lol o L Sl Sl LA P NN Co ol g

Test date
® 7-day IC,; = 25% inhibition concentration. An estimation of the potassium chloride concentration

which would cause a 25% reduction in Americamysis growth (calculated using ToxCalc).
Central Tendency (mean logarithmic IC,, converted to anti-logarithmic values)
= = — Control Limits (mean logarithmic IC,; + 2 standard deviations converted to anti-logarithmic values)
w ... Laboratory Warning Limits (mean logarithmic IC, * 2 coefficent of variations converted to anti-logarithmic values)

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

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

ntered and
Reviewed by
Jim Sumner
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. Envirenmental Testing Selutions, inc.

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

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

acceptance criteria.
ntered and

Reviewed by
Jim Sumner

Central Tendency (mean Control Growth, CV or PMSD)
95% Confidence Interval (mean Control Growth, CV or PMSD + 2 Standard Deviations)
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Page 1 of 6

Environmental Testing Selutions, Inc.

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

AbKCICR Test Number: 258
Dilution preparation information: Comments:
KCl Stock INSS number: INSS \m™»\
Stock preparation: 50 g KCl/L:
Dissolve 50 g KCl in 1-L Deionized water
Dilution prep (mg/L) 250 375 500 750 1000
Stock volume (mL) 75 11.25 15 225 30
Diluent volume (mL) 1492.5 1488.75 1485 1477.5 1470
Total volume (mL) 1500 1500 1500 1500 1500
Test organism information: Test information:
Organism age: 7-days old Randomizing template: G e
Date and times organisms 11-26-24 1200to Incubator number and shelf 59
were born between: 11-27-24 1130 location:
Organism source: Al Batch Ab: 11-27-24 Artemia CHM number: CHM1294
Drying information for weight determination:
Transfer bowl information: pH= .8 S.uU. Date / Time in oven: MW w0s
Temperature= L§.0 °C *Initial oven temperature: o'l
Average transfer volume: <0.25 mL Date / Time out of oven: vt oS
*Final oven temperature: Wt 'C
Total drying time: ewsonS

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

Day Date Morning feeding Afternoon feeding Test initiation, renewal, or Salt SwW
termination batch used
Time Analyst Time Analyst Time Analyst
0 12-03-24 s n \ido n \ >0 4\ M- A
1 12-04-24 0800 \'A‘ WS 1'/1\ 04AvO '!‘ L
2 12-05-24 QS 1SI \',{‘ A é'( wane e ol
3 i A
120624 | ogoe ¥ wes | ogso | M Lot
4 12-07-24 0520 I ) EL Woo )% e At
s ‘\ u v
12-08-24 0Se0 | I 1100 K ofod | W |
6
12-09-24 1600 I A W 0 450 U 9
7 TR v
12-10-24 1030 “
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
Salinity 1.0 ppt SM 2520 B-2021 ¥SI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L S5M 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 25508-2010 Digital Thermometer
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: 01. <20% 7-day LCso (mg/L KCl) S0L.3
Average weight per initial shrimp: 0.1k NOEC (mg/L KCI) 419
Average weight per surviving shrimp: 0. Lk 2 0.20 mg/shrimp LOEC (mg/L KCl) Soo
ChV (mg/L KCl) Y. e
IC2s (mg/L KCI) e- ¥

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solullons, Inc.

Survival and Growth Data

Page 2 of 6

AbKCICR Test Number: 258

Day

CONTROL

250 mg KCI/L

D

E

=

L

[ ™

un
w
u

5

5

w

w

5

(¥, ]
(¥,
[¥2]

S

g}

Wiwm|ahn| aAl N

7

7 AR R R A )
Nl [N p|n|w
AlAln|pn | DN AN n

N[V Tn|w»

Alwnin|lwvnnln|l |y

P 7 N Y O Y VA VAR V)

N |lwa|lwn DD

Nl | N nn| AN

{/\mu\m(ﬁ'{/\w
Nl wvnlwvm|lw

nNnlfnlwnwln|DN| |l w

S
S

S
S

S
S

S

Al wn| DM n|lwn| Al on

# females with eggs in
brood sac

# females with developing
ova in oviducts

# immature females

Hmales

*A = Pan welght (mg)

Tray color code:

r€~
Analyst:
Date: WL-IY

\\}.

%

\0‘0

%

*B = Pan + Shrimp welght
{me)

Analyst: & [
Date: TL-V-%

A Al

Wk

M4 18,60

C = Shrimp welght (mg)
=B-A

Hand calculated
Analyst: ‘ &

0% v | 0S8

[P |

oM

=04

i |17

LS

l.(ﬂ Ivll

1.0€

Welght per initial number
of shrimp (mg)

=C [ Initlal number of
shrimp

Hand calculated
Analyst:

N

~
~

o Q"

o

o

9
2

A

>

o

n}-\
o

\
~
o’

rai e

| Average weight per initial
~ I number of shrimp (mg)

6.7

=

Average weight per initial
number of shrimp (mg)
0 {".\

%
M -2.07T.

Percent reduction 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 AT44-Revision 4-Exhibit AT44.1
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Environmental Testing Salutions, Inc.

Survival and Growth Data

Page 3 of 6

AbKCICR Test Number: 258

Day 375 mg KCI/L 500 mg KCI/L
Q R S T U \' w X Y Z AA BB CcC DD EE FF
g 5 5 5 5 5 5 5 = 5 5 5 5 5 5 5
1 of o S| S| os|s]s|s| s|s]s|s{s|s]s|s
. . \i o\ KL
2 S < Q S < < < < x| 4 ll“‘ q“’\ L\“\ N| q q A q
vl d
3 slels| s sl s|s|s 3% a4 [a]y] TN
! sl sl s|s|s|s|s|s| a] A 4|4 ]>]>]|ax
[T
2 s s|s|s| s| S| gls|a|#* ||| alr]|x]>
L "\
6 sls| sl s|sIsls ¥ s> a™d|r]>
’ ol s | o] o S NI I R S RS Y N S
# females with eggs In e —
brood sac L ———
# females with developing | 1 ——
ova in oviducts ]
# immature females f__‘___..--"" P |
Hmales A [ e ey
*A= Piln wei:‘hl [mg) b
Tray colorcode:
% o ol DR\ e o s \)\3‘3 Mo o | 00 P A @A W
Date: W10 {} :&, \’\ \’\) {-]» {ﬁ N Q\ -:\‘ {‘7 \o\ \r_b" Q’ Q‘ \Q\‘ Q‘)
*B = Pan + Shrimp weight
E‘F:’n —t’i‘—‘m]_, _ [od |t | k] 1S3 e 1432 16.830 54,00 fud M4 1690 | £ .28 11 13 [ 48 |W-00
C ;Sh:mp weight (mg)
W0S [ 420 N [ ol o [ [ (04T L oiut ps8| .18 |00 [0.16 | 0.4 [0.b) |0-Sb
:::ﬂ;ltulated l
Welght per initial number
L. o N
shrimp "Np \\ b\. o 0
Hand calculate '&o ’\'}0 Y '\S;‘l '{’v n f\?:v \k M }\“ ‘.b 0':& \(':V i)k \‘{‘\J \\'v
Analyst: ZL Vg o’ o 0 0 v} o 0 D 0 0 0’ o 0 o ")
e - || Average weight per initial Percent reduction from control Average weight per initial Percent reduction from control
| number of shrimp (mg) (%) number of shrimp (mg) (%)
0.2\b 0.27 0.\10 ai.s 7,

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

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

Comments:

SOP AT44-Revision 4-Exhibit AT44.1



Environmental Testing Solutlons, Inc.

Survival and Growth Data

Page 4 of 6

AbKCICR Test Number: 258

Day

750 m

z KCI/L

1000 mg KCI/L

GG | HH Il 3

KK

LL | MM

NN

00

PP

QQ

RR

SS

L

Uu Vv

5

u
u

5

8

5

5

0“‘

os-k

o

05&

o™

7

# fernales with eggs In
brood sac

# females with developing
ova in oviducts

# immature females

\

H males

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

Analyst:
Date:

*B=Pan + Shrimp weight
(meg)

Analyst:

Date:

C = Shrimp weight (mg]
=B-A

Hand calculated
Analyst:

vy
AL

[ A

Weight per initial number
of shrimp (mg)

=C /[ Initial number of
shrimp

Hand calculated
Analyst:

0| 0] 0] 0

Average weight per initial
number of shrimp (mg) 0

(%)

1087,

Percent reduction from control

Average weight per initial
number of shrimp [mgb

(%)

gl

Percent reduction 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 AT44-Revision 4-Exhibit AT44.1



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

. Envi tal Testing Solutions, | el caia)
D R IR T 06 Verification of Data Entry, Calculations, and Statistical Analyses

Test b 25
Test dates: December 03-10, 202
Concentration [mg/L KCI)[  Replicate Initial number of | Final numberof [A=Panweightimg]l| B=Pan+larvae | Larvae weight {mg) | Weight / Initial number | Meansurvival | Mean weight [mg] |Coet of Percent from
larvae larvae weight [mg) =B-A of Ilruu {mg] %) %} control !!t!
A 5 5 14.45 15.47 1.02 0.204
B 5 5 15.06 16.18 1.12 0.224
C 5 5 11.14 12.19 1.05 0.210
D 5 5 14.60 15.81 1.21 0.242
Control F z s TET T T o T 100.0 0.216 57 Not applicable
F 5 5 13.89 14.93 1.04 0.208
G 5 5 15.03 16.12 1.09 0.218
H 5 5 13.05 14.13 1.08 0.216
I 5 5 13.62 14.78 1.16 0.232
J 5 5 12.78 13.95 1.17 0.234
K 5 5 13.06 14.21 1.15 0.230
L 5 5 13.48 14.56 1.08 0.216
&0 ™ 5 5 13.86 14.93 1.07 0.214 1000 .2z 52 20
N 5 5 14.60 15.60 1.00 0.200
0 5 5 14.34 15.45 1.11 0.222
P 5 5 11.92 13.00 1.08 0.216
Q 5 5 12.96 14.01 1.05 0.210
R 5 5 13.21 14.41 1.20 0.240
S 5 5 1311 14.22 111 0.222
T 5 5 13.52 14.53 1.01 0.202
n 1] 5 5 15.05 16.16 111 0.222 8 b2t 5% 02
v 5 5 13.65 14.72 1.07 0.214
w 5 5 14.42 15.53 1.11 0.222
X 5 4 13.03 14.00 0.97 0.194
¥ 5 3 13.82 14.44 0.62 0.124
z 5 3 15.82 16.40 0.58 0.116
AA 5 3 14.06 14.84 0.78 0.156
BB 5 2 12.80 13.29 0.49 0.098
b cc 5 3 13.71 14.47 0.76 0.152 e e ok A
DD 5 2 13.83 14.23 0.40 0.080
EE 5 3 14.37 14.98 0.61 0,122
FF 5 3 13,54 14.10 0.56 0.112
GG 5 1] 0.00 0.00 0.00 0.000
HH 5 V] 0.00 0.00 0.00 0.000
1} 5 Q 0.00 0.00 0.00 0.000
I 5 1] 0.00 0.00 0.00 0.000
750 T 5 o .00 0.00 .00 0.000 0.0 0.000 0.0 100.0
LL 5 0 0.00 0.00 0.00 0.000
MM 5 0 0.00 0.00 0.00 0.000
NN 5 0 0.00 0.00 0.00 0.000
00 5 0 0.00 0.00 0.00 0.000
PP 5 0 0.00 0.00 0.00 0.000
Qa 5 0 0.00 0.00 0.00 0.000
RR 5 0 0.00 0.00 0.00 0.000
1000 sS = o 0.00 0.00 .00 0.000 0.0 0.000 0.0 100.0
T 5 0 0.00 0.00 0.00 0.000
uu 5 0 0.00 0.00 0.00 0.000
vV 5 [*] 0.00 0.00 0.00 0.000
Dunnett's MSD value: 0.0177 MsD = Minimum Significant Difference
PMSD: 8.2 PMSD = Percent Minimum Significant Difference

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

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

Upper PMSD bound determined by USEPA (90th percentile) = 37%.

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

USEPA. 2001a, 2001b. Final Report: Interlaberatory Variability Study of EPA Short-term Chrenic and Acute Whole Effluent Toxicity Test Methods, Velumes 1 and 2-Appendix. EPA-821-B-01-004 and EPA-821-B-01-005.
US Environmental Protection Agency, Cincinnati, OH.



a 5 miered and
Statistical Analyses oo
_} F..mmmm Testing Solutions, Inc,
Mysid Survival and Growth Test-7 Day Survival
Start Date: 12/3/2024 Test|D: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 12/10/2024 Lab ID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chleride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: AB-Americamysis bahia
Comments:
Conc-mg/L 1 2 3 4 5 [ T 8
D-Control  1.0000 1.0000 1.0000 1.0000 10000 10000 1.0000 1.0000
250 10000 1.0000 10000 1.0000 1.0000 1.0000 1.0000 1.0000
375 1.0000 1.0000 10000 1.0000 1.0000 10000 1.0000 0.8000
500 06000 06000 06000 04000 06000 04000 06000 0.6000
750 0.0000 0.0000 00000 0.0000 00000 0.0000 0.0000 0.0000
1000 00000 00000 00000 00000 0.0000 00000 0.0000 0.0000
Tﬂmfonﬂ:kﬁlin Square Root Rank 1-Tailed Number Total
| Conc-m Mean N-Mean Mean Min Max CV% N Sum__ Critical Resp  Number
D-Control  1.0000 1.0000 13453 1.3453 1.3453 0.000 8 0 40
250 10000 1.0000 1.3453 1.3453 1.3453 0.000 8 68.00 48.00 0 40
375 09750 09750 13155 1.10M 1.3453 6.400 8 64.00 48.00 1 40
*500 05500 05500 08357 06847 08861 11.153 8 36.00 48.00 18 40
750 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 8 40 40
1000 00000 00000 02255 0.2255 0.2255 0.000 8 40 40
Auxiliary Tests Statisti Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.63372 0.904 -2.4249 584709
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.06) NOEC LOEC _ chv TU
Steel's Many-Cne Rank Test 375 500 433.013
Treatmenis vs D-Control
1 Maximum Likelihood-Probit
P 1 Value SE  95%Fiducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 15.8775 3.06249 9.87504 21.88 0 0.24502 7.81472 097001 270444 0.06298 4
Intercept -37.94 823191 -54.074 -21.805
TSCR i 5
Point Probits mg/L 95%Fiducial Limits 1
ECO1 2674 361.343 298.176 396.465 0.9 1 [
ECO05 3.355 398.88 347877 427966 0.8 4
EC10 3.718 420459 376957 44662 07 ]
EC15 3.964 435674 397.363 460.328 o
EC20 4,158 448158 413826 472.138 % 064
EC25 4326 459153 427.94 483.133 E 054
EC40 4747 488.07 462193 515.847 § S ]
ECS50 5.000 506.336 481.151 53988 o
EC60 5.253 525.285 498837 567.354 0.3 1
EC75 5674 558.366 526466 619923 0.2 il
EC80 5842 572.065 537141 642958 b
EC85 6.036 588.458 549.531 671.29 o1 J
EC90 6.282 609.752 565.158 708.182 0.0 &
EC95 6.645 642739 588611 770.004 1 10 100 1000
EC99 7.326 709.507 634.212 900.007 Doke Mol
Dose-Response Plot
1 * E—
09
08 -
a7
E 06
@ 05
3
8 04
M~
0.3
0.2
0.1
0 - - : %
B 3 g 8 2 g
b=}
a
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Statistical Analyses Sty
N
" Tasting Inc.
{ Mysid Survival and Growth Test-Growth-Weight
Start Date: 12/3/2024 TestID: AbKCICR Sample ID: REF-Ref Toxicant
End Date: 12/10/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Tesl Species: AB-Americamysis bahia
Comments:
Cone-mglL 1 2 3 4 5 ] 7 8
D-Control 02040 02240 0.2100 0.2420 02080 0.2080 02180 0.2160
250 0.2320 0.2340 0.2300 0.2160 0.2140 02000 0.2220 0.2160
375 02100 0.2400 02220 02020 02220 02140 0.2220 0.1940
500 0.1240 0.1160 0.1560 0.0980 01520 0.0800 0.1220 0.1120
750 00000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 00000 0.0000 0.0000 0.0000
Transform: Untransformed 1-Tailed Isotonic
| Conc-mg/. Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean  N-Mean
I D-Control 02163 1.0000 02163 02040 02420 5.668 8 02184 1.0000
250 02205 1.0197 0.2205 02000 0.2340 5.171 8 -0.671 2.799 0.0177 0.2184 1.0000
375 02158 0.9977 02158 0.1940 0.2400 6.563 8 0.079 2799 00177 02158 0.9880
500 0.1200 0.5549 0.1200 O0.0800 0.1560 21.138 8 01200 05495
750 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
1000 0.0000 0.0000 0.0000 0.0000 0.0000 0.000 8 0.0000 0.0000
Auxlﬂa{! Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates normal distribution (p > 0.01) 09717 0.884 0.32211 0.06201
Bartlelt's Testindicates equal variances (p = 0.85) 0.32628 921035
thesis Test (1-tail, 0.01) NOEC _LOEC __ chV TU MSDu MSDp MSB __ MSE _ F-Prob df
Dunnett's Test 375 >375 0.01771 0.08191 S5.5E-05 0.00016 071553 2,21

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mgiL sD 96%CL Skew
IC05 38583 1295 35226 38992 -7.2012
Ic10 400.08 482 38848 40486 -0.6528
Ic15 41434 494 40310 42082 -02992 10 p—o
120 428.59 556 41631 43717 0.1247 —
Ic25 442.84 655 43072 45487 04587 -~
ic40 48561 1052 47034 51184 08226 08 1
Ic50 52253 1514 49537 55153 0.0732 0.7 1
056 -
o -
Eo_s-
5 0.4 4
0.3 -
0.2 1
0.1 4
0.0 4 —==
-0.1 v -
(] 500 1000 1500

Dose mg/L

Dose-Response Plot

L
] | |\ 1-tail, 0.01 level
ey

of significance

D-Control
250

3751
500

7504
1000
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Environmental Testing Solutions, Inc.

AbKCICR Test Number: 258

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

sheet.
Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 0 1 2
Analyst w- 3,0 o 27 y ) Fr7
PH (S.U.) Q2w 775 729 l7vs 1777 lz22p
DO (mg/L) Y ) %) 1.5 A -4
CONTROL, [ salinity (ppt) A5.0 S\ \S.0 . 15.0 S
Salt SW Alkalinity T o T LS EREmT
(mg CaCO/L) ‘L0 o IR
Temperature (°C) WG e NS.\ -1 \S.)
pH (S.U.) AWM | 278 279 775 778 | 728
250mg | DO (mg/L) %Y Y.} ng 1.5 <7 S
KCI/L Salinity (ppt) 5.3 5. S L\ N\S.D 1s.\ \S-3
Temperature (°C) ‘\,t; .4 . O 4 -\ el S 'l__b-"-
pH (S.U.) 13s | 7.8 7.82 2.728 17282 | 778
375mg | DO (mg/L) Y Y. 19 %S 1.9 1.4
KCI/L salinity (ppt) 24 .4 S s-y 1SS R
Temperature (°C) S -b L g (5% T L 16w W1
pH (S.U.) v [ 2.81 2,82 7278 1782 |7.8]
500 mg DO (mg/L) 3.0 XY 719 1.5 1.8 1N
KCI/L Salinity (ppt) 24 .U S .6 NS4 1Sk -9 8.4
Temperature (°C) % -b RUCHEN TR e L S-\ Te. 1L
pH (5.U.) TR 782 |~
750mg | DO (mg/L) “+ Y N
KCl/L Salinity (ppt) 2.9 .0 N
Temperature (°C) T | -\ N =
pH (S.U.) +¥ | 780 e
1000mg | DO (mg/L) Y 9 tx.n:l\
KCI/L Salinity (ppt) 2564 o s\ S
Temperature (°C) 1%.1 i
Initial Final Initial Final Initial Final

SOP AT44-Revision 4—-Exhibit AT44.1



Environmental Testing Solutians, Inc,

Page 6 of 6

ADbKCICR Test Number: 258

Day
(Analyst identified for each day, performed pH, D.O. and salinity measurements only.)
Conc. Parameter 5 6
Analyst | Z=, o /4} Vv~ 2/_) o _%’ 2 £
pH (5.U. 776 | V¥ 12 L 782 |78¢ |7.60
DO (mg/L) A |3 39 14 : A4 | A
CONTROL, | salinity (ppt) .2 | Z53 S.3 152 A¢ o 8.
SaltSW [ Alkalinity AT O —n  [Ems
(mg CaCOs/L) £ gldy s
Temperature (°C) 1.0 e S s ) . el e\
pH (S.U.) 227 VO 49\? A0 |7.83 7.87 7.7
250 mg | DO (mg/L) . § YR 16 2Y) R T D
KCl/L salinity (ppt) 18-\ s 252, Zsw || 26.¢ 2.8.3 5.4
Temperature (°C) 5.0 el NS As-! AUTAN AUTA We-
pH (S.U.) zg¢ | Awd | 4319 Yx¥0 | 7.8 7.89 7.48
375mg | DO (mg/L) A § ") %] 49 1y 14 .3
KCI/L Salinity (ppt) 1%\ 23 253 25w | A(, 4 25.S S-S
Temperature (°C) e\ A S As-\ W -\ 8- | . '5_
pH (S.U.) 7:86 L2 | 9L Ny l7g7 |29 2.69
500mg | DO (mg/L) N4 Lo 80 2% 1 1.9 A3
Kci/L | salinity (ppt) s\ [ se | 253 254 [26.0 356 s &
Temperature (°C) -\ WL R = KL o\ 4.1 e-L
pH (S.U.)
750 mg DO (mg/L) e
Kci/L | salinity (ppt) i ey
Temperature (°C) N e 0
pH (5.U.) ET,\_
1000 mg | DO (mg/L) o, g T~
Kkci/L | salinity (ppt) il T~
Temperature (°C)
Initial Final Initial Final Initial Final Initial Final

SOP AT44-Revision 4-Exhibit AT44.1



- Menidia beryllina
Acute Reference Toxicant Control Chart

- i S e Source: Aquatic Indicators, Inc.
1.8 T T T T T T T T T T T I T T T T 1
r Control Limits (+ 2 Standard Deviations) 1
16 s i S g s s B
—— — S —— T — — — — - S [ ]
®
- @ ® L] 7
@
S — — N . e
14 °® [ e . RSN
e o .
= e o g o e W, Sl i o i e ®
= i 'Y o_ o _ 1 e _
h-"4 VO e e s ! i
< 12
0 '
e I | | I | I I I | I I I I I I | I | I I
Q
e | 1.8 T T T T T T T T | T T T T T T T | — T T
| -
- a
(] - Warning Limits 1
s
S 16 s
.......................... ®
e o oo & ¢ 3 3 .0 a0 4 A St 5 A S e 4 LT T T T
- o pe J
e
—ee — i o ®
14 S ° SR — S
BB .
| R S S e iy . ............... ® .‘..., ...,‘_7__.“_ R A R R |
1.2 - =
I | | | I I | I I I | I L1 | I I | 1
A A0 1} Lt L L Pt SO Y | R R O < S . | P L1
0101 @,0 o Qﬁ’ A os ‘e 3061 o™ N Qs o 0-0&0 E Y 0_03 9(,&0& V¥ 09-@ o
Test date
@ 48-hour LC,, = median lethal concentration. An estimation of the potassium chloride concentration

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

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

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

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

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

g Entered and
Reviewed by
fim Sumner
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Acute LC;; Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC #

Dilution Preparation:

— N

Test concentrations (mg/L KCI) 1000 1250 1500 1750 2000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
deionized water. This 50,000 mg/L KCI stock salution was used to
mL Stock solution 10.0 12.5 15.0 17.5 20.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 490.0 487.50 485.0 482.5 480.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: _L"S\C\
Chemical Analyses: Hours
0 24 48
Concentration Analyst I 4 “ ;gM *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
¥ f Temperature and salinity performed at the time of test initiation or termination by the analyst
|pH (s.U.) 1 ; = performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
Dissolved (mg/L) .‘:};‘};L - S 7“ ‘7; bench sheet and transcribed to this bench sheet.
issolved oxygen [mg/L @
. T |
Control, ‘Sa"ﬂit‘f (opt)
S A4 . D gt
*Alkalinity (mg/L cac0,) A, Chemical analyses:
*Temperature (°C) -L‘{‘-\ 5.0 .1 |Parameter Reporting limit  |Method number Meter Serial number
pH (s.U.) ,}-q‘-{ -\_-‘L\ 7 70 pH 015U, SM 4500-H+ B-2021  |Accumet AR20 93312452
|Dissolved oxygen (mg/L) S g e P | ~.7 Dissolved oxygen 1.0 mg/L SM 4500-0 G-2021  |YSI Model 52CE 08A100271
1000 mg/L —— -
*Salinity (ppt) E:V" 14, S 5.0 Salinity 1.0 ppt 5M 2520 B-2021 Y51 PRO30 180104324
*Temperature [°C) —l.b 2%.0 \_*_ f-  Alkalinity 5.0 mg CalO,/L  |SM 2320 B-2021 Accumet AR20 93312452
pH (5.U.) q_gvl .1‘1‘_{ 7 7o Temperature 0.1% SM 25508-2010 Digital Thermometer | 4 ool
Dissolved oxygen (mg/L) ’-}? g o |
” . =-b
1250 mg/L
8/ *Salinity (ppt) Z$ -1 i o *K. ‘;
*Temperature (°C) A G- W. ¢
H (5.U.
e A3s | A | 7.7,
Dissolved oxygen (mg/L) V}(.] -.L e W
4 W X
1500 mg/L
e/ *Salinity (ppt) 2=
3.9 154 -0
*Temperature (°C) Bt P | . (i B 15.0
H{s.u, :
i A35 | Vad | 749
Dissolved oxygen (mg/L) - L
1750 mg/L f—— q? b
Salinity (ppt) Z'ﬂ’o e \ o 1
*Temperature (°C) “-S 1%.0 \%.0
[P P ETEN
Dissolved oxygen (mg/L) ’)’ q Y ‘S \
2 L : |
000 m/ *Salinity (ppt) v Y
201 | WD o
*Temperature (°C) W T 5.0 \

SOP AT48-Revision 3-Exhibit AT4
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Acute LC;o Whole Effluent Toxicity Test, Species: Menidia beryllina

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

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC # Ao

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 *
witavon | 10716 1% VNS n w1 X[ B oA, | 1o ®A
24 %
o Mo | 1
48
Termination | 10°¥%° v \“\w 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: Aquatic Indicators, Inc.

Batch (Al Batch Mb): 0- 05

Age (9 to 14 days old): O S
1o-6% W Voo

Date organisms were born: =0

-0l R0

Average transfer volume: <0.25 mL
Transfer bowl information: IHGU): AL
Temperature (°C)
e
Survival Data (number of living organisms):
Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Hoiis 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
L o M| g4 | o4 wdl gd
24 ol 1ot | 1D| 4 |14 11& | 2|4 |o |0
34 4
A - u
48 (o 1ol 10| 0] 7] al s |S o ]O|]O]|O
Termination
Mean Survival 106 2. ol. &< 7. S0 1- O O,
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
Method P(LIJ\B VT Comments:
Lower 95% confidence limit
(mg KCI/L) 19137
Upper 95% confidence limit
(mg KCI/L) 'SK6.S
48-hour LC;, (mg KCI/L) Ml
—_

Test

Reviewed by:
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Statistical Analyses

Acute Silverside Test-24 Hr Survival

Start Date: 10/15/2024 TestiD: MbKCIAC Sample ID: REF-Ref Toxcant
End Date: 10/17/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia bendlina
Comments:
Conc-mg/L 1 2
D-Control  1.0000  1.0000

1000 1.0000 1.0000

1250 0.2000 0.9000

1500 0.7000 0.8000

1750 0.2000 04000

2000 0.0000 0.0000

1000
1250

“1500

*1750

Transform: Arcsin Square Root 1-Tailed Number Total
Conec-mg/L Mean  N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp Number
D-Control  1.0000 1.0000 14120 14120 1.4120 0.000 2 ] 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2.850 0.2250 [+] 20
1250 09000 09000 1.2490 1.24%0 1.2490 0.000 2 2.064 2850 0.2250 2 20
*1500 0.7500 0.7500 1.0492 098912 1.1071 7.818 2 4,586 2.850 0.2250 5 20
*1750 0.3000 03000 05742 04636 06847 27.225 2 10613 2850 0.2250 14 20
2000 00000 00000 01588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statisti 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 ChVv TU MSDu  MSDp MSB MSE F-Prob df
Dunnett's Test 1250 1500 1369.21 0.1152 0.11815 0.24414 0.00623 5.8E-04 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Par i Value SE  96% Fducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 16.1081 2.82857 10.5641 2186521 0 347479 T.81472 032405 3.20139 0.06208 4
Intercept -46.568 9.0698 -64.345 -28.792
TSCR 1.0
Point Probits mg/L 96% Fducial Limits _—
ECo1 2674 114018 942886 1257.38 Gl
ECO05 3.355 1256.84 1090 1356.7 0.8 -
EC10 3.718 132384 1176.24 141443 07 4
EC15 3.964 1371.04 123727 145593 S
EC20 4158 1409.76 128714 149079 @ 0.6 4
EC25 4326 144385 133065 152236 5.0-5 _
EC40 4747 1533.44 1441.06 161144
EC50 5000 1589.99 1505.84 1674.18 § 041
EC60 5253 164862 156773 1745.79 0.3 1
EC75 5674 175092 1663.78 188574 >
ECBO 5842 1793.26 1700.18 1948.16 0.2 1
ECB85 6.036 1843.9 174193 202547 0.1 41
EC90 6.282 190965 1793.99 212942 oG 1
ECY5 6.645 2011.44 1871.28 2296.74 g 10 e
9 7.326 .25 . 53.8
EC9 326 2217.25 2020.06 26 1 Dose mglL
Dose-Response Plot
4 -
0.9 9 \\ __| 1-tail, 0.051evel
08 3 of significance
07
E 06
@ 05 3
£
- 0.4 2
o~
0.3 4
0.2 4
0.1 -
0




Statistical Analyses

D-Control

Testing Ine.
Acute Sliverside Test-48 Hr Survival
Start Date: 10/15/2024 TestID: MbKCIAC Sample |D: REF-Ref Toxicant
End Date: 10/17/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia bendlina
Comments:
Conc-mgiL 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 0.8000 0.9000
1500 05000 0.5000
1750 0.0000 0.0000
2000 0.0000 0.0000
Tr: m: Arcsin Square Root 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N t-Stat _ Critical MSD Resp  Numd
D-Control  1.0000 10000 14120 14120 14120 0.000 2 0 20
1000 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 01279 0 20
*1250 08500 08500 11781 11071 1.2490 8517 4 5213 2850 0.1279 3 20
*1500 05000 0.5000 07854 0.7854 0.7854 0.000 2 13.965 2850 01279 10 20
*1750 00000 0.0000 0O.1588 0.1588 0.1588 0.000 2 27929 2850 0.1279 20 20
2000 00000 00000 01588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Stal 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 1000 1250 1118.03 0.05495 005636 056218 0.00201 4.6E-06 4.5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  96% Fiducial Limits Control  Chi-Sq__ Critical P-value Mu Sigma Iter
Slope 203572 3.77459 12958 27.7554 4] 297839 7.81472 039497 3.16019 0.04912 -]
Intercept -59.333 11.9542 -82763 -35.902
TSCR 1.0
Point Probits mg/lL 96% Fiducial Limits 5]
ECO1 2674 111152 939269 1208.72 W
ECO05 3.355 120058 1056.67 1283.27 0.8
EC10 3.718 125095 112401 13286.21 07 _
EC15 3964 1286.11 117106 135691 4
EC20 4.158 131477 120917 138259 o 0.6 4
EC25 4326 133986 124219 140575 50_5 - ,
EC40 4.747 140523 1325.26 1470.51 0 1
EC50 5000 144608 13737 15155 @ 04 1
EC60 5253 148812 1419.86 1566.32 0.3 4
EC75 5674 1560.72 14909 166475 1 i
EC80 5842 15905 1517.46 1708.43 %2 4
EC85 6036 162594 154764 176237 01 -
EC90 6.282 167165 158483 1B3455 00 1!
EC95 6.645 1741.77 1639.24 194983 i 10 100 1000 10000
EC99 7.326 188135 174177 2191.74 Doss mglL
Dose-Response Plot
1
e 1-tail, 0.05 level
093 of significance
0.8 -
0.7 3
Sos E
E, 0.5 3
03 9
0.2 9
01 9
0 >—
g g g 2 g




wemm e e Menidia beryllina
| Acute Reference Toxicant Control Chart

Environmental Testing Solutions, Inc. Source: Aquatlc IndlcatorS, InC.
1.8 T T T T T T T 1 —
- Control Limits (* 2 Standard Deviations) 1
1.6'_' — iy T m— —— — — 7
— — — ——— — s oo — — —— —— — — — ® —
®
i ° e 1
._..._.__. e — o = L .
1.4 |- ® ® e -
@ ® ®
e || eme——— T i i ®
O i o e _0 = -: @ i
- B T P ——
S 12
o5 ‘
—
ot l l I | L 1 | L L L L l L I I | | IR
S 18 — T T T T T T T T T T T T T T T T T T
b
3 ;
o i Warning Limits 1
=
L 16 .
.......................... °
e e N s SR AR R Y S L K e B AN b, MR e el
F . P (] &
— P _ o ©®
14 | ® ° R e - -
sk It s R ——.
| e ‘ ‘‘‘‘‘‘‘‘‘‘‘‘‘ .“".”ﬂ:-:. “P'. S et ) nns L Attt L A LA e =
1-2 I —
=P 5 i F__%. 4. P @ ¢ _F 0 37 J | i I T
A P P W G (I b At %1} R 1:5 W P o oV o
A0 @07 (0% (A% 0% gAY (0¥ OV 0¥ 1O @0 08 .09 ,0"“'@ ng R
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)

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

50 t
~ . == . Laboratory Warning Limits (mean logarithmic LC,, * 2 coefficent of variations converted to anti-logarithmic values)

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

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

i Entered and
Revigwed by
Fim Sumner
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Page 1
Acute LCs, Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0
Menidia beryllina Potassium Chloride Acute Reference Toxicant Test
MbKCIAC # an
Dilution Preparation:
Test concentrations (mg/L KCl) 1000 1250 1500 1750 2000 Asackcsalution wes Bropered by dilufing 100.£4C1 o 2000 m.
water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 10.0 125 15.0 17.5 20.0 prepare the concentrations evaluated for toxicity.
'mL Dilution water 490.0 487.50 485.0 482.5 480.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: 'E)\q
Chemical Analyses: Hours
0 24 48
i 4 *Analyst identified for each day, performed pH and di i oxygen ements only.
Concentration Janalyst /L //w ‘A" s;/y” Temperature and salinity performed at the time of test initiation or termination by the analys
pH (s.U.) - perfarming the toxicity test. Alkalinity performed by the analyst identified on the test specifi
I}ﬁq q‘w /a' ‘79 bench sheet and transcribed to this bench sheet,
Dissolved oxygen (mg/L) /} } /}-} .5
: A
Control, *Salinity (ppt) Zoi
Saltsw 2s.\ AS-L 2352
*Alkalinity (mg/L Caco,) q t-\ Chemical analyses:
*Temperature (°C) "\_n.\ i ﬂ s. 0 5.1 Parameter Reporting limit  |Method number Meter Serial numbe:
PH (s.U)) /} '@ [ /}‘aﬂ 7 78 pH 0.15.U. SM 4500-H+ B-2021  |Accumet AR20 93312452
Dissolved oxygen [mg/L} \9 /D / }:} 1.5 Dissolved oxygen  [1.0 mg/L SM 4500-0 G-2021  |¥5I Model 52CE 08A100271
1000 L
mg/ *Salinity (ppt) Z’b- v 9‘ 6 3 l 2 5 6 Salinity 1.0 ppt SM 2520 B-2021 ¥S| PRO30 180104324
*Temperature (°C) W F 1w %L Alkalinity 5.0mg CaCO,/L  |sM 2320 8-2021 Accumet AR20 93312452
pH (s.U.) 4‘82‘ q 56 7 7é Temperature 0.1°%C SM 25508-2010 Digital Thermometer \S“L‘lw
|Dissolved oxygen (mg/L) q.q q '} R
1250 mg/L — -
*Salinity (ppt) 25-@ pu 3 6' O zw q
*Temperature (°C) 5.0 L 1s-\
|pH (5.u.) 4& /}6@ 7.78
Dissolved oxygen (mg/L) /} 4 /} "} -\_\.\
1500 mg/L ! s
g/ *Salinity (ppt) 254 Aé 9‘ AN
*Temperature (°C) 15.0 _\:?‘1‘ 5‘\
H (5.U. -
[l N2 | 18y |7.79
Dissolved oxygen (mg/L) -3
1750 mg/L f——o @D qa
A 2vo 264 | 257
*Temperature (°C) S.0 1. BT
H (5.U.
PH (5.U) Y4 NS ;i \ -
|pissolved oxygen (mg/L) /} \ ~
2000 mg/L 2.0 L) o

*Salinity (ppt)

20,1

265

*Temperature (°C)

5.0

1s. -

SOP AT48-Revision 3-Exhibit AT4



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

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

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC # a1

Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
0 ¥ K (- eat™
oo | 0o | 113D N 1558 W oreen [0 @
24
W-pe- ) W3NS K\
48
remsion | VWOV 1534 | X

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

Test Organism Information:

Organism Source: Aquatic Indicators, Inc.
Batch (Al Batch Mb): lu_-Lh.L‘i
Age (9 to 14 days old): 19 Ws
\g-%-¥ e
Date organisms were born: o
10°Ve- ¥l WHD
Average transfer volume: <0.25 mL
Transfer bowl information: pH{S.U): \.S4
Temperature (°C)
kB
Survival Data (number of living organisms):
Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Hours Replicate Replicate Replicate Replicate Replicate Replicate
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
Sd A A Aok W WA
24 o110l to |10 |10 5 | 1 \ \ O |0
\A IA td u vl

48 (g 10| 10 |10 q | 4 4] S Ol \ O| 0

Termination
Mean Survival D6 L. 1007. A01. 4 < 7. ST 0 L.

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

Statistics:

Method ? Comments:
Rod 1

Lower 95% confidence limit

(mg KCI/L) 1340, 2

Upper 95% confidence limit

(mg KCI/L) 1S5

48-hour LC;, (mg KCI/L) Wb 3, .

Test

Reviewed by:

LSNP ATAR-Raviciam 1.Evhikit ATAD 1
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. Environmental Testing Solutions, Inc.

Statistical Analyses

Acute Siiverside Test-24 Hr Survival

Start Date: 11/5/2024 TestiD: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 11/7/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Tes! Species: MB-Menidia benyllina
Comments:
Conc-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 1.0000
1500 05000 0.7000
1750 0.1000 0.1000
2000 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 Numb
D-Control 1.0000 1.0000 14120 14120 14120 0.000 2 (4] 20
1000 1.0000 10000 14120 14120 14120 0.000 2 0.000 2850 0.1854 1] 20
1250 1.0000 1.0000 14120 14120 14120 0.000 2 0.000 2850 0.1854 0 20
*1500 06000 06000 08883 0.7854 09912 16379 2 8.049 2850 0.1854 8 20
*1750 0.1000 0.1000 0.3218 03218 03218 0.000 2 16.756 2850 0.1854 18 20
2000 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChVv TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1250 1500 1369.31 0.08888 0.09116 0.47099 0.00423 4.5E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  96%Fiducial Limits Control  Chi-Sq Critical P-value Mu Sigma Iter
Slope 259707 538335 154194 365221 [¢] 039555 7.81472 094116 3.18925 0.0385 4
Intercept -77.827 17.1955 -11153 -44.124
|TSCR 1.0
Point Probits mg/lL.  95% Fiducial Limits n'g 1 |
ECO1 2674 125797 10754 135053 ? : 1
ECO5 3.355 133633 1187.23 141382 0.8 4
EC10 3718 1380.07 125042 1450.05 07
EC15 3964 141039 128417 147589 o
EC20 4158 143496 132936 149752 @ 0.6 4
EC25 4326 1456.39 135966 1517.05 0.5 4
EC40 4747 1511.79 143491 157189
EC50 5000 1546.14 1477.94 161059 § 04 1 1
ECEB0 5.253 158126 1518.16 16546 034
EC75 5674 164142 157835 17404 1
EC80 5842 166592 160037 1778.48 021
EC85 6.036 169494 162511 182538 0.1 9
EC90 6.282 173218 165527 188789 0.0 1 |
Eces 7326 19005 177968 219217 e e e
- - - = Dose mgiL
Dose-Response Plot
4 - &
0.9 4 \ 1-tail, 0.05 leval
of significance
0.8 7
0.7 1
,- 0.6 7
0.5 4
»
0.4 4
b4
0.3 4
0.2 4
0.1 9
4]
i 8§ 8§ § ¢ &




Statistical Analyses —
Environmental Testing Solutions. Inc.
Acute Sil Test-48 Hr Survival
Start Date: 11/5/2024 TestiD: MbKCIAC Sample ID: REF-Ref Toxcant
End Date" 11/7/2024 LabID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia benylina
Comments:
Cone-mg/L 1 2
D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 09000 0.8000
1500 0.4000 0.5000
1750 0.0000 0.1000
2000 0.0000 0.0000
AT Transfc Arcsin Square Root 1-Tailed Number Total
Conc-mg/L  Mean  N-Mean Mean Min Max CV% N t-Stat  Critical MSD Resp  Numt
D-Control 10000 10000 14120 14120 14120 0.000 2 0 20
1000 1.0000 1.0000 14120 14120 1.4120 0.000 2 0.000 2850 01726 o] 20
1250 09000 09000 1.2490 1.2490 1.2490 0.000 2 2,690 2850 01726 2 20
*1500 04500 04500 07351 06847 0.7854 9.685 2 11175 2850 01726 11 20
*1750 0.0500 0.0500 0.2403 0.1588 03218 47963 2 19.343 2850 01726 19 20
2000 00000 00000 0.1588 0.1588 0.1588 0.000 2 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Normality of the data set cannot be confirmed
Equality of variance cannot be confirmed
| Hypothesis Test (1-tall, 0.06) NOEC LOEC ChV TU MSDu  MSDp MSB MSE  F-Prob df
Dunnett's Test 1250 1500 136931 0.08088 0.08295 052423 0.00367 24E-05 4.5

Treatments vs D-Control

Maximum Likellhood-Probit

F Value SE _ 96% Fiducial Limits Control  Chi-Sq _ Critical P-value  Mu Sigma Iter
Slope 20.195 371139 129207 274693 0 0.27292 781472 096504 31653 004952 3
Intercept -58.923 117733 -81.999 -35848
TSCR 1.0
Point Probits gL 1 4
m 95% Fiducial Limits -
ECO1 2674 11223 949.268 122058
ECO05 3355 121299 1068.31 129661 0.8
EC10 3.718 126429 113662 13404 ]
EC15 3.964 130012 118436 1371.71 '
EC20 4158 132932 1223.04 1397.89 © 0.6 1
EC25 4326 1354.89 1256.56 142151 E.“-f‘: b
EC40 4.747 142154 134094 148748
EC50 5000 14632 139018 153327 50-4'
ECE0 5253 150600 143715 158496 0.3 4
EC75 5674 158017 1509.55 1685
EC80 5842 161057 153666 172938 .21
EC85 6.036 164674 156747 1784.18 011
EC90 6.282 169341 160547 18575 5
EC95 6645 176503 166102 197461 o 0 100 1000 10000
ECY 7.3 B85 1766 ;
9 26 1907.65 176602 222041 foaw gl
Dose-Response Plot
.
0.9 \ 1-tail, 0.05 level
of significance
0.8
0.7
,_ 06 3
0.55
Ve
S
0.3 4
0.2 4
0.1 4
4]

1000

D-Control

1250

*1500

1750




o gy g o Menidia beryllina
Acute Reference Toxicant Control Chart

S T S Source: Aquatic Indicators, Inc.
1.8 F T ¢ ¢ T 7 # 7T T+ % ¥+ ©F & §F 7T T -F 3
- Control Limits (* 2 Standard Deviations) 1
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o - Warning Limits 1
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! o B T _
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1.4 + ® ] S .l
T e :
T e 0 9T g S @ it DAL 5% T R LA ]
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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 Warnlng Limits (mean logarithmic LC,, £ S, ,, converted to anti-logarithmic values,
S

A0

=10" percentile of CVs reported nationally by USEPA)

ntened and
Roviewed by
Jim Sumner
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Acute LCs, Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

MbKCIAC #

Dilution Preparation:

4%

Page 1of

Test concentrations {mg/L KCI) 1000 1250 1500 1750 2000 A stock solution was prepared by diluting 100 g KCl into 2000 mL
{ water. This 50,000 mg/L KCl stock solution was used to
mL Stock solution 10.0 125 15.0 17.5 20.0 prepare the concentrations evaluated for toxicity.
mL Dilution water 490.0 487.50 485.0 482.5 480.0
Total volume (mL) 500 500 500 500 500 Stock solution INSS #: "f‘a‘b‘\
Chemical Analyses: Hours
0 24 48
Cvicanriion j/L - *Analyst identified for each day, performed pH and dissolved oxygen measurements only.
Analyst W/‘” V ol Temperature and salinity performed at the time of test initiation or termination by the analyst
pH (5.U.) - performing the toxicity test. Alkalinity performed by the analyst identified on the test specific
q" % 7 8 9 7 8 3 bench sheet and transcribed to this bench sheet.
Dissolved oxygen (mg/L) /_} .@ q @ 1.3
Control, *Salinity (ppt) =
*Alkalinity (mg/L CaCO,) 20 Chemical analyses:
*Temperature (°C) g. ._,\ b %.0 Parameter Reporting limit  |Method number Meter Serial number
pH (5.U.) q' é O 7 g 5 7,93 pH 0.15.U, SM 4500-H#+ B-2021  |Accumet AR20 93312452
|Dissolved oxygen (mg/L} /} -,,, /_}‘-}‘ A 14 ln;mlm oxygen 1.0 mg/fL SM 4500-0 G-2021  |¥SI Model 52CE 08A100271
1000 mg/L — L :
*Salinity (ppt) % 6 U “ _S Is;ﬁmw 1.0 ppt SM 2520 B-2021 ¥S1 PRO30 180104324
*Temperature (°C) “\S.3 1.5 s Alkalinity 5.0 mg CaCOy/L  |SM 2320 B-2021 Accumet AR20 93312452
pH (5.U.) % ? 8 (YL '7_ &D Temperature p.1°C 5M 25508-2010 Digital Thermometer |\ SOLL“\u‘
Dissolved oxygen (mg/L) ’},‘} q b o 4
1250 mg/L - :
e/ *Salinity (ppt)
149 S § sS4
*Temperature (°C) 1;_,‘ -\S_\ -U'l“‘\
lpH (s.u.) 2
A9 | 2.7 |282
Dissolved oxygen (mg/L) /a’ »} /} 4
1500 mg/L - J 1 -"
*Salinity (ppt) ag l AL .D 1l D
*Temperature (°C) s ~ 8. }_ g ¥
H (5.U.
i Y780 |\
Dissolved oxygen (mg/L) /} 2 /_} b \
1750 mg/L J s
*Salinity (ppt) %6, U SIS \
*Temperature (°C) 5. ‘-] SN \ K
e [z20 | ¥
|Dissolved oxygen (mg/L) q _g q
Az
2000 mg/L !
e/ *Salinity (ppt)
26y | -
*Temperature (°C) RO 19 \
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Acute LC;; Whole Effluent Toxicity Test, Species: Menidia beryllina
EPA-821-R-02-012, Method 2006.0

Menidia beryllina Potassium Chloride Acute Reference Toxicant Test

Page 2 of 2

MbKCIAC # 48
Feeding Test Initiation or Termination Location Randomizing
Hours Date SaltSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
u *
Initiation WLOY oA \\-M\'S n \‘5315 Y\ L' b GM"“‘— -1 1“ H
24
vioweul 34 s \[(
e | 117082 154% n
*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: Aquatic Indicators, Inc.
|Batch (Al Batch Mb): f-13-24
Age (9 to 14 days old): \0 wals
W .o
Date organisms were born: o
W-u - Ny
Average transfer volume: <0.25 mL
Transfer bowl information: PHSU): =\
Temperature (°C)
w.T
Survival Data (number of living organisms):
Control 1000 mg/L | 1250 mg/L | 1500 mg/L | 1750 mg/L | 2000 mg/L
Hoiirs Replicate Replicate Replicate Replicate Replicate Replicate
A B (o D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
Initiation
b wd o] atedh tdeh wel
o3 ol ||| wlw|[d4 |4 o |0 |O |9
L “( l‘u O
48 10| o tof ] 0] 4 A1 4 ol 0| O
Termination
Mean Survival (o (00 1. 451, 5. 5% A OT 07
Comment codes: d = dead, u = unhealthy, s = stressed
Statistics:
IMethnd P Lo® v Comments:
Lower 95% confidence limit
(mg KCI/L) 574,k
Upper 95% confidence limit
r{mg KCI/L) 104, 3
|48-hour LCs, (mg KCI/L) WML

Test

Reviewed by:

vy
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.| Environmental Tosting Selutions, Inc.

Statistical Analyses

VEE

Acute Silverside Test-24 Hr Survival

Start Date: 12/3/2024 TestID: MbKCIAC Sample ID: REF-Ref Toxicant
End Date: 12/5/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: KCL-Potassium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia beryliina
Comments:
Conc-mg/L 1 2
O-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 1.0000
1500 0.4000 0.4000
1750 0.0000 0.0000
2000 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 1.4120 0.000 2 0 20
1000 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2,850 0.0285 0 20
1250 1.0000 1.0000 1.4120 1.4120 1.4120 0.000 2 0.000 2,850 0.0285 0 20
*1500 0.4000 04000 06847 0.6847 0.6847 0.000 2 72.730 2.850 0.0285 12 20
*1750 0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 125.324 2.850 0.0285 20 20
2000 ©0.0000 0.0000 0.1588 0.1588 0.1588 0.000 2 20 20
Augxiliary Tests S Cr?_t?i_gal gﬁgw Kurt
Normality of the data set cannot be confirmed
_Eqguality of variance cannot be confirmed
lypothesis Test (1-tail, 0.05) NOEC __ LOEC ChV TU MSDu  MSDp  MSB MSE __ F-Prob df
Dunnett's Test 1250 1500 1369.31 0.00967 0.00991 0.65753 0.0001 1.7E-09 4,5
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level _ EC50 95% CL
0.0% 1464.62 1411.62 1519.62
5.0% 1463.2 140468 1524.16
10.0% 1461.79 1396.84 1529.76 1.0
20.0% 1459.06 1376.72 1546.34 0.9 ]
Auto-0.0% 1464.62 1411.62 1519.62 )
0.8 4
0.7 4
@05 ] £
g .
2 0.5 4
S 0.4
@ "]
0.3 4
024
0.1 4
0.0 . oo T
1 10 100 1000 10000
Dose mg/L
Dose-Response Plot
1 1-tail, 0.05 level
0.9 of significance
0.8 3
0.7 7
®
= 0.6 4
4
@ 0513
=
T 04
-
~
0.3 4
0.2 3
0.1
0

D-Control

1000 -

1250 4

*1500 4

*1750 ¢
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.| Envirenmental Testing Solutlons, Inc.

Statistical Analyses

Acute Sii

Test-48 Hr Survival

Start Date: 12/3/2024 TestID: MbKCIAC Sample ID- REF-Ref Toxcant
End Date: 12/5/2024 LabID: ETS-Enwir. Testing Sol. Sample Type: KCL-Potassium chlonde
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: MB-Menidia benyiina
Comments:

Cone-mgiL 1 2

D-Control  1.0000 1.0000
1000 1.0000 1.0000
1250 1.0000 0.9000
1500 03000 0.4000
1750 00000 0.0000
2000 0.0000 0.0000

Transform: Arcsin Square Root 1-Tailed Number Total
Conc-mg/l.  Mean N-Mean Mean Min Max CV% N t-Stat Critical MSD  Resp Number
D-Control 1.0000 10000 14120 14120 14120 0000 2 ] 20
1000 10000 10000 14120 14120 14120 0000 2 0000 2850 01748 0 20
1250 09500 09500 1.3305 1.2490 14120 B8.661 2 1.329 2850 0.1748 1 20
*1500 03500 03500 06322 05796 06847 11753 2 12718 2850 0.1748 13 20
*1750 0.0000 00000 0.1588 0.1588 0.1588 0000 2 20438 2850 01748 20 20
2000 00000 00000 0.1588 01588 01588 0000 2 20 20
Auxiliary Tests S i Critical Skew  Kurt
Normality of the data set cannol be confirmed
Equality of variance cannot be confirmed
sis Test (1-tail, 0.05) NOEC LOEC  ChV TU MSDu _ MSDp _ MSB MSE __ F-Prob df
Dunnett's Test 1250 1500 136931 008218 008420 064556 000376 15E-05 4,5
Treatments vs D-Control
Maximum Likelihood-Probit
F t Value SE  95%Fiducial Limits Control Chi-Sq Critical P-value Mu  Sigma  lHter
Slope 279913 59601 16,3095 396731 a 032679 7.81472 0.95491 3.15943 0.03573 4
Intercept -83.437 188573 -1204 -46476
TSCR 1.0
Point Probits mg/lL 96%Fiducial Limits
ECO1 2674 119212 102324 127592 %94
EC05 3355 126086 1123.26 1331.33 0.8 4
EC10 3.718 1299.11 1179.45 1363.07 -
EC15 3964 132557 12182 138576 4
EC20 4.158 134699 124928 140476 @ 0.6 4
EC25 4326 136563 127596 142195 as 4
EC40 4.747 141377 1341.97 147033 i
EC50 5000 144355 137959 150427 @ 04 1
EC60 5253 147395 1414.73 1542.84 034
ECT5 5674 15259 1467.31 1617.75
EC80 5842 154703 148651 165092 021
EC85 6036 157202 1508.04 1691.75 014
EC90 6.282 160404 15342 174612 1 ).
ECo5 6645 16527 157185 1832.23 s T e Tkt
EC99 7.326 1748 1641.2 200998
Dese mg/L

Dose-Response Plot

08

07
g 06
@ 05
0.4
03

0.2
0.1

n

1 :-\i
0.9

D-Control
10001

12504

*1500 4

*1750 4

1-1ail, 0.05 level
of significance




> —_— gy Menidia beryllina
Chronic Reference Toxicant Control Chart

o = — T . . L]
- Source: Aquatic Indicators, Inc.
0.4 — I e T T T T T T T
i Control Limits (+ 2 Standard Deviations) 1
0.3 B — O — — — % 7]
= P Ny e T — —— — — N R —— — — — — ]
L 8 g 2] @ b
N L4 ® » ® ® ® ® |
e o 2 -
L . ]
® ®
=5 021 ° =
U | e e emms s — S m——— T e oane e—— — e - — — — -. ————— v
- L 2
~
T4 - d
..E. SIS S (N T N (N N N [N NN N N S N S N N N N N N
« — T T 1 T T T T T T T T T T T T T T T 1
= 0.8 - b
> Warning Limits |
2
~ 06F -
04 - s
e e ¢ © . o o @ P ® o o o
0.2 - ® ® e o =
0.0 | e gy NS0 S W S b —N b I Ll R Tp— L e o v —a — ol
0.2 g P4 3§ 3 § - F 9 § € 4 .y ¥ I _§ 1
: O 120 20 b b Y At Lt 1o D D B B oAb b oAb ab
e 5 01":0,06:; ,gs';hoa':,l i 0‘3‘:1&@1 31{,& oy 3";&,0%';& ';hgw" NG Q%‘;_ggn'ab_gﬁ":%‘\'&’lvo‘:‘l
Test date
@ 7-day IC, = 25% inhibition concentration. An estimation of the copper concentration

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

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

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

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

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

and
Raviewad by
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Menidia beryllina

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

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

acceptance criteria.

Central Tendency (mean Control Growth, CV or PMSD)

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

Page1of5

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

MbCuCR Test Number: 147

Dilution preparation information: Comments:
Cu Stock INSS number: INSS &A™
Stock preparation: 100 mg Cu/L:
Dissolve 0.1965 g CuSO4 in 500-mL deionized water
Dilution prep (mg/L) 0.025 0.050 0.100 0.200 0.500
Stock volume (mL) 0.5 1.0 2.0 4.0 10.0
Diluent volume (mL) 1999.5 1999.0 1998.0 1996.0 1990.0
Total volume (mL) 2000 2000 2000 2000 2000
Test organism information: Test information:
Organism source: Aquatic Indicators, Inc. Randomizing template: Fott) AN
Incubator number
Al Hicenold and shelf location: o¥s
Batch: Al Mb 10-26-24 Artemia CHM number: CHM1294
Hatch dates and times: 20-2%24 120010 gz::f :inr{::?aot:‘::‘far — dete’m“".‘:‘:’"" 3
. ’ 10-26-24 1130 = : AL NO0S |
*Initial oven temperature: o
: s pH(S.U)= T\.S% Date / Time out of oven: T
Transtaressel nformation: Temperature (°C) = 1-"\- f *Final oven temperature: Lo C
Average transfer volume (mL): <0.25 mL Total drying time: W-dva g
*60°C Oven, Thermometer SN: 14-985B5
Daily feeding and renewal information:
Day Date Morning feeding Afternoon feeding Test initiation, renewal, Sample Saltsw
or termination number batch used
Time Analyst Time Analyst Time Analyst used
0 11-05-24 Wa0 W 1500 | M \Sod | M \ 10 -30- 2\ &
1 - s v v o A
11-06-24 0500 p- 1\30 ‘}:{ 02100 pr \ & wovwa p1
o
2 110724 | oSod | X 3so | )l Y500 3L \ o Ao 110
3 L o A
11-08-24 0500 \ V1 00 gll 0940 p- I+ o W
4 11-09-24 0sod | W LN " s | j g
: R A X
11-10-24 0800 t( Woaery h oA !.1 n-od-
6
11-11-24 0%00 | 1 noau 040d I/\ \ \L
7 11-12-24 " £ v s
12 nos | W
- L]
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2021 | Accumet AR20 93312452
Dissolved Oxygen (D.O.) 1.0 mg/L SM 4500-0 G-2021 | YSI Madel 52CE 08A100271
Salinity 1.0 ppt SM 2520 B-2021 YSI PRO30 180104324
Alkalinity 5.0 mg CaCOs/L SM 2320 B-2021 Accumet AR20 93312452
Temperature 0.1°C SM 2550B-2010 Digital Thermometer | 130kl b & §
Control information: Acceptance criteria Summary of test endpoints:
% Mortality: o, <20% 7-day LCso (%) 0286
Average weight per initial larvae: =, 414 NOEC (%) o\
Average weight per surviving larvae: L.L4& 2 0.25mg/larvae LOEC (%) 0.7
ChV (%) 0. 1M |
1C2s (%) 0.247

SOP AT20-Revision 6-Exhibit AT20.3



Inc.

| Testing Solutl

Species: Menidia beryllina

Page 2 of 5

MbCuCR Test Number: 148

Survival and Growth Data

Day CONTROL 0.025 mg/L 0.05 mg/L
A B C D E F G H | J K L
0 10 10 10 10 10 10 10 10 10 10 10 10
. wol1o|wolio]lw|rolw|io]o| w0 |10
2
(O | WD | DIV t0] td|tv]tD |0 | tO] 0
3
(0| oo |[W ]IS0 N (1o |10 |ID
4
w|(toftofrtolto|o|to| o] to| 10|10 |ID
5
| ofojoltoftofro| 10 10|10 ID|ID
° @ [1O [0 |10 J Doy ftofev[I0]10 |10
7
O] tof Q[ 1O] 10| 1O D[ SO)IO|/Y | 1D L
*A=Panweight(mg)  qmnWol-24
lor code: __ - Ny o \ Y e
il FCH S O TSI RS I R R I
Date: 2124 \'.}‘ Q-’ ~ QT {b \ \\' \'}\ Q}‘ ~ N %
*B = Pan + Larvae weight (m
Analyst: & 3110 vl 42,0 36.28 | 30| 424268 [S1ATN] H1AD ML b2 Yo ML 45l
Date: 1o
C = Larvae weight (mg) =B-A
5.8 24.00) WM 123370 |ay.s\ [re4d oW [BS0T6 2160|2061 26,04 | 32,41
Analyst: o
Weight per initial number of larvae (mg)
= C / Initial number of larvae
N \o
w| O | 3 Moow | A of | A N
Analyst: g\. 1;;!1 .‘:-.\ q,"‘ f\-", 'b'& "I.-'u .,P‘. '\;‘5 "I.-"\ W q,-‘\u "I.‘v >
Average weight per initial Percent |
number of larvae (mg) reduction J | - -
s 2. LME 2. ¢lb 2.57. 2.841 S50
control (%) =

*Weight measurements performed using Cahn 28 Auto

matic Electrobalance, SN 41520.

Comment codes: c = clear, d = dead, fg = fungus, k = killed, m = missing, sk = sick, sm = unusually small,

lg = unusually large, d&r = decanted and returned, w = wounded.

Comments:

SOP AT20-Revision 6—-Exhibit AT20.3



I Testing Soluti Inc.

Species: Menidia beryllina

Page 3 of 5

MbCuCR Test Number: 148

Survival and Growth Data

Day 0.1 mgﬂ 0.2 mEIL 0.5 mEIL
M N 0 P Q R S T U \' w X
0 10 10 10 10 10 10 10 10 10 10 10 10
L1 od oel
3 1010 ]to]10] wlwli]o]o™ o™ 0™ o
2
(D[4 | IO | 1O} 1D to]| 10| (0 ]
3
0|10 IO 10| 1O I1D [ 10 [ID /
* to|1o |to |10 | to]1o [r0 [1D /
5 0] 10|10 o] & 0] &Y 10 /
¢ ol ] Wl W] al gt oAl e /
A
’ w| | |wlal|§|a|a /
*A = Pan weight (mg) /
Tray color code: __ NOWN \o N S q.? % ol o "Q" AY | o
Analyst: { i_,(.:? ,‘_‘\Q \}~ ,.h_':'? W | N \f?\ ,}\0 %\7‘ ‘ \\}’ / Q‘ \I{'\
Date: \\-ﬂ_f\_-l\-"i, NS N Q\ ~ N N N N N N
*B = Pan + Larvae weight (mg) ]
Analyst: ), I-N_‘ﬂ q1.0b| 3606 l-l&,'\'\ Ja.b1 | 31.86 ‘ll-ﬂ 3l3b
Date: (TR
C = larvae weight (mg) =B-A /
32,70 [2840] 2245|313 [26.46 5,00 | W MBS RLLE / M‘J"
Analyst: h«‘ -——3‘— P
Weight per initial number of larvae (mg)
= C / Initial number of larvae
DX E L@ P> 0] 0[O0
. . B\ 9 . b "
Analyst: y\ o' v n e n' v "
Average weight per initial Percent 1
number of larvae (mg) reduction - \00 L.
° eme from control .80 e.cl 2.49) s.41 O 0
(%)

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

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

Comments:

SOP AT20-Revision 6-Exhibit AT20.3
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Environmental Testing Solutions, Inc.

Statistical Analyses

tered and
Revirwed by
M Sarmner

Larval Fish Growth and Survival Test-7 Day Survival

D-Control

Start Date: 11/5/2024 TestID: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 1112/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: CuUso4
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia benyllina
Comments:
Conc-mg/L 1 & 3 4
D-Control 1.0000 1.0000 1.0000 10000
0.025 1.0000 1.0000 1.0000 1.0000
005 1.0000 1.0000 10000 1.0000
01 1.0000 1.0000 1.0000 1.0000
0.2 09000 0.8000 09000 0.9000
0.5 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 Number
D-Control 1.0000 1.0000 1.4120 14120 1.4120 0.000 4 0 40
0025 10000 10000 14120 14120 14120 0.000 4 18.00 10.00 0 40
005 1.0000 1.0000 1.4120 14120 14120 0.000 4 18.00 10.00 0 40
0.1 1.0000 1.0000 14120 14120 1.4120 0.000 4 18.00 10.00 0 40
*0.2 08750 08750 12136 1107 1.2490 5.846 4 10.00 10.00 5 40
05 00000 0.0000 01588 01588 0.1588 0.000 4 40 40
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Testindicates non-normal distribution (p <= 0.01) 0.5089 0.868 -2.7962 116732
Equality of variance cannot be confirmed -
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 0.1 0.2 0.14142
Treatments vs D-Control
Trimmed Spearman-Karber
Trim Level EC50 85% CL
0.0% 0.2860 02629 03111
50% 0.2921 0.2643 0.3227
10.0% 0.2957 0.2587 0.3379 1.0 >
20.0% 0.2962 0.2782 0.3153 _—
Auto-0.0% 0.2860 0.2629 0.3111 )
0.8 4
0.7 -
o 0.6 1
g o]
a y
m0.4:
0.3 1
0.2 1
0.1 1
0.0 < < <
0.01 0.1 1
Dose mg/L
Dose-Response Plot
1 < < <
0.9%
0.8 3
O.?é
%0.65
g",n_sé
> 3
80.4:
~ ]
039
n.zé
0.15
O: wy o b o~ w
8 = o s =
o




A ntered and

Statistical Analyses oty
N T
.| Environmental Testing Solutions, Inc. =
Larval Fish Growth and Survival Test-7 Day Growth
Start Date: 11/5/2024 TestiD: MbCuCR Sample ID: REF-Ref Toxicant
End Date: 1112/2024 Lab ID: ETS-Envir. Testing Sol. Sample Type: CuUs04
Sample Date: Protocol: SWCHR-EPA-821-R-02-014 Test Species: MB-Menidia beryllina
Comments:
Conc-mglL 1 2 3 4
D-Control 2.5230 2.9000 2.8310 2.3370
0.025 3.0510 26940 3.0640 2.5760
005 27600 27610 2.6190 3.2460
0.1 32710 28400 22950 31130
0.2 26460 25060 26430 21680
05 0.0000 0.0000 00000 0.0000
Transform: Untransformed 1-Tailed Isotonic
Conc-mgl. Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 26478 10000 26478 23370 29000 9.977 4 2.8051 1.0000
0.025 28463 1.0750 28463 25760 3.0640 B.738 4 -0.898 2290 05081 2.8051 1.0000
005 28465 10751 28465 26190 32460 9646 4 0899 2290 05061 28051 1.0000
0.1 28798 1.0876 28798 2.2950 3.2710 14.882 4 -1.050 2290 05061 28051 1.0000
0.2 24908 09407 24908 21680 26460 9.028 4 24908 0.8879
0.5 00000 00000 00000 0.0000 00000 0.000 4 0.0000 0.0000
Auxiliary Tests Statistic Critical Skew Kurt
Shapira-N‘ITc's Testindicales normal distribution (p > 0.01) 0.94642 0.844 -0.3168 -0.507
Bartlett's Testindicates equal vari (p=078) 1.10782 11,3449
| Hypothesis Test (1-tail, 0.05) NOEC  LOEC Chv TU MSDu MSDp MSB MSE  F-Prob df

Dunnett's Test 0.1 =01
Treatments vs D-Confrol

050606 0.19113 0.04499 009767 0.71493

3,12

Linear Interpolation (200 Resamples)

D-Control

Point ma/l SD 95% CL(Exp) Skew
1C05 0.1446 00285 00349 02395 -02357
1c10 0.1892 00264 00865 02376 -1.2426
IC15 02128 00161 0.1532 0.2484 -0.9986 1.0
IC20 02297 00135 0.1830 0.2632 -0.7088 ]
Ic25 02466 00125 02028 0.2780 -0.6433 sl
IC40 02973 0.0100 0.2623 0.3224 -0.6433 ]
1C50 03311 0.0083 03019 03520 -06433 0.7 1
06 -
2 05
g 04
§ 03 4
02 -
0.1
0.0 {
01 1
0.2 ’
0 0.2 0.4 08
Dose mg/L
Dose-Response Plot
3.5 4
3q
b
25 1
s 1 1-tail, 0.05 level
8 2 of significance
&
E‘ 1.5
.
1 -
051
9 wy g - 0~ wy
g g (=] o o




I Testing Sol

Inc.

Species: Menidia beryllina

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

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

Page 4 of 5

MbCuCR Test Number: 148

Da
(Analyst identified for each day, perforn-Ted pH and D.0. measurements only.)
0 1 2
Analyst M’ 1 2 E e .é A Lt V\,
Concentration Parameter AL S (i S lsnae 4 JESRNER SRR 350 S e (| SR R e L
pH (S.U.) m 7.83 .oL |7zgS 792 1AL
CONTROL Dissolved oxygen (mg/L) q.‘} 4& /l. } o | 7 4&9
saltsw  [oainity o) 25\ (XA PN 253 | 449 255
Alkalinity (mg CaCOy/L) Y . kdVTE 0 EEE 00
Temperature (°C) .4 _'\&_ 0 Ao\ £ 1%.-0 w.? S
SR (5.0) YR | 7.29 l8oo | 776 172.96 | T35
0.025 n Dissolved oxygen (mg/L) ’}q i -)-.'\- I‘».q '\-"‘ =7 ’%‘0
: me salinity (ppt) 250\ 2S. 29. i35 23.0 25,
Temperature (°C) W.¢$ 1% W . ] 5.1 wi.q s
pH (5.U.) 33 7.8 8.0/ 775 7 94 q’-‘-’q
0.05 mg/L Dissolved oxygen (mg/L) 4 / .}3— ’H =M 1. 'q'. [
NI Salinity (ppt) 25,) 25.5 A5 .- Z25.u 250 Z5y
Temperature (°C) A £ '\__s._ o R ™. 4 %\ \H.ﬁ S\
oH (5.0, T3 [7.89 .ol 275G 797 | Jwé
0.1 mg/L Dissolved oxygen (mg/L) /\"q I-r} 9.0 .4 1.1 q.l

g Salinity (ppt) 25 2.5.6 AG, T 251 250 ZsM
Temperature (°C) S -0 (0 '\.‘-\-q M4 W -ﬁ %%
pH (5.U.) ‘Y00 | Z.8249 2.0/ 7277 |74t M

0.2 L Dissolved oxygen (mg/L) ’}'.Q ’\,_ "' 6,0 "l-.s 1.1 ‘ +.f!

-2 mg/ Salinity (ppt) Zs.\ p g NS, A 25.0 Z2s.0 Sy
Temperature (°C) ™. [*d "_s.'\: '\é. 0 .9 5.0 %%
pH (5.U.) MY 17287 1800 —

Dissolved oxygen (mg/L} /;'-q /\, Y 83 - I~ ﬁ
0.5mg/L | satinity (ppt ZsD_[3s. 2 [ 282 Moy
Alkalinity (mg CaCOy/L) | =——— (hos-®i B e RS i
Temperature (°C) 4-€ '\é- 1 16.0 -
Initial Final Initial Final Initial Final

% New AT 0F SALT.
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| Testing Soluti Inc.
Species: Menidia beryllina MbCuCR Test Number: 148
Day
{Analyst identified for each day, performed pH and D.O. measurements only.)
3 4 5 6
Analyst K > I/L > i 7~ 2y 2 %%
Concentration | Parameter | ISR PR P R R RS P RV
Hs0) ’l u?._ N fi.kgﬁL _T%'H I 7287 [7.75 | Ay
CONTROL Dissolved oxygen (mg/L) /l 7. '}.«. ) q =1\ T} ’;.(d
saltsw [ty (eet 7€ o | 254 246 252 ZSiZ | 759 252
Alkalinity (mg CacO/L) . ol Y T — e
Temperature (°C) 5.0 s \S.0 G- W -0 NS.0 15-3
o 50) TA_ |30y [ Vas |81 | 80 | 7.85 [7.96 | Yox
0.025 mgfL Dissolved oxygen (mg/L) q:;-)v qﬁ Q.O ‘q.“)- "Q -"S .8 '\_ ".
) salinity (ppt) 253 25\, 25.0 25N 251 255 82 25
Temperature (°C) S\ 1%.0 .0 5.0 . .4 . § 16 .0
5] N05 | MUY T "8 [ 6 | 7.5 | 7.96 | Aux
0.05 mg/L Plssolued oxygen ime) X N\ Q0 q D f\‘;g T ".£ ql}
' santy (o) 253 | 239 | 29 [ 238 | 250 | 28M | 252 | z5w
Temperature (°C) i T \ = 1S . \ %-0 ‘\“ '_‘ “-‘{ q -E‘l & "s -0
P 50) Ads AV | A3Y 7386 | epd [ 786 | 7.9 | Ay
0.1 mgfl_ Dissolved oxygen (mg/L) /-}n r}.?_ 6‘0 ’)-U q'é - b . E q \"
) salinity (ppt) 232 Zs\s 24.6 232 2350 55 Z5.2. 259
Temperature (°C) s-\ NS.3 5. \ 1%.0 4.1 15-\ W€ NS .0
PH(5U) Agle | VA% | NA8Y [ Na2 |84 (786 [7.9¢ AN
02mg/l  jmedomenimed 1y | Y5 9 [ 39 e | Vd K
~ME Salinity (ppt) 852 25 M0 25 24.9 34 252 251
Temperature (°C) 5.0 'L_S. \ -\ . & '\.‘l.& . & 24 é-‘L
pH (5.U.) —— e
Dissolved oxygen (mg/L) s e e H
0.5mg/L salinity (ppt) W0b- I‘H—““‘!'
Temperature (°C) o
Initial Final Initial Final Initial Final Initial Final
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