) ] ey Ceriodaphnia dubia
Acute Reference Toxicant Control Chart

A i
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Test date
® 48-hour LC_, = median lethal concentration. An estimation of the sodium chloride concentration

which is lethal to 50% of the test organisms in 48-hours (calculated using ToxCalc).
~m Central Tendency (mean logarithmic LC,, converted to anti-logarithmic values)
we « - Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)
=+ .. Laboratory Warning Limits (mean logarithmic LC, * 2 coefficent of variations converted to anti-logarithmic values)

--------- USEPA Warning Limits (mean logarithmic LC,, £ S, ,, converted to anti-logarithmic values,
Sa10= 10" percentile of CVs reported nationally by USEPA)
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Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

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

CdNaCIAC # 14

Dilution Preparation:

Stock solution INSS #:

Test concentrations (mg/L NaCl) 1750 2000 2250 2500 2750
mL Stock solution 35 4.0 4.5 50 55
mi Dilution water (MHSW) 196.5 196.0 195.5 1585.0 194.5
Total volume (mL) 200 200 200 200 200
Chemical Analyses: Hours
0 24 48
Concentration Analyst UW B&' TJW VL/
= o
pH ) Gl 176y | Nvd

Dissolved oxygen (mg/L)

)

27

8.0

Conductivity (umhos/cm)

24

pXm

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

Page 10f 2

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

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

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

Conductivity (umhos/cm)

2040

Temperature (°C)

Sl

wl.§

.4

Control,
MHSW 1 Alkalinity (me/L caco,] L3 Chemical analyses:
Hardness (mg/L Cac0,) an p porting limit | Method number | Meter Serial number
Temperature (°C) 1:-[-"'\ S.°L s .) pH 0.15.U, 5M 4500-H+ B-2011  |Accumet AR20 93312452
pH (5.U) —7 ,@C 7 cg\ q_ "‘) 2 Dissolved oxygen 1.0 mg/L SM4500-0 G-2016  |¥SI Model 52CE 180104324
Dissolved oxygen (mg/L) /) ‘q '7 % 6 ,0 Conductivity 14.9 pmhosfem | SM 2510 B-2011 Accumet ARZD 93312452
1750 mg/L 1]
Conductivity (umhos/em) 6 Hq ) Alkalinity 5.0 mg CacO,/L  |SM 2320 B-2011 Accumet AR20 93312452
Temperature {°C) \s. \ -\-"\-‘\ -s.0 Hardness 5.0 mg CaCO,fL  |SM 2340 C-2011 Not applicable Not applicable
|pH (s.u) _?\%(; -7. g { ’%a'} Temperature 0.1% SM 25508-2010 Digital Thermometer | vBotdalb§$
Dissolved oxygen (mg/L) 7
— 14 9 | 60
Conductivity (pmhos/cm)
%D
Temperature (°C) s -\ R Y 5.0
s 286|740 | 465
Dissolved oxygen (mg/L) = 5
2250 mg/L 1 (1 4 8 I
|Conductivity (pmhos/cm) q 3[0
Temperature (°C) %0 5.0 i - I
pr (s.U) 2% [7:82 | A8}
IDissoIved oxygen (mg/L) % a
2500 mg/L 1’& 7 |
Conductivity (umhos/cm) qw
Temperature (°C) 1%.0 w4 S L
pH (5.U.) 7. Q!O IDA'S) /),.6’}/
Dissolved oxygen (mg/L) c6 .0
2750 mg/L H % Q g.l
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Acute LC5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test
CdNaCIAC # A4

Feeding Test Initiation ar Termination Lozation Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubatar/Shelf Template
s o511 ( 6930 W 01s0 M_ 'L‘b'b ey | oxwnf
24 LB 3,
oMok - VT owa| M
N Al R
*Test organisms were fed in helding 2 to 5 hours prier to test initiation. Test organisms were nol fed during the test.
Test Organism Information:
Organism Source: In-house Culture
Source (organisms were pooled): 0y 141 A
Age: < 24-hours old
Date and time od-ov 1L ‘ch -
organisms were born between: - 005 L o SbO
Average transfer volume: <0.25mL
Transfer bow! information: oH (5.U.): - A \
Temperature (°C): "‘s . \
Survival Data (number of living organisms):
Control 1750 mg/L 2000 mg/L
Replicate Replicate Replicate
Hours
A B C D E E G H 1 J K L
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiatien .
2 [S[S|[sS|S] s[S]S S| s|%]|s
a8 S| 81515958589 %]%|S
Termination
Mean Survival LO0D 1. (oh 1. [N
2250 mg/L 2500 mg/L 2750 mg/L
Replicate Replicate Replicate
Hours
M N (o] P a R s T u v w X
0 5 5 5 5 5 5 5 5 5 S 5 5
Initiation
A\, v "N e\ N tel
2ck
24 S| SIS |3 A1 > >
I ) S 1A ) A > A = 34 el d
s | A A |y v 2]V T]0o]0|00
Termination
Mean Survival LO L s Q7.
Comment codes: d =dead, u = unhealthy
Statistics:
| ethod e@ﬁ T |Comments:
Lower 95% confidence limit
{mg NaCl/L) sk
Upper 95% confidence limit
(mg NaCl/L) = A0S ."\
48-hour LCg, (mg NaCl/L) M ﬂ’\"ﬁ |’1
23%3.0

Test

IlevlewE by:
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Acute Daphnid Test-48 Hr Survival

Start Date: 4/5/2022 TestID: CdNaCIAC Sample ID: REF-Ref Toxicant
End Date: 4/7/2022 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mg/L 1 2 3 4

D-Control 1.0000 1.0000 1.0000 1.0000
1750 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2250 0.8000 0.5000 0.4000 0.6000
2500 0.2000 0.4000 0.2000 0.2000
2750 0.0000 0.0000 ©0.0000 0.0000

Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L.  Mean N-Mean Mean Min Max CV% N Sum___ Critical Resp Number
D-Control 1.0000 1.0000 1.23453 1.3453 1.3453 0.000 4 0 20
1750 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 v} 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2250 0.6000 06000 0.8910 06847 1.1071 19.366 4 10.00 10.00 ] 20
*2500 0.2500 0.2500 0.5189 0.4636 0.6847 21.301 4 10.00 10.00 15 20
2750 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.70565 0.868 0.58177 4.311
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 2000 2250 2121.32
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE _ 95% Fiducial Limits Control Chi-Sq Critical P-value Mu Sigma Iter
Slope 30.6363 5.60404 19.6524 41.6203 0 2.06471 7.81472 0.55909 3.36791 0.03264
Intercept -98.18 18.8894 -135.2 -61.157
TSCR 1.0 e
Point Probits mg/L 95% Fiducial Limits 09: T
ECO1 2.674 1958.73 1758.29 2067.52 L
ECO5 3.355 2061.67 1901.34 215169 0.8 -
EC10 3.718 2118.74 1980.33 2199.46 7] T
EC15 3,964 2158.14 2034.52 2233.34
EC20 4.158 2189.97 2077.83 2261.52 0 061
EC25 4.326 2217.65 2114.93 2286.83 S 051
EC40 4.747 228897 2206.51 2357.07 a 1
EC50 5.000 2332.97 225874 2405.42 e 047 T
ECB0 5.253 2377.82 2307.79 245945 0.3 4
EC75 5.674 245428 23823 2562.04 S0
EC80 5842 248531 2409.97 2606.71 i
EC85 6.036 2521.97 2441.29 2661.21 0.1 9
EC90 6.282 2568.86 2479.73 2733.1 0.0 F—rrrrrmr—rerrrrrr—rrerrrerr—orrrere
EC95 6.645 2639.97 253562 2845.71 1 io ih8; dcos  fcood
EC89 7.326 2778.71 2639.69 3074.49
Dose mg/L
Dose-Response Plot
16 < <
0.9
0.8
073
206
]
@ 05
I g4
g
0.3
02
0.1
0

D-Control fhistisciisn
1750 -
2000 -
*2250 4
*2500 4
2750



° pEm E— oy Ceriodaphnia dubia
| ' Acute Reference Toxicant Control Chart

Y i 4
SlcommantalSstig Sl Source: In-house Culture
2.6 — T T T T T T T T T T T T T T T I
Control Limits (* 2 Standard Deviations)
25 -
24 - — . L —— =
Z —
| o
S— — e _o _o© N S e
23+ e o ° e o ® _
g i Y
- 2.2 -
~
& ;
= L1 | (S L [ T i .f @ § E 3 _§ .3
(T3]
O 2.6 — 1 T T I T 7T J"T——94—07 77 7T 15 7T 7T T4
L B - - - 7
g Warning Limits
R= 2.5 —
“! | AR i s S am e my e oS e Em v S GRS |
<
2.4 -
23 ~
22 -
— L | S (L (N AN | N | [ R N N B
A A 2% A% A A A gA aA A A A aA a1 Al a4l Al al a1 )
g% iy oA ca¥ oAb 4d A% b oad g oAb aab gah Al sa) oa) s3) gl oAb
5P 3P W 5 ¢ A Y S 0%.‘&1' o> &0.0‘9 Wo'!- 25 o 0&:{?» @ 0.5,0‘!' e Qu.-‘f’ e
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the sodium chloride concentration

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

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

Control Limits (mean logarithmic LC,, + 2 standard deviations converted to anti-logarithmic values)
Laboratory Warning Limits (mean logarithmic LC,, + 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic LC,, S, ,, converted to anti-logarithmic values,

Sp10= 10" percentile of CVs reported nationally by USEPA)
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Page 1of 2
Acute LC;, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 380

Dilution Preparation:

Test concentrations (mg/L Nacl) 1750 2000 2250 2500 2750 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L Nacl
stock solution was used to prepare the concentrations evaluated for toxicity.

mL Stock solution 35 4.0 4.5 5.0 5.5

ml Dilution water (MHSW) 196.5 196.0 195.5 195.0 194.5

Total volume (mL) 200 200 200 200 200 Stock solution INSS #: .04 %

Chemical Analyses: Hours

0 24 48
Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurements
Concentration Analyst
bl UW -jw Vl-’ only. Temperatures performed at the time of test initiation or termination by the analyst
forming the toxicity test. Alkalinity and hardness performed by the analysts identified on the
¥ [773
-71 i 7 q '6“9 test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen {mg/L) '7 < % '.0 ‘J 6
Control, Conductivity (umhos/cm) 3 ’ 'O
MHSW I Alkalinity (mg/L caco,) Lo Chemical analyses:
Hardness (mg/L Caco,) 8& Parameter |Reporting limit  |Method number Meter Serial number
Temperature (°C) AL F A -A B L pH 0.15.U. 5M4500-H+B-2011  |Accumet AR20 93312452 h
pH (5.U) 06‘ 0 Li ﬂ‘ gé q 6‘? Dissolved oxygen 1.0 mg/L SM 4500-0 G-2016 |5l Model 52CE 180104324
Dissolved oxygen (mg/L) CG.O % D q, 8 Conductivity 14.9 pmhosfem  |SM 2510 8-2011 Accumet AR20 93312452
1750 mg/L

Conductivity (umhos/em) 3 6 L 0 Alkalinity 5.0 mg CaCO,/L  |SM 2320 B-2011 Accumet AR20 93312452
Temperature ‘nc] "'L"\ .ﬁ 5 _\ -v.\ i q Hardness 5.0 mg CaCO,/L  |SM 2340 C-2011 Not applicable Not applicable
pH (s.U.) ‘3‘0‘3 '7“56 q q (8] Temperature 0.1°% 5M 25508-2010 Digital Thermometer \NI{L&S

Dissolved oxygen (mg/L) %‘, 0 % J \ /} ‘6
Conductivity (umhos/cm) H HO

Temperature (°C) R U . g "i."‘ ' g\
PH (50) %.03% [-1.%€ | 130
Dissolved oxygen (mg/L) %‘.O % .\0 q@
2250 mg/L
Conductivity (umhos/cm) HSDO
Temperature (°C) 1%-0 5.0 1s-|
s LA [7.X7 | 24
Dissolved oxygen (mg/L) (Exl %. \ ')' ﬂ

2000 mg/L

2500 mg/L
Conductivity {(umhos/cm) 60 l‘o
Temperature (°C) A%-0 1%.0 "L"( /=
pH (5] KoL |[7.§7 | 419
Dissolved {m

HkGmuil issolved oxygen (mg/L) %: 3 C‘g . \ ’\-g

Conductivity (umhos/cm) 5 ‘-‘ «0
Temperature (°C) B0 15.0 7_;{ﬂ

S0P AT10-Revision 6-Exhibit AT10.1
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Acute LG5, Whole Effluent Toxicity Test, Species: Ceriodaphnia dubia
EPA-821-R-02-012, Method 2002.0

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # 2£0

Feeding Test Initiation or Termination Location Randomiting
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shelf Template
D L]
wten | 65,03+ 21| 0520 ){( k10 U L | D [dnind
24 = 2
a8 o\ psoL ‘(\
48
B REW
emouien | 0505 oS | X
*Test organisms were fed in halding 2 to 5 hours prior to test initiation, Test organisms were Rot fed during the test.
Test Organism Information:
|Organism Source: In-house Culture
Source {organisms were pooled): 0‘{"-‘ L &y T (W)
Age: < 24-hours old
Date and time 0307 Vi M-
organisms were born between: To Q0 V. 0€LO
Average transfer volume: <0.25mL
Transfer bowl information: pH{s.U): =Y. q &,
Temperature {°C): 15 _0
Survival Data | ber of living organisms):
Control 1750 mg/L 2000 mg/L
p— Replicate Replicate Replicate
A B C D E F G H 1 ] K L
0 5 5 5 5] 5 5 5 5 5 2 5 5
Initiation ;

u sl glSsS|S|S[S]S] %] s]s
8 I SI%]|STFTSIS]| S| S]ISI[|S

Termination
Mean Survival A\HOaT. \OAT- lb(]'l.
2250 mg/L 2500 mg/L 2750 mg/L
Hours Replicate Replicate . Replicate
M N (0] P Q R S T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiation

d

» | s]s|s]s S s |g | o]ut[w% M
'} GMT-E('_‘U\O\-I

Mgl
g
£

AEEEE

Termination

Mean Survival N01. AS 7. [ak}

Comment codes: d = dead, u = unhealthy

Statistics:

Method P@% T Comments:
Lower 95% confidence limit

(mg NaClfL) 2 a"l- 9

Upper 95% confidence limit

(mg NaCl/L) .\

48-hour LCy, (mg NaCl/L) TNSb. a‘

Test
Reviewed by:

SOP ATIN-Ravidan A-Fyhihit ATIN 1
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Testing 5, Inc.
Acute Daphnid Test-48 Hr Survival
Start Date: 5/3/2022 TestID: CdNaCIAC Sample |1D: REF-Ref Toxicant
End Date: 5/5/2022 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chloride
Sample Date: Protocol: ACUTE-EPA-B21-R-02-012 Test Species: CD-Cericdaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Control  1.0000 1.0000 1.0000 1.0000
1750 1.0000 1.0000 1.0000 1.0000
2000 1.0000 1.0000 1.0000 1.0000
2250 0.6000 06000 0.8000 0.8000
2500 0.4000 04000 00000 0.2000
2750 0.0000 0©.0000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mgflL  Mean _N-Mean Mean Min Max CV% N Sum___ Critical Resp Numb
D-Control  1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 0 20
1750 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
*2250 07000 07000 0.9966 0.8861 1.1071 12.807 4 10.00 10.00 6 20
*2500 0.2500 0.2500 0.5146 0.2255 0.6847 42.578 4 10.00 10.00 15 20
2750 0.0000 0.0000 0.2255 0.2255 0.2255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.82057 0.868 -0.B268 2.95332
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU
Steel's Many-One Rank Test 2000 2250 2121.32
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE__ 95% Fiducial Limits Control Chi-Sq_ Critical P-value Mu Sigma Iter
Slope 33.2273 6.2953 20.8885 45,5661 o 1.04116 7.81472 0.79129 3.37235 0.0301 5
Intercept -107.05 21.2455 -148.7 -65.413
TSCR 1.0
Point Probits mg/L  95% Fiducial Limits 09:
ECO1 2.674 2006.02 1807.09 2111.32 ay
ECO05 3.355 2103.03 1943.97 21899 0.8 A
EC10 3.718 2156.65 2019.79 2234.47 o7 7
EC15 3.964 2193.59 2071.67 2266.06
EC20 4.158 2223.41 2113.06 2292.36 8981
EC25 4,326 224931 2148.46 2315.99 g 05
EC40 4.747 231582 22355 2381.73 M ]
ECS0 5.000 2356.94 2284.88 2427.13 Sy
EC60 5.253 2398.68 2331.03 2477.98 0.3 4 -3
EC75 5.674 246972 2400.63 2574.68 02 ]
ECBO 5.842 2498.49 2426.33 2616.79 -
EC85 6.036 2532.45 245534 266813 0.1
ECS0 6.282 2575.83 2490.85 2735.8 0.0 I rrerr . | S
EC95 6.645 26415 254232 2841.64 1 10 100 1000 10000
EC99 7.326 2769.25 2637.74 3055.97 Dose miglL
Dose-Response Plot
1 < <;
0.9 7
0.8 3
0.7 1
[ F
2 06 9
> ]
"E 0.5 4
L 0.4 3
S
0.3 4
0.2
0.1 1
04 v

D-Control
1750 -
2000
*2250 4
*2500 -
2750



> e R Ceriodaphnia dubia
| Acute Reference Toxicant Control Chart

B - .
' g Schetion. fn Source: In-house Culture
2.6 — T T T T T T 1 — T T T T T T T T T I
Control Limits (* 2 Standard Deviations)
2.5 -
2.4 —_ -
% .
®
- [ e _e __® .
™ o ®
— 23 - ) [ ] ® [ ] [ ] ® ® _
e . .- -
Q i ]
Z
3 2.2 -
~
K l :
& l l I I I I I I I I I | I I I I I [ l |
Um 2.6 T T T
b . T | T T T T T T T T T T T T T T T
| = - y i
g Warning Limits
= 7 |
s e s |
<
2.4 & -
[
I & : R s vee
... ,._ e = " - - B — e s et . —
23 - o v 3 4 M e it e .. ...... ’.r-....._-.,.-—....‘_-_-.-.... _. =
®
D I s 5 AR 0 0 S5 s s A e N AN S S G =
I I I | l I I l I | I | | I I I I | I I
Ry s S INE, QK i GRS, o UL, S, SR SO, O NG, 11 1} At At At At ,at o ad
33> 0&.0'1- 05.05 06.0?' g A o) av o oY °$.\,1 o3 0,05 2 S o¥ 25 ol .0“ o 301 > o 0,,_03 oY o o
Test date
® 48-hour LC,, = median lethal concentration. An estimation of the sodium chloride concentration

.........

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

Laboratory Warning Limits (mean logarithmic LC,, + 2 coefficent of variations converted to anti-logarithmic values)
USEPA Warning Limits (mean logarithmic LC,, S, ,, converted to anti-logarithmic values,
S, 1, = 10" percentile of CVs reported nationally by USEPA)

ntered and
Revigwed by
Jim Sumnes




“(21ed%0 Buisn paje|nojed) sinoy-gy Ul SWsIUEBIO 3533 3y} JO %0 01 [RY33] SI YDIYM UOHRIIUSIUOI IPLIOJYD WINIPOS U3 JO BB UY "UOIIRIIUIIUOD [BYID] UBIPSW INOY-8F = 9597 anoy-gy

"UOIIBLIBA JO JUBIDIYI0D = AD
"(90°0 = °*¥s) wd3sn Aq Ajjeuoneu pajiodas sp) jo 3juadiad ,»OT @y 01 Buipuodsa.110 UoneIAap piepuels = 9F¥g

'saNjeA dlwyiiedo-ue 03 pauaAuod °t'Ys 1o ADZ F %537 anwyiueso| uealy = sywi] Suluiepy
'San[eA diwyyiedol-ljue 0] paliaAu0d SUOHEIASP PIepUE]S Z F 9597 aiwyjueSo| uealy = SHWI |0J3U0)

'sanjen %57 ay3 Jo UOKEIABP pJepuURlS = g

"san|en %37 ay) Jo ASuapua) [B1IUI) = |5

210N
SL9F'C 188T°C 86VET €90€T T6LEC 9LLTT 8LTe'C L¥00°0 699€°0 LS9€E°0 ZIZee Z2Z-80-90 (V4
S99t°C €L8T'C veveE'Z 8rvogC €6LE°C 9SLT°C 69¢e’t 8¥00°0 899€°0 €2LE0 69SE’T ZT-E0-S0 6T
859%°¢ L98T'C E8VET LPOE'T VLLET 9LTT €9ze’e L¥00°0 £99€°0 649€°0 DEEE'C Z¢-S0-t0 8T
8991'C £98T°C 8YET LYOE'T VLLE'T 9LT'T 9Ce’t L¥000 £99€0 SEQE'D 960£'C ¢2-80-€0 LT
689t°C v68T°C E7SE'T S90€°C 0E8E'C S9LTC 162EC 0S00°0 ¢L9E0 PI9€0 S86¢°C <¢-20-e0 9T
YILY'T 9T6T'¢ 6ESET S60E°C LEBET €087t STEET 8¥00°0 9/9€0 9E9€E'0 660€°C 72-80-20 ST
S69t°C 668T'C PrSET 950€°C ELBET SELT'T LBZE'T €500°0 €L9E°0 SE9E0D 960€E°C 22-Z1-10 vT
804V TT6TC €6GEC TL0€°C LLBE'T vSLT'C 60€E'C Zs00°0 SL9E0 8S9€°0 LIZE'Z ZZ-v0-T0 €T
LOLY'T 0T6T°C £65€'C TL0EC LL8ET vSLTC 60€EC ¢S00°0 SL9€°0 TLSED SSLTT 12-L0-2T (41
8ELY'T LEBT'T €GSEC LETET 6EBE'T LY8T'T 8EEET 9v00°0 T89€°0 ¥I9€°0 S862°C TZ-20-11 1
SLLY'E 0L6T°C ¥8SET GoTE'C 898¢€°C 8887'C ELEE'T 9%00'0 LB9E'0 9E£9€0 660€°C 1Z-S0-01 (0]8
veLy'? £86T°C S65€E'C 06TEC 698€°C TeeTe 06€€°C 000 069€0 PrLED 789¢€°¢C 12-¥1-60 6
SLLY'T TL6T°C 69SE°C TI8T€C TEBE'C et ELEE'T Zv00'0 LB9E'0 T0LE0 6YrE'Z T2-21-80 g
I8L¥°C 9L6T'C LLSET Y8IE'T EVBE'T €76C'C BLEET €700°0 889€°0 00L£°0 TYE'T TZ-£0-80 L
QLLY'T TL6T2 CLSET 6LTET LEBE'T 816C°C ELEET £¥00°0 L89E0 00LE°0 Ivke'e TZ-12-L0 9
88LY'C Z86T°C T6SE'C ZBIE'C 898€E'C [AnTAr SBEE'T 000 689¢°0 859¢€°0 LTIZE'C TZ-ET-L0 S
SLLY'E TL6T'T ¢65E'C 6STE'C G88E'C €L8T’t ELEET L¥00°0 L89E°0 S9LEO S6LE'T T2-80-90 14
LSLV'T SS6eT'C 8GSE°C LSTET 6C8E'T Z68¢'¢ 9SEE'C 000 ¥89¢°0 Z0LED SSPE'C 12-90-50 €
ISLY'T 6v6T°C €SSET ES1E'C 0Z8e't 688¢'C 0seee Er00°0 €89¢°0 64920 0EEE'T 12-20-%0 4
JASYA 44 SS6T'C 8SSE'T 8STIE'C 6C¢8E'C £687°C 9SEET €¥00°0 Y89€E°0 6L9€°0 DEEE'Z TZ-1E-E0 T
oY+ 1D orvs- 1 ADZ+1D AJZ- 1D SZ+1D SZ-12 (1oen1/8)
sywi Sujusep sywi Suiudepn S}WIT [043U0) 1D S 1 05374noy-g |uoneuiw.siag |eIJxo)
AD 3jluadiad Yi01 AD paiejnaje) Alojesoge 0557 anoy-gp ajep isa)] Jagquinu 353
(12en 1/3) senjen s1wyiiieSol-yuy uoisianuo) 807

2n}|n) asnoy-uj :324nos
Hey) [041U0) JURIIXO ]| 9IUIBSDY B1NIY

pignp piuydobporia)

"3y “sueinos Gupisag jrluswuosAug




Page 10of2

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

CdNaCIAC # g\

Dilution Preparation:

Test concentrations (mg/L NaCl) 1750 2000 2250 2500 2750 A stock solution was prepared by diluting 10 g NaCl into 100 mL deionized water. This 100,000 mg/L NaCl
stock solution was used to prepare the concentrations evaluated for toxicity.
mL Stack solution 35 4.0 4.5 5.0 5.5
mL Dilution water (MHSW) 196.5 196.0 195.5 195.0 194.5
Total volume (mL) 200 200 200 200 200 Stock solution INSS #: "]_Q‘\E
Chemical Analyses: Hours
0 24 48

P Analyst w VLJ ; \)V Analyst identified for each day, performed pH, dissolved oxygen and conductivity measurements
'\1 G only. Temperatures performed at the time of test initiation or termination by the analyst
performing the toxicity test. Alkalinity and hardness performed by the analysts identified on the

!pH (5.U.) %5 q';:}‘l .—}‘J‘i% test specific bench sheets and transcribed to this bench sheet.
Dissolved oxygen (mg/L) ‘7 ,'7 n .6 _7,({

Contol, Conductivity (umhos/cm) 9\?(7
MHSW 1A lkalinity (mg/L caco,) \,‘_\ Chemical analyses:

Hardness (mg/L CaCO,) g#‘ Parameter porting limit Meter Serial number
Temperature (°C) LA 18- b Ty pH 0.15.0. SM 4500-H+ B-2011  |Accumet AR20 93312452
pH (5.U) "7l% g_ '}."-I— | 7 ‘ (67 Dissolved oxygen | 1.0 mg/L SM 4500-0 G-2016  |¥SI Model 52CE 180104324

— Dissolved oxygen {mg/L) "7‘ q ’)f .6 7 g Conductivity 14.9 pmhosfem  |SM 2510 8-2011 Accumet AR20 93312452
Conductivity (umhos/cm) {-‘)5[ f} Alkalinity 5.0 mgCacoyfL [SM 23208-2011 Accumet ARZO 93312452
Temperature (°C) 5.0 5.0 “%-1L Hardness 5.0mgCaco,/L |SM2340C-2011 Not applicable Not applicable
pH (5.U) 7 ; ‘3% q:nq 7 2 W Temperature 0.1% SM 25508-2010 Oigital Thermometer | 4 o1 4 oS

Dissolved oxygen (mg/L] 1.4 V4 %‘ 0
Conductivity (umhos/cm) YouO
Temperature (°C) S.0 5.0 1S .0
pH 5.0) 252 | 483 |77
Dissolved oxygen (mg/L} 14 /} ’q % )
Conductivity (umhos/cm) L]\.,\égp
Temperature (°C) .4 15-0 S-0
pH (5. 5SS 184 2%7
Dissolved oxygen (mg/L) 1% 8 |50
Conductivity (umhos/cm) (,[-'1 go
Temperature (°C) W4 | 5.0 5.\
pH (s.U.) ‘?:—,{r:) ’}‘ag 7&9
Dissolved oxygen (mg/L) ;

s HConductivitv (umhos/cm) r_;l'l'; £ Al
Temperature (°C) A4 W-L| 8.1

2000 mg/L

2250 mg/L

2500 mg/L

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

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

Ceriodaphnia dubia Sodium Chloride Acute Reference Toxicant Test

cdnaciack A&\
Feeding Test Initiation or Termination Location Randomizing
Hours Date MHSW Batch
Time Analyst Time Analyst Incubator/Shell Template
0 .
wiie g0l | OL0S N | okos 203 | RED  [gonil
2 4 [
e 00> | A
Yn:nan'mn nk"io '1'1- MAO b w
*Test srganisms were fed in halding 2 to 5 hours prior to test initiation. Test arganisms were not fed during the test.
Test Organism Information:
Organism Source: in-house Culture
Source (organisms were pooled): L b
Age: < 24-hours old
Date and time Ol 5}~ e ik
organisms were born between: T 0L-0 i -I-L Oq OS
Average transfer volume: <0.25 mL
Transfer bowl information: pH (5.U.): 1 q (4]
Temperature (°C): " Gw 0
Survival Data (number of living organisms):
Control 1750 mg/L 2000 mg/L
Replicate Replicate Replicate
Hours
A B E D E F G H I ] K L
0 5 5 L - 5 5 5 5 5 5 9 5
Initiation [ ]
24 sla st SES]S S| S SIS
et
48 als S : S i S| S| S S| S|S
_ Terminatlon i ] .
Mezn Survival _loot ,F [\ A {007,
2250 mg/L 2500 mg/L 2750 mg/L i
keplicate Replicate Replicate
Hours - r
M N ! o : P Q R L T u v w X
0 5 5 5 5 5 5 5 5 5 5 5 5
Initiatian E
YRGS [T.8 1
2 | s|s{S|sls|s]|s|s|a7d[4]>
W] X WA BA | | s CF el yd al 3
a S| 2] M2 C M o]0 & &
Termination
Mean Survival s 1. 1—8 7. O ’..
Comment codes: d =dead, u = unhealthy —
Statistics:
lMethod ypﬂ.oh T Comments:
Lower 95% confidence limit
{mg NaCl/L) o] *"."a"f 214\
Upper 95% confidence limit
{N NIC[;"I.] 1‘%"“ g
48-hour LCs, (mg NaCl/L) =S A

S0P AT10-Revision 6-Exhibit AT10.1
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Envirenmantal Testing Solutions, Inc.

ntered and
Reviewed by
Jim Sumner

Acute Daphnid Test-48 Hr Survival

REF-Ref Toxicant

Start Date: 6/8/2022 Test ID: CdNaCIAC Sample ID:
End Date: 6/10/2022 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Protocol: ACUTE-EPA-821-R-02-012 Test Species: CD-Ceriodaphnia dubia
Comments:
Conc-mg/L 1 2 3 4
D-Contrel  1.0000 1.0000 1.0000 1,0000
1750 1.0000 10000 1.0000 1.0000
2000 1.0000 11,0000 1.0000 1.0000
2250 0.6000 0.6000 0.6000 0.4000
2500 0.2000 0.4000 0.2000 0.2000
2750 0.0000 0.0000 0.0000 0.0000
Transform: Arcsin Square Root Rank 1-Tailed Number Total
Conc-mg/L  Mean N-Mean Mean Min Max CV% N Sum  Critical Resp Number
D-Control  1.0000 1.0000 1.3453 1.3453 1.3453  0.000 4 0 20
1750 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 0 20
2000 1.0000 1.0000 1.3453 1.3453 1.3453 0.000 4 18.00 10.00 1] 20
*2250 0.5500 0.5500 0.8357 0.6847 0.8861 12.047 4 10.00 10.00 ) 20
*2500 0.2500 0.2500 05189 0.4636 0.6847 21.301 4 10.00 10.00 15 20
2750 0.0000 0.0000 0.2255 0.2255 02255 0.000 4 20 20
Auxiliary Tests Statistic Critical Skew Kurt
Shapiro-Wilk's Test indicates non-normal distribution (p <= 0.01) 0.80953 0.868 0.27612 4.13297
Equality of variance cannot be confirmed
Hypothesis Test (1-tail, 0.05) NOEC LOEC Chv TU
Steel's Many-One Rank Test 2000 2250 2121.32
Treatments vs D-Control
Maximum Likelihood-Probit
Parameter Value SE  95% Fiducial Limits Control Chi-Sq  Critical P-value Mu Sigma Iter
Slope 296833 5.36193 19.1739 40.1927 o 277937 7.81472 0.42691 3.36571 0.03369 6
Intercept -94.906 18.0622 -130.31 -59.504
TSCR 1.0 >
Point Probits mg/L 95% Fiducial Limits 00 1 F
ECO1 2.674 1937.95 1738.22 2048.06 |
ECO05 3.355 2043.15 1882.24 2134.37 0.8 -
EC10 3.718 2101.55 196246 2183.38 074 d
EC15 3.964 214189 2017.55 2218.14 1
EC20 4.158 2174.51 2061.62 2247.05 a 0-6:
EC25 4.326 2202.88 2099.4 227301 § 0.5 4
EC40 4,747 2276.03 2192.77 2345.02 w 1 4
EC50 5.000 2321.21 2246.13 2394.53 i 947
EC60 5.253 2367.28 2296.33 2449.83 0.3 4
EC75 5.674 244589 2372.79 2554.79 0]
ECB0 5.842 2477.81 2401.22 2600.5 s
ECB85 6.036 2515.53 2433.45 2656.27 0.1 4
ECS80 6.282 2563.82 2473.06 2729.88 0.0 4 : ? .
EC85 6.645 2637.1 2530.71 2845.27 1 10 100 1000 10000
EC99 7.326 2780.26 2638.23 3080 Dose ma/L
Dose-Response Plot
1 < <
07 T T T T
g g g g g



Ceriodaphnia dubia
Chronic Reference Toxicant Control Chart

Environmental Testing Solutions, Inc. Source: In_hou se CUIture
1.14 CEEE SN B A S G B R B T T T T T T T
1,37 = Control Limits (+ 2 Standard Deviations) =
- = . . . - s . -y
e °
1-10 = [ ] ® ® * o —
L © = © ) e © ° _
1.08 - _ L §
1.06 |- -
Q 104} .
= B J
< 102 F =
0 I T SN N NN NN T N NN NN SR S S SN S S S N A"
Uﬂ F Tostcmdembambe sl e T T T T o T " =TT T 3
> 115 F _ "
% Warning Limits
1 N .
™~
1.10 e © ° s ® . ®
| RS S M I i
1.05 -
LaE ke rensimms s e e daton AR O N e A TR AR IS AR N
0.95 | I AN [N RN N AR N NN SR B 1 1 I N SR B B
R 03 0o 1(';;0‘?— 1".1 o, 0153515 0“1‘;0*” 1’: A 1’% 0‘5':'; AN ‘:;935‘10 05’1..»0 2 > o 1'&.0"'11.0%1’1 0%1'.50%‘:’; oV

Test date

7-day IC,; = 25% inhibition concentration. An estimation of the sodium chloride concentration

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

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

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

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

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

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

£ tntered and
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Review by
Kelley E Keanan:
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Ceriodaphnia dubia
Chronic Reference Toxicant Testing, Test Acceptability Criteria
Organism Source: In-house Culture
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Test date
® Control Reproduction, Coefficient of Variation (CV) or Percent Minimum Significant Difference (PMSD)
PMSD is the percent minimum significant difference between the control and treatment that can be declared statistically
significant. The lower PMSD bound represents a practical limit to the sensitivity of the test method and is not a minimum
acceptance criteria = s
Central Tendency (mean Control Reproduction, CV or PMSD) ﬁ'm;'
e\ © 95% Confidence Interval (mean Control Reproduction, CV or PMSD + 2 Standard Deviations)
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Sodium Chloride Chronic Reference Toxicant Test (EPA-821-R-02-013, Method 1002.0)
Species: Ceriodaphnia dubia

CdNaCICR #: 270

Dilution preparation informatjon: Comments:
NaCl Stock INSS number: INSS 2071\
Stock preparation: 100 g NaCl/L:
Dissolve 50 g NaCl in 500 mL deionized water.
Dilution prep (mg/L) 600 800 1000 1200 1400
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Stock volume (mL) 9 12 15 18 21
Diluent volume {mL) 1491 1488 1485 1482 1479
Total volume {mL) 1500 1500 1500 1500 1500
Test organism source; Test randomization and location:
Organism age: < 24-hours old Randomizing template color: GRLoND
Date and times - $%0 YO 0fL0
o%05-2% ©
organisms were born between: Ilncu:.mor number and shelf 1B\
ocation:
Culture board: 63-14-17_ A
Replicate number: | 1 2 3 4 5 6 7 B s | 10
Culture board cup number: | L | 3 [ 1o v v[aq [ |7 [1S [
Transfer vessel information: pH (S.U.): W Temperature {°C): 5. \
Average transfer volume (mL); | <0.25mL
Daily renewal:
Day Date Test initiation and feeding, *Feeding Batches MHSW Analyst
renewal and feeding, or Selenastrum YWT batch used
termination time
0 -05-
04-05-22 04372 03 | oAl | oz mennl Y
1 04-06-22 el | L i
: = ik
04-07-22 o0& 11 a5 3. X(
3 04-08-22
ow
4 > U i
i og®\ oo WAl N
5 04-10-22 0™ \
6 11 L
04-11-22 o™ L A
7 04-12-22 O N
*Organisms fed daily 100 pL Sefenastrum and 100 pL YWT per replicate using HandyStep repeat pipettor SN 17E59354.
Chemical analyses:
Parameter Reporting Limit Method number | Meter Serial number
pH 0.15.U. SM 4500-H+ B-2011 | Accumet AR20 93312562
Dissolved Oxygen (D.0.) | 1.0 mg/L SM 4500-0 G-2016 ¥S| Model 52CE 180104324
Conductivity 14.9 umhos/cm SM 2510 B-2011 Accumet AR20 93312562
Alkalinity 5.0 mg CaC0s/L SM 2320 B-2011 Accumet AR20 93312562
Hardness 5.0 mg CaCO;/L SM 2340 C-2011 Not applicable Not applicable
Temperature 0.1°C SM 25608-2010 Digital Thermometer 13066 Y EES
Control information: Acceptance criteria Summary of test endpoints:
% of Male Adults: O1. £20% 7-day LCso (mg/L Nacl) > 1400
% Adults having 3 Broods: (0O =80% NOEC (mg/L NaCl) LoDo
% Mortality: 01. <20% LOEC (mg/L NaCl) {100
Mean Offspring/Female: 3.1 = 15.0 offspring/female | ChV (mg/L NaCl) 10855
% CV: 6.0 7. <40.0% ICzs (mg/L NaCl) 1o4.5

SOP AT14-Revision 6—-Exhibit AT14.1
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Species: Ceriodaphnia dubia CdNaCICR #: 270

CONTROL Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced 2 0 O O O 0 @) Q O Q
Adult mortality " w - — - L O | I :
2 Young produced Q @) 0O (@) Q 4] A O Q &)
Adult mortality 'k._- o ) L L - S| M S L — =
3 Young produced O (&) Q O Q) ¢} 0 Q Q Q
Adult mortality w | — wi b | w [ -
4 Young produced S ™ S (| 3 c_.k \..\ q G 5
Adult mortality - 0 TNV [ [ T (R T Ll -]
5 Young produced " 3 We) 10 | 10 L W\ ) v
Adult mortality [ =S W I W o - L S W — — =
6 Young produced 8) O 0 @) O D O (48] O | O
Adult mortality — ] | w _ LS I o ] N
7 Young produced | 1 (| [ B R VS e 'S Vo 1 'S
Total young produced Ny 30 31| 11 35| 3¢ 31 3} 35 al
Final Adult Mortality = L N T N
X for 3" Broods Y. x| >~ A P XX > >< ><
Note: Adult martality (L= live, D = dead), 58 = split broud (single brood split between two days), €O = carry over (offspring carried aver with adult during transfar).
Concentration:
% Mortality: O1.
Mean Offspring/Female: i\
600 mg NacCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 T 8 9 10
1 Young produced O O 0 O 1)) 0 (@] O o 0
Adult mortality w | T = , _ A
2 Young produced O &) (&) Q (&) 0 O Q QO Q
Adult mortality e | A | — [~ | S - — — |-
3 Young produced O @) 0 Q 0O O (@) @) @) O
Adult mortality (- - — | w _ g o= T i
4 Young produced S S . S| & b Y | S \'{
Adult mortality ] L D S L A S O . | . WS
5 Young produced (W vy 1) 1\ D ] v vl 10 [
Adult mortality T A ] T | = | - [
6 Young praduced O O (®) O O O (@) @) O
Adult mortality O I e = ] — S [ .
7 Young produced V& 'S Wwe! 'S 1l i~ 9S (1P (198 _IS_
Total young produced 3% A% 30 | 3\ 30| &1 3 Al a1 30
Final Adult Mortality X __ \_ N _ p— e e i
Note: Adult mortality (L = live, D = dead), 58 = split brood (single brood split between twa days), €O = earry over [offspring carried over with adult during transler).
Concentration:
% Mortality: (o)A
Mean Offspring/Female: 2.8
% Reduction from Control: | ~1,31,
Indepandant
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Species: Ceriodaphnia dubia CdNaCICR #: 270

800 mg NaCl/L Survival and Reproduction Data
e Replicate number
Day 1 2 L 4 5 6 7 8 9 10
1 Young produced O Ol o '®) O @) O O @) @)
Adult mortality ] T T | v w_ ] | |
2 Young produced (@) O (& Ol O @) O O O O
Adult mortality | v | w o |l A — — | L [
3 Young produced @) D ') 0 0 0 0 (@) @] (&)
Adult mortality - W | “ . — S L S I -
q Young produced ) < o 5 o S S S 5
Adult mortality el X L j - — | L A = o \
5 Young produced e v vl v\ 10 \? 10| \Q i\
Adult mortality W T sl Ao SRR
6 Young produced & ) O O O O O O O |0
Adult mortality G el A p 2 | N — = Tl N
7 Young produced i~ ' § % 1 ™ g v 8 \S \ 1S 13
Total young produced 16 | L b 3l 35 31| So 14 14
Final Adult Mortality Ve | X ] N TS \— . o e — -
Mote: Aduit mortality (L =live, D = dead), 5B = split brood {single brood split between two days), €O = carry over (offspring carried over with adult during transler).
Concentration:
% Mortality: Q7
Mean Offspring/Female: 30.49
% Reduction from Control: 6.b 1.
1000 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 | a4 5 6 7 8 9 10
1 Young produced [®) D O [®) 0 ¢ (@) O O )
Adult mortality 1_ e e | . N — —
2 Young produced 0 O @) O 0D 0 Q Q) O 10O
Adult mortality s - | o | S . S5 Ko [
3 Young produced D @) O O A O [®) &) (@) @]
Adult martality L [ W e W W I |\ - N A
4 Young produced < <\ 35 S S Jd .y 5 o S
Adult mortality o ] ] U e
5 Young produced | o |10 [\ V[ SRS TR N
Adult mortality A i S| e (- \ S | — — |
6 Young produced ®) O O O S () O O ) O
Adult mortality Vel Rew] Nl R B e e, — — —
7 Young produced ™ o VS LY S5 | s [ I w wl i
Total young produced 3| do g 14 37 3\ 24 35 21491 do0
Final Adult Mortality o [ O Ul T | YT
Note: Adult mertality (L = live, D = dead), 58 = split broad (single breod split betwaen two days), CO = carry ever [offspring carried over with adult during transfer).
Concentration:
% Mortality: 07.
Mean Offspring/Female: 0.\
% Reduction from Control: 3.2
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Species: Ceriodaphnia dubia CdNaCICR #: 270
1200 mg Nacl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced o e) /) O O O O e @) @)
Adult mortality L e | Yo ]l TR oW A o D
2 Young produced D) (&) O O (&) O O O (& O
Adult mortality l s Nl Ao L N L Y |
3 Young produced ) 0O D) O (@] O O @ @] (@)
Adult mortality (W I Y p S e — L -
q Young produced = < ) A ~\ R | X “\ |
Adult mortality \ w I | | - ) S ) , 5 S
5 Young produced 8hT A 1\ g ! R 8 1 =
Adult mortality . = L | ) , e I — ; SR B T
6 Young produced o O O (@) () O O O O O
Adult mortality — | O] O] O et o] L] e | A
7 Young produced 3 | 4 18 (| 2 3 S o 1
Total young praduced .| 14 {4 L0 b '8 11 18 v S 1
Final Adult Mortality oo T R ] N [ T
Nate: Adult mertality (L=live, D = dead), $B = split broed {single brood split between two da ¥sh CO = carry over (offspring carned over with adult during transfar).
Concentration:
% Mortality: o1l
Mean Offspring/Female: 1.4
% Reduction from Control: J4.\ 1.
1400 mg NaCl/L Survival and Reproduction Data
Replicate number
Day 1 2 3 4 5 6 7 8 9 10
1 Young produced O D) O O O O O O O O
Adult mortality e L = | | -l [ |
2 Young produced 9] D @) (@) O (@) 0 O O Q
Adult mortality Ol |« Y o] S o M TR — | -
3 Young produced [®) _6 @) O| O (@) O O O O
Adult mortality | | ; (- , T8 Nz ] A LSS .
4 Young produced 2.1 N N A T 1 \ \ ! 3
Adult mortality | L T (- VO | R | Nz L - L] %
5 Young produced O O O O 5 I O | O Q
Adult mortality ) | | - | w _ — L
6 Young produced O e ®) O (&) ) O O (8] O
Adult mortality — Rl Nas M N—] | (- S —
7 Young produced 10) [8) O O O 4] [4) O 0 Q
Total young produced 2 r 3 \ Y | \ R \ 3
Final Adult Mortality A= = |- — |- - - L l‘“‘ —
Note: Aduit martality (L = live, D = dead), 58 = split brood (single brood split between two days), CO = carry aver [ofspring carried over with adult during transfer),
Concentration:
% Mortality: Q1.
Mean Offspring/Female: 5.5
% Reduction from Control: | 41.01.
i SOP AT14-Revision 6-Exhibit AT14.1
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Statistical Analyses

Envirenmental Testing Solutions, Inc.

Ceriodaphnia Survival and Reproduction Test-ﬁeproduction

Start Date:  4/5/2022 TestID: CdNaCICR Sample ID: REF-Ref Toxicant
End Date: 41272022 Lab ID: ETS-Envir. Testing Sol. Sample Type: NACL-Sodium chioride
Sample Date: Prolocol: FWCHR-EPA-821-R-02-013 Test Species: CD-Ceriodaphnia dubia
Comments:

Conc-mﬂi‘L 1 2 3 4 5 6 7 8 9 10

D-Control  33.000 30.000 32.000 27.000 33.000 30.000 31,000 31.000 33.000 31.000
600 35.000 33.000 30.000 31.000 30.000 32.000 32.000 31.000 31.000 30.000

800 29.000 34.000 32000 30.000 31,000 33000 32,000 30000 29.000 29.000
1000 31.000 30.000 28.000 29.000 32,000 31.000 29.000 32.000 29.000 30.000
1200 14.000 19.000 19.000 20.000 16.000 19.000 17.000 18.000 15000 17.000
1400 2.000 1.000 3.000 1.000 4.000 4.000 1.000 3.000 1.000 3.000

Transform: Untransformed 1-Tailed Isotonic
Conc-mg/L  Mean N-Mean Mean Min Max CV% N t-Stat  Critical MSD Mean N-Mean
D-Control 31100 1.0000 31.100 27.000 33000 5.958 10 31.300 1.0000
600 31.500 1.0129 31.500 30.000 35.000 5.019 10 -0.541 2.287 1.691 31.300 1.0000
800 30900 0.9935 30900 29.000 34.000 5.799 i0 0.270 2.287 1.691 30.900 0.9872
1000 30,100 0.9678 30.100 28.000 32.000 4.553 10 1.352 2.287 1.691 30.100 0.9817
*1200 17.400 0.5595 17.400 14.000 20.000 11.235 10 18.523 2.287 1.691 17.400 0.5559
*1400 2,300 0.0740 2.300 1.000 4,000 54.420 10 38.839 2.287 1.691 2300 0.0735
Auxiliary Tests Statistic Critical Skew Kurt
Kelmogerov D Test indicates normal distribution (p > 0.01) 0.70515 1.035 -0.0733 -0.2626
Bartlell's Test indicates equal variances (p = 0.76) 2.59579 15.0863 -
Hypothesis Test (1-tail, 0.05) NOEC LOEC ChV TU MSDu  MSDp MsB MSE F-Prob df
Dunnett's Test 1000 1200 1095.45 1.69126 0.05438 1411.7 273519 2.B8E-44 5 54

Treatments vs D-Control

Linear Interpolation (200 Resamples)

Point mg/L SD 95% CL Skew
1C05 1005.75 65.8103 785.446 1020.49 -2.5399
IC10 1030.39 8.2892 1010.31 1043.38 -0.3248
IC15 1055.04 7.83 1036.8 1067.28 -0,3096 1.0
IC20 1079.69 7.62159 1062.59 1091.14 -0.2781 094
IC25 1104,33 7.68438 1087.21 111571 -0.2239 1
IC40 1178.27 9.30095 1159.7 1194.07 -0.0138 0.8 1
IC50 1223.18 7.76269 1209.21 1235.74 -0.4638 O.‘i“:
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nvtrenments feving Sahwians Inc.

Species: Ceriodaphnia dubia CdNaCICR # 270

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

this bench sheet.
Day
(Analyst identified for each day, performed pH, D.O. and conductivity measurements only.)
0 1 2

Analyst | JW N\ I/ A %% %

Concentration Parameter

pHisu) el ZZepnl 796 | 768 | D6l | FUY | Yt
Dissolved oxygen /I, 7 i -71-} 7 7 /} ,6 ’}g q.}

(mg/L)

Conductivity (_)) Q LI 3[. L 5 bq

{(umhos/cm)

CONTROL, MHSW

oty L3 \\ . b3
Hardness o
A0 Pt gb

(mg CaC0s/L)
Tefnperature {°c) . £ s, - A\ 4 1s.0 WA 1%L
pH (5.0, =949 | 77 284 | A3 | I | 138
Dissolved oxygen

600 mg NaCl/L {Cr:i;iictivity g '7 X 27 f}-@ ’}Q qul.ﬂ
{umhos/cm) J Li' 70 I L’ 70 ‘ L‘BO
Temperature (°C) -4 5.0 Wl g e 5.0 .0
pH (5. 777 779 | 795 | T | A3 |
Dissolved oxygen /‘]‘-7 ) ; :

800mgNacy/L [T __ ik, 76 $i 8.0 13
{:mhns'jlc\:.l;f l. gq O [ S’GO '6'0
Temperature (°C) .4 5.3 .4 .4 .4 || 4s.1
pH (5.0 2,50 [ 7g0 |7%7 |31 |46l | 136
Dissolved oxygen

i _?‘ 7 /} :0

1000 mg Nacl/L S 1% % 7 9 & X
{mboson] Q40 240 A310
Temperature (°C) _‘L‘z -0 S -4 .9 4.9 8. |
pH (5.U.) 280 |78 |7%¥7 [ 43S | 4] | 4ed

Dissolved oxygen

| 79 7% Y4 80 | 78

(mg/L)

1200 mg Nacl/L e
ﬁlm:os;cm? Q g l o CQG '-fo X S &)
Temperature (°C) +lAa s, -%-b s\ _}‘-\, q 1S.0
pH (s.U.) —.84 7K\ 2.5 70 o .05 || 14
Dissolved oxygen
(msgm vge “7‘6\ %D 7% N4 9,0 N9

1400 mg NaCl/L Conductivit
y (9]
{#mhos/cm) QC[“[ O % % }g ?70
Temperature (°C) w4 as-\ 5.0 M. & BE.O0 1.0
Initial Final Initial Final Initial Final
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Species: Ceriodaphnia dubia CdNaCICR #: 270

Day
{Analyst identified for each day, performed pH, D.0. and conductivity measurements only.)
3 4 5 6 B
Analyst | A 8L a5, .y 718 [V o jU
Concentration Parameter St )
PH (5.U.) ALY [*as 3.53 Yoy | Yv | 2 | Ay | Y9
Dissolved oxygen
Gy, 18 | 3y 1} 1Y 9 ¥ | e | %o
Conductivity 6 09
CONTROL, MHSW L'::;T::::m] i S \__&L ?
(mg CaCOx/L) L 9 SEg b
Hardness \o v [T i \IL- et K
[mg CaCOs/L)
Temperature (°C) | 4. § S-w | A4 \S.6 o § 5.0 W4 NG,
PH (5.U) No6 | +43 34 || 303 203 | 238 | nas [ A9
600 mg NaCl/L mer | 48 Hle 13 > Y 1T | A4 34
Conductivit
{pmiasler MO 440 MYO IMio
Temperature (°C) | 1.4 \S.0 A\s.0 -8 L€ Ay ALK 5.4
pH (5.U) V86 | 243 291 Y0y 240 || 260 | N84 19
Dissolved oxygen
800 mg NaCyL |-me/t %) B 7y 14 Y4 e | 14 Y4
g Na Conductivity l
(umhas/cm) :}80 130 |8oo 1620
Temperature (°c) | -1-A S.D 1. § 4. 8 T LG w.q L
pH (5.U.) YAl |[#a3 |3ar 385 | 443 | 74 | ‘Y40 | %44
Dissolved
1000 mg NaCl/L ) X3 v 13 ¥4 29 13 6 Y4
(umhosfem) Ao Ao 1140 4210
Temperature (°C) A R . 4 .5 . § a4 R WY S5-%
pH (S.U.) 197 [ F49a 343 Yo 393 Y43 191 Yy
e | Y |3 |aa Y | 8o | 28 | 38 | 24
1200 mg NaCl/L ["Conductivity
{umhos/cm) RS—QD aSio QUZZJ A O
Temperature (°C) | 5.0 5. n\S.0 ptH 1.4 g .9 \S-3
PH (5.U.) 195 74z |34 105 | B33 | 7LoYy ’t.ci?, 13y
Dissolved oxyg o4NRZ
i (mg/t) - ’}f? R 13 V.4 8.0 .0 l}'@'ﬁ;’) 14
mg NaCl/L o ety =
{umhos/cm) 7@10 AFF0 B\Q% 3000
Temperature (°«c) | —wl.-Q ~s. \ WB-0 . ¢ 4.4 5.0 | W@ 15.1
Initial Final Initial Final Initial Final Initial Final
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e e Ceriodaphnia dubia
' Chronic Reference Toxicant Control Chart

; _ ;
Sl Source: In-house Culture
1.14 T T T T T T T T T T T T T T T T T T 1
1.12 Control Limits (+ 2 Standard Deviations) -
110 o . . ” . o .y
1.08 - Sl Il
oL |
® 104f -
2 s i
[ |
~ 102
20 Py . B3 % B 3 ¥ 4 % ¥ . 3. F 3 B F_§ |
ﬂ S PR P P i kit o 1 I F T or 1 T T 1
g L lesssdassachonnades | -
g 1.15 Warnite Limit .
arning Limits
E L d
..-_\..;:..-.---r-d-...._._..-.w-ﬂ-" { ] — -5 — e T
110 |- ® b i =
i O e o——y—p— . . ® ————e
1.05 - -
L0 | s csmgamemam e B S b e S RN AT S s ]
0.95 [ S B | | | 3 g ¥ §- ¢ 94§ ¢ F §F 9
' D 2 0P 0 e ;2 Vo3 N xR s B s SO« O 1} S LIPS, L P 1 PG 1 PN, Y . 1
R i 0& 060 o‘l P S @ @ 9 T G @ @ W o
Test date
® 7-day IC,. = 25% inhibition concentration. An estimation of the sodium chloride concentration

which would cause a 25% redu