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Project: 812-CE / CL- EPD COMPLIANCE 2017/18 Client: Connor Fraleigh
Work Order: V18B075

ABSTRACT

Sample Manager contact:

Email: ec.coordonnateurdusoutiendelaboratoir-labsupportcoordinator.ec@canada.ca
<mailto:ec.coordonnateurdusoutiendelaboratoir-labsupportcoordinator.ec@canada.ca>
Phone: (604) 903-4413

QA Officer contact:

Email: ec.agentdassurancedelaqualiteleepy-qualityassuranceofficerpylet.ec@canada.ca
<mailto:ec.agentdassurancedelaqualiteleepy-qualityassuranceofficerpylet.ec@canada.ca>
Phone: (604) 903-4411

Unit Description
% by Volume Percent by volume
Qualifier Description
NAL Not Acutely Lethal
* Non-Accredited Analysis/Analyte
ND Not Detected at Reporting Limit (RL)
NR Not Recoverable

SAMPLE DESCRIPTION
Lab ID Client ID Station ID Matrix Date/Time Sampled Date Sample

Received Type
V18B075-01  SAMPLE 1 Water 2018-02-21 13:07 PAC  2018-02-28 Grab
Sampled By: Laura Hunse
REFERENCES

Method ID Laboratory Method Reference
V0503W V_Microtox_IC50ML EPS 1/RM/24
Toxicology Containers Temperature °C
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* Environment and Environnement et
T Climate Change Canada  Changement climatique Canada

ACUTE LETHALITY TEST USING RAINBOW TROUT (96 HOUR SINGLE CONCENTRATION) - REPORT

LAB SAMPLE ID: V18B075-01 Analyst: CWB

DESCRIPTION OF SAMPLE:
-yellow grey; E311189

DESCRIPTION OF TEST FACILITIES & CONDITIONS:

The fish were held at 15 + 2°C for = 2 weeks prior to the use in the test. Fish were not fed < 16 hours before the start of the test. Testing was
started < 5 days of sample collection. Tests were conducted in glass aquarium or plastic tanks lined with disposable polyethylene liners.
Test solutions were randomly assigned to test locations. The height of the test solution was = 15 cm. Aeration of oil-free compressed air
was provided at a rate of 6.5 + 1 ml/min.L through airstones. Photoperiod was 16 + 1 hour light / 8 + 1 hour dark with an intensity of 100-500
lux. All pH and conductivity measurements were performed using instruments that were automatically temperature compensated.
Conductivity measurements are corrected for 25°C. Unless otherwise noted, all test conditions and validity criteria as specified by the
Environment Canada test method were met.

pH Adjustment: Samples are normally tested without pH adjustment.

PROTOCOL USED:

Test was performed as prescribed in the laboratory's Standard Operating Procedure and the Environment Canada biological test method,
Report EPS 1/RM/13 Second Edition 2000, amended May 2007 and February 2016.

TEST METHOD and/or SOP DEVIATIONS:
The test solutions were < 14°C at the start of the test. The requirement is 15 + 1°C.

ANALYSIS TYPE: 96 hr (Static) Single Conc. @ 36 % Test Volume: 1 kg Replicates: 1 Fish/Vessel: 2 Temp. (°C): 15 1
CONTROL/DILUTION WATER: Fresh Water (< 10 %o) Source: PYLET Well

TEST ORGANISM:  Species: Rainbow Trout  Oncorhynchus mykiss Batch ID: 171227T6/rbt-fw Tank #: 6

Source: Aqua Farms Mortality for 7d immediately preceding test: <2 %

CONTROL FISH DATA:  Control Fish Status: no mortality, normal behaviour
Fork Length (cm) Mean: Min.: Max.:

Weight (g) Mean: Min.: Max.: Loading Density (g/L):

TEST CONDITIONS - WATER QUALITY

Start Date: 2018-02-23 Aeration Start Time: Pre-aeration Time (min): Test Start Time: 13:00
Conc. (%) Control Ctrl 9ppt salt 36
D.O. (mg/L) | Initial 10.5 10.1 8.0
Final 10.3 9.7 9.5
Temp. (°C) Initial 13.8 13.0 13.1
Final 13.7 13.7 13.5
pH Initial 7.65 7.55 7.16
Final 7.92 7.98 8.05
Zj"sf}grf)‘”‘ty Inital 420 15930 15900
Canada LCSOFF V212 Appondic 15V 0Now 17, 2017
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ACUTE LETHALITY TEST USING RAINBOW TROUT (96 HOUR SINGLE CONCENTRATION) - REPORT

LAB SAMPLE ID: V18B075-01

TEST CONDITIONS - CUMULATIVE MORTALITY / OBSERVATIONS ¥

Concentration (%)
Time Check Control Ctrl 9ppt salt 36
mortality obs. mortality obs. mortality obs.
24 hr 0 0 0
48 hr 0 0 0
72 hr 0 0 0
96 hr 0 0 0

T Test observation Codes - EPS 1/RM/9 July 1990 amended May 1996 and 2007 Appendix E
** immediate stress, coughing & erratic swimming + behaviour cannot be observed Integument: A Shedding B Mucous C Hemorrhaging Pigmentation: D Light E Dark F Mottled
General behavior: G Quiescent H Hyperexcitable | Irritated J Surfacing K Sounding L Twitching M Tetanic N Normal A Moribund
Swimming: O Ceased P Erratic Q Gyrating R Skittering S Inverted T Onside Respiration: U Rapid V Slow W Coughing X Surface Z Irregular
QUALITY CONTROL: Reference Toxicant Test
Test Date: 2018-02-23 96 hr (Static) LC50 = 8.6 mg/L  95% confidence limits: 8.0 & 9.3

Chemical: Phenol Geomean 96 hr LC50 = 10.7 mg/L  95% warning limits: 8.2 & 13.8 (n=20)

ANALYSIS RESULTS:

Conc. (%) Control Ctrl 9ppt salt 36

96 hr Mortality (%) 0 0 0

96 hr (Static) Single Concentration = not acutely lethal @ 36% test concentration.

Where the single concentration (SC) is percent mortality of the test organisms held in a particular test solution over an exposure period of 96 hours.

RESULTS NOTES:
The test solution at 36 % has a salinity of 9.1 ppt.

Canad’éi LC50FF V2.12 Appendix 1b V1.0 Nov. 17, 2017
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LIQUID PHASE - TOXICITY TEST USING LUMINESCENT BACTERIA - Vibrio fischeri (5 & 15 MINUTE IC50) - REPORT

LAB SAMPLE ID: V18B075-01 Analyst: CB

DESCRIPTION OF SAMPLE:
- 250mL sub-sample from 4x20L carboys of cloudy liquid

DESCRIPTION OF TEST FACILITIES & CONDITIONS:
Testing was started < 72 hours of sample collection. Tests were conducted in glass cuvettes. Test instrument was the Microtox M500. Test results
were calculated using Microtox Omni software. All physical chemical measurements were performed using instruments that were automatically
temperature compensated where necessary. Unless otherwise noted, all test conditions and validity criteria as specified by the Environment Canada
test method were met.

PROTOCOL USED:
Test was performed as prescribed in the lab Standard Operating Procedure and the Environment Canada biological test method, Toxicity Test Using
Luminescent Bacteria, Report EPS 1/RM/24 November 1992.

TEST METHOD and/or SOP DEVIATIONS:
The test was conducted at 15 + 0.5°C.

ANALYSIS TYPE:
5 & 15 min IC50 Basic Test Turbidity correction: No Colour correction: No Test Equipment: Model 500 Analyzer

Test Volume: 1 mL Control Replicates: 1 Test Replicates: 1  Start date: 2018-02-27 Start time: 14:45 Test Temp. (°C): 15+ 0.5

TEST CONCENTRATIONS (%):

1. 2. 3. 4. 5. 6. 7. 8. 9. 10

0 0.195 0.391 0.781 1.563 3.125 6.25 12.5 25 50

CONTROL/DILUTION WATER TYPE and SOURCE:
Type: Sea Water %o Salinity: 24.5 Source: Sea Water

TEST ORGANISM:
Species: Vibrio fischeri  Strain: NRRL B-11177  Source: Modern Water Reagent lot #: 17E4123A  Receive date: 2017-10-31

Reagent expiry date: 2019-06-01 Reagent reconstitution time: 13:25 Test start time from reagent reconstitution (min): 80

SAMPLE ADJUSTMENTS:
Osmotic Adjustment: 2% NaCl by weight Source: Fisher Scientific (ACS)

QUALITY CONTROL: Reference Toxicant Test

Test Date: 2018-02-27 15 min (Static) IC50 = 20.4 mg/L  95% confidence limits: 15.3 & 27.2

Chemical: Phenol Geomean 15 min (Static) IC50 = 22.8 mg/L  95% warning limits: 16.8 & 30.8 (n=20)

Canad';‘i IC50ML V1.18 Appendix 1b V1.0 November 17, 2017
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LIQUID PHASE - TOXICITY TEST USING LUMINESCENT BACTERIA - Vibrio fischeri (5 & 15 MINUTE IC50) - REPORT

LAB SAMPLE ID: V18B075-01

ANALYSIS RESULTS:

5 minute (Static) IC50 = not acutely toxic 95% confidence limits: &

Where the inhibition concentration (IC50) is the concentration of material in water that is calculated to cause a 50% decrease in light emission of the test organisms over an exposure period of 5 minutes.

15 minute (Static) IC50 = not acutely toxic 95% confidence limits: &

Where the inhibition concentration (IC50) is the concentration of material in water that is calculated to cause a 50% decrease in light emission of the test organisms over an exposure period of 15 minutes.
The statistical method used to generate the results was the MicrotoxOmni Software for Windows® Version 1.18 95/98/NT: [Copyright by Azur Environmental 1999, issued by Strategic
Diagnostics Inc. 2004].

RESULTS NOTES:

The sample was not acutely toxic to Vibrio fischeri (Microtox® bacteria) over 5 minutes of exposure.
The sample was not acutely toxic to Vibrio fischeri (Microtox® bacteria) over 15 minutes of exposure.

Canada

IC50ML V1.18 Appendix 1b V1.0 November 17, 2017
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LIQUID PHASE - TOXICITY TEST USING LUMINESCENT BACTERIA - Vibrio fischeri (5 & 15 MINUTE IC50) - REPORT

LAB SAMPLE ID: V18B075-01

Microtox Report

Acute Liquid Phase Microtox Test Report

Date: - -

Test Protocol: Basic-type Test

Sample: Sample 1 E311189

Toxicant:

Reagenl Lot no.:

Test deseription: Sample 1 E311189

Data File: Sample 1 E311189.K5; Sample 1 E311189.K15;

Plot of Gamina vs Concentration

Plot of %Liffect vs Concentration
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5 Mins Data: 15 Mins Data:
Sample Cone To Tt Gamma % effect Tt Gamma % effect
Control 0.000 9550 9031 09457 # 0287 097254
1 01953 9688 9342.0.0193% -1970% 96.89-0.0276 % -2.843%
2 03906 B440 B6.65-0.0789* _BS566% 91.05-0.0085% -10.93%
3 0.7813 B946 B5550.0111% -1.125% 8837 -0.0155* -1.579%
4 1.563  Be.02 8231 -00117* -1.186% Be26-0.0302+% -3.119%
5 3125 0134 8173 005684 5379% B7.53 00147% 1457%
6 6250 B7.86 73ISR 012924 1144% B242 0.0366% 3.535%
7 12.50 B849 7227 0.1579# 13.64% 7836 0.0981 8940%
8 25.00 9253 6500 034624 25.72% 7290 02343 1898%
9 5000 8419 5635 0412904 2022% 6146 03321 2493%

# - used in caleulation; * - invalid data; D - deleted from calcs.

Autocale has been used.

Calculations on 5 Mins data:

1C50 Coneentration: 127.9% (95% confidence range: 46.49 to 352.0)
95% Confidence Factor: 2.752

TC50 value 15 greater than 100%

Estimaling Equation:1.OG C =1.336 x LOG G +2.107

Coeff. of Determination (R2):0.9542

Slope: 0.7143

Correction Factor: (.9457

Satistical calculations could not be performed on the 15 Mins data.
Highest % effect: 24.93%

Canadd
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