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Hylebos Waterway Fish Injury Studies
Individual Data and Quality Assurance Results

CASE NARRATIVE

Reproductive Toxicology in Flatfish
Biliary FACs

Individual bile samples from English sole captured for the Hylebos Waterway Fish Injury Studies
were analyzed by HFLC with fluorescence detection. In addition to benzo(a)pyrene- (BaP) and
naphthalene- (NPH) like compounds, fluorescence responses were also measured for
phenanthrene- (PHN) like compounds. In accordance with the Sampling and Analysis Plan
(SAP), analytical quality control (identified by QCBatch) was assessed with each analysis set.
The QCBatch identifications for the analyses sets are “HylRepro0l” through “HylRepro05”.

Those samples used in the Reproductive Toxicology Interpretive Report are identified by
“ReTox” under the INVEST# in the summary table. In addition, data from all samples listed in
this case narrative are used with FAC data from the Toxicopathic Conditions Study, and the
combined flatfish FAC data is summarized
in the Toxicopathic Conditions Interpretive Report. Therefore, the only revision in this case
narrative is the inclusion of the additional FAC data of bile from male English sole, as well as
additional data from English sole collected from Hylebos and Colvos waterways in months
other than December and January. The inclusion of these additional data complete the overall
flatfish Biliary FACs dataset discussed in the Toxicopathic Conditions Interpretive Report.

.Method Blank
Results of HPLC analysis of the method blank for each of the QCBatches showed fluorescence
responses of BaP, NPH, and PHN met the following criteria: BaP, NPH, or PHN equivalents
in the method blanks were less than 10% of concentrations in any bile sample analyzed in
the same set.

Initial Calibration Standards
An initial calibration standard consisting of known concentrations of BaP, NPH, and PHN
was analyzed in duplicate at the start of each sample set. The relative standard deviation
(RSD) for each individual PAH for the two analyses met the criteria (≤15%) set in the
quality control section (Table 4) of the SAP for each of the QCBatches.

Continuing Calibration Standards
The calibration standard was analyzed periodically throughout the sample sets. The relative
standard deviations for the analyses in all three QCBatches were within the 25% RSD limit
set for each individual PAH (Table 4, SAP).
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Bile Reference Material
A bile reference material was analyzed near the beginning and end of each sample
set and compared to historical interlaboratory means of this reference material
(see Quality Assurance section in SAP). The measured fluorescence responses of
this bile sample were within the upper and lower control limits of the interlaboratory mean
value for this reference bile (see Quality Assurance Results).

Replicates
Selected bile samples were analyzed in duplicate for every ten fish analyzed. The RSDs
ranged from <1 to 28%, which is within the 50% RSD limit set in the SAP.
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