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Follow up questions:

Quality Assurance
· We have a question from the QA section on page 6 about the sample “must be stabilized over at least 2 dilution…” The concern is that in the results section on page 9, the authors state that the SPMD has 2 dilutions, but there is no mention of the dilutions for grab or POCIS.
Results – Binding assays
· There was a discussion about the results for the estrogen binding assays shown on figure 2, page 8. There was a question as to why there was no activity in the QA/QC SMPD test sample, but there was activity found in the QA/QC test samples of grab and POCIS. The thought was that the SPMD does not take up hormones/mimics, but then that would not explain the estrogen mimicry of the pesticides. The difference in background fluorescence may also account for the difference in the QA/QC blank results between SPMD vs the other two sample types. Could you please confirm our interpretation or provide a correct interpretation for these results?
· Why are there different EEQs for each sampling method in figure 1, page 8? For example, SPMD minimum is 120000 v. grab max at 650000.
· Can you please confirm the detection limit?
Results – Background fluorescence testing
· Why were POCIS not tested? It was found that interferences in grab and POCIS test samples were due to pigmentation (i.e. TOC). Please interpret how pigmentation was determined.
Results – ER transactivation assay
· There is a question about interpreting the estrogen receptor assay results shown in figure 7 on page 12. The question is, what amount of change (i.e. is there a threshold?) is required between dilutions for results to indicate presence of anti-agonists and agonists in the water/extract sample being tested?
Results – Androgen receptor transactivation

· Considerable anti-androgenicity in extracts from Apalachicola. (What does this mean?)
· On page 19, the authors describe that the “calculated values from the various dilutions, when possible, were averaged. 
· Questions were raised by group members. 
· What does “when possible” mean?
· Question (in response to above question): Is it correct that the calculated values from all dilutions are averaged, except those that are below the detection limit (or below the quantification limit)? 
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· In the 1st paragraph, why is it assumed that the concentration factors between the integrative samplers and the grab samples are similar? 
· In the 2nd paragraph, given the amount of interference, how can we determine that one sampling method is advantageous over the other?

Discussion
· Reason for interference in the transactivation assay.
· “Humic acids could…interfere…at higher concentrations tested for the water grab samples.”
· Samples tested were about 10X more dilute. (Is this a reason for interference or less interference than binding assay?)
· Higher androgenicity in the grab field collection method type.
· Is this due to field blank contamination from the grab field collection method type? There was no discussion of the 10.8ng/L detection in the field blank.
· Pros/cons for using POCIS/SPMD v. Grab
· “Hard to estimate advantage of using POCIS and SPMD compared to grab samples since concentration factors are unknown.”
· POCIS and SPMD seemed to include interference materials at the highest concentration tested, but removed quickly with increased dilutions of the extract.
· Conclusion on biological effects 
· “Acute toxicity is not expected from the concentrations found; however chronic exposure could be an issue for some fish species.”
Conclusion
· Future studies
· Sediments “should be targeted.”
· Most estrogenic/androgenic compounds are hydrophobic
· “This work could be compared to measurements of vitellogen…at various locations”

