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Meeting Summary
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Valerie (Jody) Harwood, USF

David Helwig, DCHD

Justin Levine, COJ EQD

Dana Morton, COJ EQD

Ron Nelson, JEA

Troy Scott, Source Molecular

Amy Tracy, FDEP

Cheryl Wapnick, PBS&J

Eric Wilson, PBS&J

Marcy Policastro, Wildwood Consulting

Action Items
1. Amy Tracy will post the PowerPoint presentations from this meeting to the FDEP ftp site: ftp://ftp.dep.state.fl.us/pub/water/BMAP/LowerStJohns/Walk_The_Wbids/   
2. Cheryl Wapnick will distribute the sampling implementation plan to the TAT members for the February 5, 2009 sampling event.
3. Troy Scott will provide Jody Harwood with the protocol used by Source Molecular to clean environmental samples to help prevent potential inhibition.
4. Troy Scott will provide Cheryl Wapnick and Jody Harwood with a list of samples that have had to be cleaned up to help prevent inhibition.  This will be used by Cheryl Wapnick, in conjunction with similar data from USF, to determine if there is a pattern to the inhibition results and what may be causing the problem.
5. Amy Tracy will organize a teleconference to discuss the tracking of TAT data and to determine which data should be entered into STORET.
6. Troy Scott will provide PBS&J with marker data from previous studies in the Big Fishweir basin.
7. Cheryl Wapnick will request the repair history for the JEA lift station near Quan Dr.  Ms. Wapnick will also request that JEA verify whether the alarm for this lift station is at a higher elevation than the associated downstream manhole that has had a history of SSOs.
8. Cheryl Wapnick will consider whether the OSTDS located in close proximity to Quan Dr. is accounting for the extremely high levels of fecal coliforms identified in the January sampling event.
9. Cheryl Wapnick will continue to follow up with TAT representatives regarding requests from the Walk the WBIDs effort.

10. Cheryl Wapnick will talk with Ron Nelson to determine whether JEA knows of chronic problems with grinder pumps throughout the Big Fishweir basin.
11. Betsy Deuerling will talk with Nam Huynh regarding the status of the enforcement case against the Preserve at St. Nicholas apartments in the Miller Creek WBID.
12. Cheryl Wapnick will ask JEA and the COJ PWD if they know the reason for the cave-in observed on Camden Road in the Miller Creek WBID on January 7, 2009.
Welcome and Introductions

Cheryl Wapnick welcomed the Tributary Assessment Team (TAT) and thanked the participants for their efforts thus far.  The participants introduced themselves and the entity they represent.  Ms. Wapnick introduced Dr. Valerie (Jody) Harwood, University of South Florida, and Dr. Troy Scott, Source Molecular, as the Principal Investigators representing the two non-TAT laboratories participating in this project.    
Sampling Program Update

Ms. Wapnick explained that the purpose of the interim report is to provide the group with a sampling program update describing the results from both the PBS&J/USF fixed sampling stations and the TAT flexible sampling stations.  These meetings will be held after every two months of sampling to review results and discuss how the sampling and analysis process will continue.  The PowerPoint presentation describing the first two months of sampling results has been provided to the TAT on the FDEP ftp site ftp://ftp.dep.state.fl.us/pub/water/BMAP/LowerStJohns/Walk_The_Wbids/.

USF Analysis
Dr. Harwood provided a brief presentation describing the use of indicator bacteria, ruminant- and horse- specific Bacteroides markers using presence/absence PCR, and the quantitative PCR (qPCR) assay for the Human Polyomavirus (HPyV) as tools for fecal coliform source identification in this project.  Dr. Harwood addressed inhibition as a potential obstacle for detecting HPyV in environmental samples.  She explained that in environmental samples, humic acids, metals, and other constituents can inhibit enzyme activity.  It was noted that hydrogen sulfide, however, is typically not a cause of inhibition due to it being volatile in the environment.  As the water is concentrated for the analysis, the inhibitors are concentrated as well.  Inhibition is currently tested for qualitatively in the USF laboratory by spiking the environmental samples with the target, following the original sample analysis, to determine whether amplification occurs.  Inhibition is revealed if amplification does not occur.  Dr. Harwood explained that samples can be “cleaned up” to help prevent inhibition by further processing such as ethanol precipitation, or by diluting the target DNA; however, the dilution strategy leads to a decrease in the sensitivity of the assay.  A quantitative inhibition control is currently being investigated in the USF laboratory.  

Mr. Nelson asked whether ultraviolet (UV) light, used for treatment at approximately 80% of the JEA WWTPs in Jacksonville, affects the ability to use HPyV to detect human contamination in environmental samples.  Although UV was not investigated by the USF to determine whether WWTP effluent contains the HPyV marker, it was noted that UV is used as a very effective tool to sanitize laboratory equipment by the USF as well as Source Molecular.  Neither Dr. Harwood nor Dr. Scott anticipated that this would be an issue.  

Source Molecular Analysis 
Dr. Scott described the quantitative nature of the human Bacteroides and the Enteroccous faecium esp gene PCR assays analyzed by Source Molecular for this project.  He explained that for the human Bacteroides marker, for example, Source Molecular identifies the ratio of the targeted human esp gene to the entire population of E. faecium present in an environmental sample (human esp: total E. faecium). A 3% ratio indicates raw sewage.  If there is an influx of bacteria from a source other than raw sewage influent, the ratio will decrease.  As an example, if the qPCR result for the esp assay is 0.20%, this indicates that there were 2 esp genes detected for every 1000 total E. faecium detected in the sample.  
Dr. Scott explained that given that E. faecium that carry the esp gene have a tendency to die-off more easily than other E. faecium, it is less likely to persist in septic tank effluent or in contributions from homeless populations. As a result, high quantities of human Bacteroides compared to low quantities or the absence of esp likely suggests the presence of one of these source types.  In addition, because human Baceteroides does not persist in the environment for very long, if it is consistently detected at a site over time, this is suggestive of a chronic problem with the same source type over time.
Dr. Scott also mentioned that cross-reactivity of the human Bacteroides marker with the waste of animals does not appear to be an issue in his laboratory.  This may be because Source Molecular uses its own primers and probe.  Dr. Scott and Dr. Harwood explained that cross-reactivity is even less likely using qPCR because the qPCR utilizes 2 primers, in addition to a probe, for specificity.  In contrast, in presence/absence PCR, only 2 primers are used for specificity.  Dr. Scott also volunteered to provide USF with the method used by Source Molecular to clean up samples to help prevent inhibition.  
Where Do We Go from Here?
Ms. Wapnick’s meeting presentation included suggested sampling locations for the February and March sampling events as well as requested follow-up actions for TAT representatives.   The meeting concluded with the opportunity for participants to review the project maps independently and contribute ideas regarding potential sources of fecal contamination.  One copy of the project maps was provided to the COJ EQD.
Suggestions received from meeting participants, in addition to those outlined in the presentation, included: 

1. Stop analyzing water samples for markers at, and downstream of the private lift station, at the Preserve at St. Nicholas apartment complex in Miller Creek since the source is already known.  

2. Markers should be continued at the upstream locations (TML4 and TML5) before the creek enters this apartment complex.  Justin Levine indicated that there are a handful of houses in the upstream area between Welford Road and Arletha Road that have prior OSTDS repair permits.  There are several pit bulls chained up outside in this area as well.   

3. Add the outfall of Colonial Manor Lake to the northern branch of Miramar Creek as a TAT sampling site.

4. Make site BF2 a low priority for using markers since there is a large volume of water at this location and they have not been detected in the December or January samples.  This may suggest that the contamination at this site is originating from an upstream source.
5. Add markers at site MC2 to gain a better understanding of the potential source type (e.g., sewer, OSTDS, homeless).

6. Discontinue using markers at site CB1 due to a large water volume at this site.

These suggestions will be reviewed and incorporated as appropriate into the next two sampling events.

Additional Notable Points and Topics for Discussion
1. Amy Tracy reported that the requested WBID boundary changes have not yet been submitted and that FDEP is waiting on additional information from the COJ EQD.
2. COJ EQD reported that sewage residue was observed around the manhole downstream of the private lift station within the Preserve at St. Nicholas apartment complex in the Miller Creek basin.  It appears that there are periodic small overflows at this site.  There is currently an ongoing enforcement case regarding this facility.  
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