Interpretation of the results of the sandwich hybridization assay must take into consideration the following points.  Sample volumes used in this study were very low.  Typically, one would use sample volumes that would range from 100’s of millitres (direct filtration) to litres (sieved) when testing for low numbers of target cells such as Alexandrium.  An additional consideration is the generation of a standard curve from which cell densities are estimated.  To generate this curve, the participant required concentrated samples of the cultures used at the workshop.  Generally these curves are derived from rapidly growing cultures.  If the physiological state of cells in natural samples varies from that standard, then estimates of cell density may differ from what would be expected using some whole cell-base method.
In experiment 4 the results for target density of 500 cells per litre was in good agreement with most of the traditional microscopy methods as well as the Utermöhl method.  At concentrations of 5000 cells, 25000, and 100,000 cells per litre the SHA system underestimated the cell target concentration.  A possible explanation for this result is at these cell concentrations the standard curve used to interpret the signal is leaving the linear section of the standard curve used to estimate cell density.  The best quantification in the SHA system occurs in the most linear part of the standard curve.  In experiment 1 the target concentration of 100 cells per litre was below the level of detection for the SHA system.  At 500 cells per litre in experiment 1 the SHA system under estimates the cell density even though the signal is occurring in the linear part of the standard curve.  However, the traditional microscopy methods also underestimate the concentration and may reflect that the sample contained fewer cells than predicted.  At the 1000 cell per litre concentration the SHA system grossly overestimates the concentration of cells.  Since we were unable to re-run this sample no explanation can be offered for this result.  For 10000 cells per litre in experiment 1 The SHA agrees with the results of the traditional microscopy methods.  In experiment 2 the method showed a good ability to discriminate between the two Alexandrium species but in all cases underestimates the target concentration of Alexandrium fundyense.  This result was also reflected in the traditional microscopy methods.  In experiment 3 the method showed a very large variability between replicates for samples.  This variability may be caused by naturally occurring, sample to sample variations in target cell concentrations that are in turn reflected in results of the SHA.  Overall, the SHA system worked well within its design limits.  These design limits cover a wide range of conditions and concentrations of the target cell concentrations.  Samples containing cell densities out of the design limits of the SHA system can be easily brought into the optimal detection range by simple adjustments to sample volume or lysate volume.  The SHA system can provide a simple, high throughput screening method for the detection of HAB species for a relatively modest cost in time and money.  An additional advantage of this method is that it can be easily incorporated into instruments for deployment in subsurface waters off shore. This capability has already been tested and has provided near real-time results of target species. The cost of the instruments (robotic processor and plate reader) needed to perform the SHA are moderate relative to research grade epiflourescence  microscope.
