November 16, 2007

RE: update on Micro-fluidic Block progress

John & Tony,

Several developments to update you on.  First, thanks for the reagents.  They arrived no problem and are now being stored; we have not used them yet.  We have spent 2-3 weeks trying to get PCR to simply occur, and are finally having success.  It seems to be some mysterious combination of cleaning and reagent handling…

On every run, we create a slug and collect it for running on the ABI7700, as well as run a slug on the MFB heater.  We’ve been using TAM (channel 2) and an identical IPC to LLNL’s.

We are coming to the conclusion that something may be wrong with the optics, since we know we are getting amplification (whether using FAM or TAMARA), but all our ADC plots look like the following (we used TAMARA in channel 2):
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This plot was the result of us creating 3 slugs, collecting the first two for running on the bench; the third was run in the MFB.  Decontamination before the first slug, but not between any subsequent.  Above are results from the third slug amplified in the MFB.

The two slugs collected from the MFB (blue & yellow) and amplified on the bench reacted very similarly to the bench control (green).  Additionally, all samples (amplified on bench or MFB) were run on a gel and we got very strong bands, showing successful [image: image1.wmf]DNA amplification.


We did an endpoint analysis, and all samples showed good final fluorescence:
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We are left wondering if there is some type of tuning we can do to the optics?  In the MFB, the reads at each cycle are for 200ms; we’ve experimented with longer (500ms, 750ms) but that just increases the baseline; signal remains relatively flat through all 45 cycles.  We’ve also done some preliminary dye tests with FAM and TAMARA.  At 200ms ‘shine time’, baseline ADC’s on DI water were ~430 and ~500 respectively.  When we drew in 30uL of ABI FAM and TAMARA standard dye, ADC’s increased to a nominal ~480 and ~530 respectively.  Is this normal?

We were planning on performing a run with LLNL reagents early next week, but were wondering if the module might need some optical tuning before using precious LLNL reagents.  Your thoughts?

B1 -- our (contaminated) neg bench control


B2 -- positive bench control


B3 -- 1st MFB slug build and recover; run on 7700


B4 -- 2nd MFB slug build and recover; run on 7700


B6 -- endpoint of slug run in LLNL module








