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FMBIO 1l image of differentially expressed transcripts.
Total RNA was amplified, and the products electrophoresed and
imaged on the FMBIO |l as described. H=heart, B=brain. PCR amplifi-
cations were performed in duplicate and electrophoresed side-by-side
to assist in the identification of true differentially expressed sequences.
The arrows point out a putative differentially expressed gene.

Fluorescent Differential Display
Differential display, introduced by Liang and Pardee',
has recently become the method of choice for the
identification of differentially expressed genes. Moreover,
fluorescence is gaining favor for differential display
detection because it can eliminate the inconveniences
and safety concerns of radioisotopes, can increase
throughput, and can reduce labeling costs.””

In a fluorescent differential display experiment, the
researcher selects combinations of primer pairs that
will amplify between 50 and 100 mRNAs each.

using a commercially available fluorescence ditferential
display kit and the FMBIO II.

Sample Preparation

A fluorescent differential display kit with rhodamine
primers was chosen for this analysis because rhodamine
is spectrally well-matched for the FMBIOs 532 nm YAG
laser and is therefore an excellent choice for differential
band identification.

Total RNA from mouse heart and brain was used in
separale reverse transcription reactions. Resulting first-
strand ¢cDNAs were PCR amplified in duplicate 20 pl
PCR amplifications using a single downstream primer
and one of various upstream primers.

After amplification, an equal velume of 95% [ormamide,
20 mM EDTA, and approximately 0.025% bromophenol
blue was added to samples. Since bromophenol blue fluo-
resces, just enough was used to lightly color the loading
buffer and allow easy gel loading. Samples were then heat
denatured for 3 minutes at 94°C and rapidly cooled on ice.
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