Schema for Microarray Hybridization

Tissue or Cell culture Sample

Freshly isolated or stored at -70

Extract total RNA
Amplify RNA by eberwine
T7 polymerase if <4 ug of

total RNA

Reverse Transcriptase Labeling: Create complimentary cDNA “target” to
each mRNA in your isolated sample. Synthesis is primed by oligo dT and
o33P dCTP is substituted for dCTP so that the “target” is radioactive.
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Hybridize (Overnight 18 hours) with microarray containing thousands of “probes
attached to nylon matrix according to pre-set order.
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Drain probe and wash in Increasingly Stringent Conditions by altering the SSC and SDS
concentrations.

A 4

Expose on Molecular Dynamics or Packard
phosphorimager Screen for at least 24 hours. Average
exposure time is 2-3 days but depends on quantity
and quality of RNA used.
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Analyze image (.gel) with Imagene to quantitate visual
data. Match quantitative gene expression number with
location in array matrix and gene specific information
such as Accession and Umigene numbers.

A 4

Investigator provided with Excel Spread
sheet of expression values for each gene on
the array. Multiple arrays will be presented in
adjacent columns for your analysis.
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Simple Pairwise Comparisons Higher Level Statistical Analysis




