Glass Slide Microarray Protocol using labeled amplified cRNA probes prepared from mRNA

mRNA purification with Dynabeads Oligo (dT)25 (DYNAL®) 

1. Dispense 100l of Dynabeads Oligo (dT)25 suspension into a 1.5ml centrifuge tube and place the tube on a magnet (eg. Magnetic Particle Concentrator, Dynal MPC®). Pipett off the supernatant and wash the beads 3 times with 200l Binding Buffer. Remove the tube from the magnet and resuspend the beads in 50l of Binding Buffer.

2. 50g of total RNA are adjusted to a volume of 50l with RNase free water, heated 5 minutes at 65°C and quick chilled on ice.

3. RNA are mixed with the dynabeads Oligo (dT)25 and incubated on a rotator for 5 minutes at room temperature.

4. Using the magnet, the supernatant is discarded and the beads are washed twice with 200l of Washing Buffer B.
5. Optional: if mRNA prepared for downstream enzymatic applications (eg. cDNA synthesis) ( one extra wash with the enzymatic buffer to be used.
6. The beads are resuspended in 10mM Tris-HCl, heated 4 minutes at 65°C and immediately placed on the magnet. Isolated mRNA are transferred to a new tube and directly used  or stored at -70°C. 

Buffers used:


Binding Buffer:
20mM Tris-HCl (pH 7.5)





1.0M LiCl





2mM EDTA


Washing Buffer B:
10mM Tris-HCl (pH 7.5)





0.15M LiCl





1mM EDTA

Preparation & Purification of Labelled cRNA

(using Agilent Fluorescent Linear Amplification kit: G2554A) 

see protocol in PDF file

Modification: 2hours of transcription instead of 1. 

Hybridisation of Glass Slide Microarrays

Hybridisation:

1. Add 3 µl of purified Cy3- and Cy5-labelled cRNA mix (1g of each) to 37 l of DIG easy Hyb solution (Roche)

2. Mix and pulse to collect contents at the bottom of the tube.

3. Carefully add the mixture to the middle of the printed part of the microarray slide.

4. Place a 22x50 mm cover-slip over the mixture.  Bubbles should resolve themselves.

5. Place a 22x50 mm cover-slip over the mixture.

6. Incubate overnight @ 42°C.

Washing:

7. Wash slides in 1X SSC, 0.03% SDS for 5 min at room temperature with agitation.

8. Wash slides in 0.2X SSC for 8 min at room temperature with agitation.

9. Wash slides in 0.05X SSC, 0.2% SDS for 5 min at room temperature with agitation.

10. Rinse slide with 2X SSC.

11. Place slide in a 50 ml Falcon tube.  Centrifuge for 5 min at 1500 rpm to dry.

12. Scan slide.
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