Slide Processing, Hybridization, Washing and Particle Binding Protocol for use with Genicon Sciences Two Color Microarray Toolkit™:

Note: The instructions below should be used in conjunction with the Two Color Microarray Toolkit Handbook.  It can be found at http://www.geniconsciences.com/root/files/1353.pdf.  

Slide Processing

UV Crosslink slides at 300 mJ (we use the Stratalinker® UV Cross-linker, Model 1800) 

Slide Prehybridization

Preheat Pre-hybridization Solution (from Genicon Sciences 2-Color Microarray Toolkit/Qiagen HiLight Dual Color Kit) to 42C.  Add slides to a slide mailer and pour pre-hybridization solution into slide mailer.  Incubate slides in pre-hybridization solution at 42C for 20 minutes.

Rinse slides in DI H20 and repeat.  Dry slides with a stream of clean, compressed air.

Slide Hybridization

Prepare Hybridization Chamber of your choosing and preheat at 55C-65C.

Prepare Hybridization Solution as Follows:

16 L 20X SSC

0.8 L 10% SDS

1 L Salmon Sperm DNA (10 mg/mL)

70.2 L combined biotin and fluorescein labeled cDNA* and ddH20

-------

88 L

(* For instructions on preparing biotin and fluorescein cDNA, please consult Genicon Sciences Corporation.  For the Galbraith Lab Arabidopsis Oligonucleotide arrays we used 4 g total RNA (Columbia) per label)

Heat to 95C for 5 minutes.  Cool at room temperature and centrifuge briefly.

Add a LifterSlip™ to the slide.   Slowly at 80 L of sample to the edge of the LifterSlip™.  The sample will be “wicked” beneath the LifterSlip™.

Seal Hybridization chamber and incubate at 55C-65C overnight (12-20 hours)

Slide Washing

Prepare wash solutions as instructed in the Two Color Microarray Toolkit Handbook.  Perform washing as follows:

1. Wash the LifterSlip™ off the slide using a squirt bottle filled with Wash Solution 1 warmed to 55C.

2. Wash the slides with Wash Solution 1 at 55C for 10 minutes

3. Repeat step 1.

4. Wash the slides with Wash Solution 2 at room temperature for 10 minutes.

5. Wash the slides with Wash Solution 3 at room temperature for 1 minute

6. Repeat step 4 twice.

Particle Binding

Transfer slides from Wash Solution 3 to RLS Block Solution supplied in the Genicon Sciences 2-Color Microarray Toolkit/Qiagen HiLight Dual Color Kit. Incubate at room temperature for 2 minutes. 

For each slide, prepare particle solution as follows:

30 L HiLight RLS Particle Diluent

30 L HiLight RLS Particles Au

30 L HiLight RLS Particles Ag

-----

90 L

Mix gently.

Remove a slide from block solution and place on a wet surface such as a paper towel soaked with water.  Add particle solution to the slide and cover with a LifterSlip™.  

Cover the slide and wet paper towel to keep it from drying out. Repeat for each slide.  Incubate at room temperature for 1 hour.

After 1 hour, rinse slides with Wash Solution 2 from a squirt bottle.  Add slides to a slide mailer containing Wash Solution 3.  Incubate at room temperature for 1 minute and repeat two more times. 

Wash slides in DI H20 and dry with a stream of clean compressed air.

Dip the slides in Archiving Solution provided in the Genicon Sciences 2-Color Microarray Toolkit/Qiagen HiLight Dual Color Kit.  Allow slides to dry for 30-45 minutes.

Image slides using the GSD-501 HiLight Reader.  

