ISB Microarray Hybridization 

(for spotted long oligo (70-mer) or ds DNA slides hybridized with labeled RNA or cDNA samples)

Pretreatment of Slides

Redistribute the DNA on the slides (optional, but seems to help morphology and hyb. – esp. ds DNA slides)

1. Use a heat block,with a large flat surface, heated to 100(C (a little less is ok).

2. Steam the DNA side lightly over boiling dH2O, making sure that no large droplets are deposited on the slide.  Immediately place the slides on the heat block and snap dry.  Repeat this one more time, letting the slides sit on the heat for about a minute after the second steaming.

Prehybridization and Blocking:

1. Place the cooled slide into a 50ml tube filled with (RT) 3XSSC, 0.1% SDS + 0.1mg/ml sonicated salmon DNA.  Heat the prehyb in a warm water bath if there are crystals.  This solution can be reused, but periodically change the solution.  Two slides can be put in back to back.   

2. Agitate gently for 30 minutes at room temperature, making sure solution covers slides.

3. Dip the slides in dH2O several times and blow dry with air.  Store away from dust until ready to use.  

Labeled Sample Preparation and Hybridization   Note: Volume depends on array area and coverslip size!  If you are using a half slide as one hybridization, use 20ul instead of 40ul.

1. After analyzing your labeled sample on the spec, combine the samples to be hybridized together on one slide (labeled with different dyes) in one tube.
2. Speed-vac the samples down to 1-2 ul (if dry, add 1 ul DEPC-treated dH2O).

3. Add 40 ul of hybridization buffer to each tube with your samples (We make in larger batches and freeze aliquots).

1X Hybridization Buffer
Human 1X Hybridization Buffer




36.4 ul DIG Easy Hyb

36.4 ul DIG Easy Hyb




1.8 ul SS DNA (10 mg/ml)
1.8 ul SS DNA (10 mg/ml)





1.8 ul tRNA (10 mg/ml)
1.8 ul tRNA (10 mg/ml)







Dry down 4 ug of human cot-1 DNA and resuspend in the above.

4. Mix the sample and denature at 90(C for 1 minute, then put on ice for at least 1 minute.  Remove it from ice, spin down and place covered from light at RT or warmer until put on slide.  Make sure to spin if any condensation formed in tube.

5. Pipet all of your sample onto the spotted side of your pretreated slide and lay coverslip down, minimizing any bubbles.  

6. Place the slide in a Corning cassette with 10ul dH2O in each well of the cassette and close.  Incubate at 42(C overnight if using ds DNA slides (37(C overnight if using long oligo slides) – about 15 hours.  

Washing – Heat 1X SSC, 0.1% SDS to 55(C.  Heat 0.5X SSC to 55(C before you begin.

All washes, except for last dips, done in a 50ml conical tube filled with wash solution.  

1. Remove coverslip and wash:  in 1 X SSC, 0.1% SDS heated to 55(C.  Place slide in tube and shake gently upright until coverslip is loosened (maybe a minute).  Using forceps, lift slide up slightly and allow coverslip to fall away by tilting the tube.  Pull coverslip out of the wash tube.  Wash 5minutes after coverslip is removed, making sure that the slide is covered by liquid at all times.  

2. Dump wash #1, holding the slide in the tube with the cap.  Fill tube with 0.1 X SSC, 0.1% SDS, at room temperature.  Wash 5 minutes shaking on side.

3. Dump wash #2, holding slide in the tube.  Fill tube with 0.5 X SSC at 55(C.  Don’t shake, but wait 5 minutes, inverting the tubes gently 3-5 times over the 5 minutes.

4.  Dump wash #3 and fill tube with 0.1X SSC at room temperature.  Invert gently and let slides sit in solution for about 2 minutes.     

5. Pull slide out and dip several times in separate container filled with 0.1XSSC.  Make sure you can’t see any residual SDS on the slide.  Dry with air and store in the dark.     

(AG, 070301, 72501, 82001 100301, 011402, 051502)
