Microarray Hybridization using Cy3-Labeled Random 9-mers

1. Re-hydrate slide over a 60(C water bath for 10 seconds.

a. Hold slide label-side down over the water vapor.

b. Watch spots carefully to avoid over-hydration (at which point the spots will begin to merge together). 

2. Snap-dry the slide by placing it on a 65(C heating block for 2 seconds.  

a. Place slide label-side up on the heating block. The elements should reappear as white dots. 

b. Allow slide to cool for 1 minute.

3. Repeat steps 3 & 4 a total of five times.

4. UV cross-link the slide by exposing the slides label-side up to 120mJ in a commercial cross-linker machine.  We use a Stratalinker, but other cross-linkers should be fine.

5. Wash the slide in 1% SDS for 5 minutes at RT on a shaker or agitate by hand.

6. THIS STEP FOR cDNA MICROARRAYS ONLY: Denature the probes on the microarray at 95-100oC by immersing the slides in boiling milliQ water for 2 min.

7. Remove SDS by dipping slide into 100% ethanol for 30 seconds with gentle agitation.

8. Spin dry the slide by centrifugation: 

a. Pack bottom of 50 mL plastic disposable centrifuge tube with Kimwipes to a depth of about 20 mm.

b. Using forceps, carefully place the slide into tube with label at the bottom.

c. Centrifuge slide at no more than 1,000 rpm for 2-4 minutes (500 X g). 

d. Repeat spin if any liquid remains on slide.

9. Repeat ethanol wash if any visible streaks remain after the spin dry step.

10. Prepare the hybridization mix by mixing these reagents in the following sequence:

20 X SSC


12.0 μL

Amersham Liquid Block

6.0 μL

2% SDS


4.0 μL

Cy3-labeled random 9mer
20.0 μL (0.05 μg/μL; Qiagen-SP210)

H2O



58.0 μL
Total
      
100 μL

11. Incubate the hybridization mixture at 90oC for 2 min. 

12. Apply the hot hybridization mixture to the microarray slides. Cover with lifterslip, (Erie Scientific company, Portsmouth Rd, NH03801. Cat # 25x60I-2-4789). 

13. Continue hybridization for 1-3 h  at room temperature. 

14. Wash microarrays by immersion in 200 mL of 2 X SCC, 0.1% SDS (20mL,  20 X SSC pH 7.0;  1mL, 20% SDS and 178 mL, ddH20 )  for 5 min with gentle agitation, followed by two washes in 200 mL of 0.5 X SSC (5 mL,  20 X SSC pH 7.0 and 195 mL, ddH20 ) for 5 min each with gentle agitation . All washing steps are done at room temperature. 

15. Scan the slides immediately or store in a light-proof container in a cool dry place until scanning.













