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Prehybe
1. Rinse/wet the membrane in ddH2O
2. Use a minimum of 33 (l of QuikHyb (Stratagene) per cm2 of blot.  For roller bottles use a minimum of 10 ml.  

For example:

For 15 x 15 cm membrane.  225 cm2 x 33(l = 7425 (l or 7.425 ml.

For 20 x 15 cm membrane.  300 cm2 x 33(l = 9900 (l of 9.9 ml.  

Use 12 ml because worked well previously.  

3. Incubate at 68(C >30min.   Time:  ______________
Hybe
Want 2.5 x 106 total counts/ 2ml hybe solution.  SPA 108 cpm/(g
For example, for 12ml: 2.5 x 106 *6 = 1.5 x 107 total counts.

1. Add ​​​​____(l labeled probe to 100(l of 10 mg/ml salmon sperm DNA.  

2. Denature at 100(C for 5 minute

3. Place on ice.

4. Add probe/ssDNA to 1 ml prehybe solution.  Add mix to roller bottle.  (Not directly onto membrane).

5. Incubate 68(C >1H.  Time:  ______________
Wash
Make 
2XSSC:0.1%SDS (30ml:  3ml 20XSSC & 150(l 20% SDS)

0.1XSSC: 0.1% SDS. (400ml: 2ml 20XSSC & 2ml 20%SDS).  

Prewarm 0.1XSSC: 0.1% SDS wash buffer.  

1. 30ml 2XSSC:0.1%SDS shake & pour off into radioactive waste. 
2. 60(C for 30 min 0.1XSSC: 0.1% SDS shaking. 
3. 60(C for 30 min 0.1XSSC: 0.1% SDS shaking.
Place membrane in seal-a-meal bag. Expose to film at -80(C or phosphorimaging screen o/n.

Strip Membrane
1. Heat 0.1XSSC:0.1% SDS was solution to boiling.

2. In a glass dish, pour boiling wash buffer over membrane & wash 2X for 15 min.

3. Verify stripping before next hybridization.

4. Store membrane in seal-a-meal bag at 4(C.  
