Labeling with AminoAllyl dUTP

RT Reaction

For    10-25 ug RNA                                  

Oligo dT  (2 ug/ul)           2ul
                                          

Total RNA (1-25ug)
      15. ul
       

Total                             17 ul                

Incubate RNA and primers at 70( C for 5 min. Cool to 42 ( C.

cDNA synthesis: Using 5-(3-Aminoallyl)-2’-deoxyuridine 5’-triphosphate (SIGMA A-0410)

50X aa dUTP/dNTPs: 

In the Sigma aa dUTP bottle (SIGMA A-0410 containing 1 mg aa dUTP) add: 50 ul each of dATP (100 mM), dGTP (100mM), and dCTP (100mM); 20 ul of DEPC water and 30 ul of dTTP (100mM). Aliquot in 50 ul and freeze.

	Component
	ul

	5X buffer
	6

	50X aa dUTP/dNTPs
	1

	DTT (0.1 M)
	3

	SSII RT

RNasin (inhibitor) 
	2

1 ul

	Total
	13



Incubate at 42 ( C for 2 hours.
Hydrolysis

Add:
0 .5M EDTA



10 ul



1N NaOH



10 ul


Incubate at 65(C for 30 min

Neutralize: 1M Hepes
           
10 ul

Cleanup (with Qiagen’s MiniElute PCR Purification Kit)

Combine 300 ul of Buffer PB with 60 ul neutralized sample.  

Load the sample into MiniElute column.

Spin at 13K for 1 minutes. Reload the flow-through and spin.

Discard the flow-through. Wash twice with 500ul Buffer PE

Elute with 10 ul pHed H2O (1.5 ml H2O plus 5 ul I M NaHCO3, pH 9.3).

Incubate 1 min and spin at 13K for 1 min.

Repeat the elution one more times.

Coupling

Adjust the volume to 20 ul

Add 2ul of 1M NaBicarbonate Buffer pH 9.3 into elute.

Add 4 ul NHS-Cye dye resuspended in DMSO

Vortex and spin down briefly

Incubate at RT for 1 hour in dark.

Resuspend one vial of Dye Cy3 or Cy5 in 50 ul DMSO and immediately aliquot 4 ul in individual snap cap tubes and freeze. Store tubes at –20 in a sealed plastic box.

Quenching and Cleanup


Add 9 ul 4M hydroxylamine.


Incubate at RT for 30 min in dark.


Combine Cy3 and Cy5 reactions.

       Add 5 ul Cot1 DNA (10 mg/ml)

       Add 500ul TE into a Centricon-30 column and add the labeled probes.

       Centrifuge 13.000 rpm for 6 min

       Discard flow through and repeat the wash twice with 500 ul TE.

       Concentrate to less 37 ul.  Adjust to 37 ul if necessary.  

       Transfer to a new PCR tube and add 2ul PolyA (8 mg/ml)

Incubate at 100( C for 2 min. 

Allow cooling down at room temperature 

Add 2 ul Denhardt

Add 8 ul 20X SSC

Add 1 ul SDS 10%

Mix and apply the probe to the cover slip and apply the arrayed slide to the cover slip.

Hybridize in a humidified chamber at 65 (C for 16-24 hours.

Washes
Place slide in Wash #1 until coverslip falls off (with gentle agitation).

Wash #1: 2 minutes at R/T in 0.1% SDS + 2 X SSC

Wash #2: 2 minutes at R/T in 0.5 X SSC

Wash #3: 2 minutes at R/T in 0.5 X SSC

Wash #4: 2 minutes at R/T in 0.06 X SSC

Spin immediately (1500 rpm for 2 minutes at R/T)
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