MATERIALS:

EDC: N-Ethyl-N'-(3-dimethylaminopropyl)carbodiimide; Sigma 39391

NHS: N-Hydroxysulfosuccinimide Sodium salt, Sigma 56485

0.1M NaPO4 coupling buffer (CB)

NH2 terminated b globin oligo (lot # I0092905)

Poly T terminated b globin oligo (lot # I0091123)

Cy5 labeled anti-b globin oligo (lot # D0042604)

Biodyne Plus membrane (lot # 256940) 

Biodyne C membrane (lot # 341040)

EDC/NHS Activation: 

 two pieces of Biodyne C membrane in covered glass petri dishes 

Wash 2x 3 min with 10 ml 0.1M NaPO4 (coupling buffer, CB), pH 7.3.

Add 1.5g EDC and 0.25g sulfo NHS to 50ml CB.

Cover slide in petri dish with EDC solution.  Incubate for 3h.

Wash slide 2x 2 min with Coupling Buffer.

Wash slide 2x 2 min with 1M NaCL.

Wash slide 2x 2 min with water.

Air dry.

Store in vacuum until use (preferably, use immediately after activation and drying).   

Reverse Dot Blot Test: 

Samples: 

Biodyne Plus membrane,  (2) Activated Biodyne C membrane, Unactivated Biodyne C membrane

All oligo dilutions to be made in 50mM PO4, pH 7 (NOT TE BUFFER)

1.  Amino terminated oligo: 

Prepare dilution of NH2 b-globin oligo and Poly T tailed b globin oligo in PO4 buffer. Use 30ng/ul to 10pg/ul, 0.25ul per spot: 

30ng, 10ng, 3ng, 1ng, 300pg, 100pg, 30pg, 10pg per ul (1/4 of this amount will be present in the spot).  

Apply two spots to each slide at each conc, 25ul per slide.  Air dry.

2.  EDC activated NH2 Oligo: 

Prepare a duplicate dilution series of NH2 terminated oligo in 1% EDC/ 0.1M NaPO4 immediately before use.

Spot (2) cards of Biodyne C with NH2-DNA with 1% EDC in 0.1M NaPO4,  0.25ul per spot.  Place in humidified glass petri dish O/N. Wrap with parafilm to keep humidity at 100%.

Add rows of NH2-DNA and Poly T tailed DNA spots (diluted in PO4) to each sample.  

2.  Spot all oligos (without EDC) to all samples. 

3.   Air dry

4.  Fix Bio Plus, (1) act Bio C and unactivated Bio C by baking 30min 80deg C and UV exposure (120mj).  Do not fix 1 piece of activated Biodyne C.

PRE-HYBRIDIZATION AND WASHES

6.1  Pre-wet membranes in 2x SSC.  Incubate membranes in 0.15 ml/cm2 of pre-hybridization buffer in either hybridization bottles, bags, or trays for 1h @ 45°C.  
HYBRIDIZATION 

6.2  Replace pre-hybridization buffer with hybridization buffer.   Incubate membranes in 0.1 ml/cm2 of pre-hybridization buffer containing 100 ng/ml of single-stranded, labeled PCR product O/N @ 45°C.

POST HYBRIDIZATION WASH PROCEDURE

6.4  Wash membranes 2 x 15 minutes in 0.5 ml/cm2 stringency wash 1 @ room temperature, with agitation on an orbital shaker or in the hybridization oven.

6.5 Wash membranes 2 x 15 minutes in 0.5 ml/cm2 stringency wash 2 @ 45°C, with agitation on an orbital shaker or in the hybridization oven.

Scan membranes in Molecular Dynamics Storm, red excitation.

