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Material and Equipment
1 Equipment;
Fixogum: Marabu Fixo gum, 290117000
Hybridization chamber: Corninga , 2551
Staining box: Neolab, E-1701 E-1702

2 Chemicals:

Dig Easy: Roche, 1 796 895

Ficolla 400: Sigma, 26873-85-8
Polyvinylpyrrolidon: Roth, 4606.1
BSA Fraktion V: PAA, K41-401-100
Cot1-DNA: Gibco BRL, 15279-011

3 Solutions:

50X Denhardt’s:
-Ficoll 400: - 1% (wiv)
-Polyvinylpyrrolidon: -1% (w/v)
-BSA Fraktion V: 1% (wiv)

steril filtration before storage at —20°C
2x Hybridization Buffer:
-2,5xDIG-EASY: :2xDIG-Easy
-100xDenhardt’s: -10xDenhardts
-cot1-DNA 20ng/ul:  -2ng/pul
Storage at —20°C

2,5x DIG EASY: add 25,6mL H,0 to original DigEasy bottle, solve and storage at —20°C

20% SDS (w/v): Heat 200g SDS in 900mL MQ-H,O to 68°C and solve; check pH7.2 with HCI
and fill to 2000ml; do not autoclave; store at RT;

20xSSC: 175,3g NaCl and 88,2g Na-Citrat in 1000ml MQ-H,0; pH7.0; autoclave, store at RT
Washing Buffer 1: 1X SSC, 0,1%SDS, store at RT
Washing Buffer 2: 0.1X SSC, 0,1%SDS, store at RT
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Aim
Quality

control of spotted/ processed DNA microarrays

Material

DNA microarrays to be quality controlled
0,2xSSC/0,1%SDS
0.2x SSC-buffer

cy3 - or cy5 - labelled oligonucleotides

Procedure

1.

Prepare a 7.5 UM working solution of suitable cy-labelled oligonucleotides in 0,2xSSC (pH
7,0)/ 0,1%SDS in an appropriate volume for analysing the anticipated number of slides.

Pipet the cy-labelled oligonucleotides on the microarrays — avoid bubbles

Apply the cover slip carefully — avoiding bubbles

4. Transfer the slide carefully to the hybridisation chamber (Scienion AG, Berlin, Germany),
add 20 ul 0,2xSSC/0,1%SDS to the reservoirs and close the chamber.

5. Hybridise at room temperature, protected from light for at least three hours, preferentially
for 16 hours.

6. Place the microarray covered with the cover slip in the wash beaker filled with — the cover
slip facing the ground - Let it slide off the microarray 0,2xSSC/0,1%SDS passively during
the first washing step. Do not mechanically try to force the removal of the cover slip.

7. Wash 2x 20 min./in 0,2xSSC/0,1%SDS / at room temperature.

Wash for 1 min. in 0.2x SSC-buffer / at room temperature.
Dry with oil-free pressured air and scan microarray (protect from light!!) or dry the slide by
centrifugation in a Falcon tube (130 rpm 5 min).
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