Colony Up-Lift Protocol 

(With Nick Translation and Linker Kinase Reaction Directions)

For Plates

A) Place nitrocellulose filter on plate and mark plates and filters with unique key pattern

B) Denature for 30 to 60 seconds

Denaturing Solution (500 ml)

1.5 M NaCl
44 g

0.1 M NaOH
2 g

C) Neutralize for 5 minutes

Neutralization Solution (500 ml)

1.5 M NaCl
44 g

0.2 M Tris pH7.5
100 ml

D) Rinse

Rinse Solution (500 ml)

2xSSC

50 ml

E) UV Crosslink

F) Dry filters on Whatman paper and store in aluminum foil

Linker Kinase Reaction

1.5 (l oligo

3 (l 10x Nucleotide Kinase Buffer (NEB)

7 (l 32P (ATP

1.5 (l Polynucleotide Kinase

17 (l ddH2O

Incubate at 37( for 45 minutes

Heat inactivate 70( for 10 minutes

Run probe over G-25 column

Invert column and tap to resuspend.  Remove top cap and then remove bottom tip.  Centrifuge 2 minutes @ 2700 rpm.  Discard collection tube, add sample to center of column.  Centrifuge 4 minutes @ 2700 rpm.  Discard column.

Store at -20(
Nick Translation Reaction

1. Make 1:10,000 dilution of DNase in 1:10 steps in 100 mM Tris (pH 7-8)  Keep on ice

2. Set up the following reaction

10 (l 5x dATP buffer

1 (l gel-isolated fragment

3 (l  32P (dATP (add right before enzymes)

36 (l ddH2O

+ 0.5 (l 1:10,000 DNase

+ 0.5 (l DNA Polymerase I

Incubate at 15( for one hour

Bring volume up to 100 (l with ddH2O

Phenol/Chloroform extract

Apply to spin column and spin 5 minutes at 40 in the clinical

Store at -20(
5x dATP buffer
100 (l

0.5M Tris pH7.5
50 (l (1M)

0.1 M MgSO4

10 (l (1M)

1mM DTT

10 (l (10mM)



500 (g/ml BSA
5 (l (10 mg/ml)

ddH2O


95 (l

dCTP


10 (l

dGTP


10 (l

dTTP


10 (l

10 mM DTT

1.5 mg in1 ml 0.01M Sodium Acetate pH 5.2

filter sterilize

Hybridization of Probe to Filters

1. Presoak

6x SSC (20x)


90 ml

1x Denharts (50x)


6 ml

ddH2O



204 ml

Incubate filters at 65( for 15 minutes (save presoak for use later)

2. Hybridize

0.5% SDS (10%)


0.5 ml

12.5 (g/ml CT DNA (10 (g/ml)
0.25 ml

ddH2O



6 ml

ADD PROBE


Kinased oligo: 10 (l


Nick translated probe: 15 (l

Boil 10 minutes

In a small round dish, add


20xSSC

3 ml


50x Denhardt’s
400 (l


Pour boiled probe into dish.  Submerge each filter individually and do not put more than 5 filters per dish.  Cover with saran wrap and incubate at 65( overnight.

3. Washes

A) wash filters with presoak for 30 minutes at 65( (transfer filters into yesterday’s container and discard probe in 32P liquid waste

B) wash 4x 30 minutes in 3 mM Tris (pH 7), discard in sink

4. Expose

Arrange blots on old developed film and cover in saran wrap.  Put reference marker on film.  In dark room, put film on and store in -80( overnight.  Develop the next day.

