 FISH Probe Labelling using Bioprime Labeling Kit

1. Dissolve ~100 ng DNA in 19( of TE buffer.


- 40 ng in 7.2ul in TE

2. On ice, add 20( 2.5X Random Primers Solution.


- 8ul random primers

3. Denature by heating for 5 mins. Using a heat block set at 100C.


- use PCR block for small volumes

4. Immediately cool on ice.

5. Add 5( of homemade dNTP Mixture (See below).


- 2ul dNTP

6. Add 5( of Cy3-dCTP or FITC-dUTP or Cy5-dCTP.

- 2ul fluorescent analog
7. Add 2( of Klenow fragment.


- 0.8ul Klenow

8. Incubate at 37C O/N.


- use PCR block for small volumes

9. Add 5( of Stop Buffer.


- 2ul stop buffer

10. Purify probe using a G50 Sephadex Column.


- add 30ul of TE before spinning

11. Add 10( of yeast tRNA (20 mg/mL stock).

12. Add 3M Na-Acetate to a final conc. of 0.3M.

13. Add 2.5 volumes of 100% EtOH.

14. Spin down, 20’ at 40C.

15. Resuspend pellet in 360( of ddH2O and add 40( of 3M Na-Acetate, add 1 mL of 100% EtOH.


- 144ul H20, 16ul Na-Ac, R/S and mix well


- 400ul EtOH

16. Store all labeled probes at -200C. Good indefinitely in EtOH. 

Precipitated probes (see below) only good for about a month.

          Cy3-dCTP or Cy5-dCTP 

           Homemade dNTP Mix                        FITC-dUTP Homemade dNTP Mix
2mM dATP
2mM dATP


2mM dGTP
2mM dGTP


2mM dTTP
1mM dTTP

1mM dCTP
2mM dCTP

Cy3 dCTP
GE
25nmol
PA53021

Cy5-dCTP
GE
25nmol
PA55021

FITC-dUTP
Roche
25nmol
11373242910

FISH PROBE PRECIPITATION (DNA Probes)

1. Aliquot 100( of each probe in Ethanol. (50ul of each)

2. Add 300 (g of tRNA (15 (L of 20 mg/mL stock).


3. Add 15 (g of mouse COT-1 DNA (15 (L of 1 mg/mL)

Heat at 95C for 5 mins, then place on ice for 2 mins prior to use

4. Add 150 (g of sheared boiled Salmon Sperm DNA (15 (L of 10 mg/mL).


Heat at 95C for 5 mins, then place on ice for 2 mins prior to use

5. Add 10( 3M NaAcetate.

6. Add 45 (L of ddH2O. (vortex)

7. Add 250 (L of 100% EtOH. 

8. Spin to precipitate probe mix. (10 minutes at top speed in cold room)

9. Wash precipitated probe with 70% EtOH (add and vortex, spin for a minute or two, aspirate off EtOH using pipettor so that you don’t suck up the pellet).

10. Wash precipitated probe with 100% EtOH.

11. Dry in speed vacuum without heat for 5 min. (alternatively, air dry).  Cannot have even a trace of EtOH in probe.

12. Resuspend in 50( of 100% Formamide. (let sit at RT for 5-10 minutes)

13. Denature at 800C for 10 minutes. (after 5 minutes tap tube gently to help dissolve pellet and then put back on heat block another 5 minutes)

14. Quick cool on ice.

15. Add 50( 2X hyb. solution.

16. Preanneal at 370C for 1-1.5 hours.

18. Use 8-10( of probe per coverslip.  

19. Store remaining probe at –200C.  (Do not preanneal before use.)

2X Hybridization Mix

1 Part Sigma ddH2O

1 Part 20X SSC


1 Parts 10mg/mL BSA (NEB 100X BSA commonly used for restriction enzyme digests)

2 Parts 50% Dextran Sulfate
