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Paraffin FISH protocol – Day 1 
(Modification from Melinda’s protocol)
- Before step 1, slides will have been baked overnight at 60C

- Turn on water baths to 37C and 80C.

- Put 40ml of 10mM Citric acid pH 6.0 into glass coplin jar at 80C.

- Combine 38ml dH2O and 2 ml 0.2N HCL into glass coplin jar and put at 37C (this is   what the pepsin will be added to in step 9).

- Unless otherwise noted, all steps are at room temperature

1. Xylene for 5 minutes

2. Xylene for 5 minutes

3. Xylene for 5 minutes

4. 100% EtOH for 1 minute

5. 100% EtOH for 1 minute

6. 0.2N HCl for 20 minutes

7. dH2O for 10 minutes

8. 2X SSC for 3 minutes – at this point put pepsin into coplin jar in 37C water bath

9. 10mM Citric acid pH 6.0 for 2hrs at  80C
10. dH2O for 3 minutes

11. Pepsin treatment for 20 minutes (variable depending on the type of tissue) at 37C
12. dH2O for 3 minutes 
13. 100% EtOH for 1 minute

14. 100% EtOH for 1 minute

15. Air-dry slides for approximately 30 minutes (no longer than 1 hour)

16. Apply probe and cover slip

17. Co-denature probe and tissue (slide) at 73C for 5 minutes*

18. Hybridize overnight at 37C (16-18 hours)*

Paraffin FISH protocol – Day 2

-Turn on water bath to 72C

- Put 40ml 2X SSC/0.3% NP-40 solution into glass coplin jar at 72C

1. Place slide into 2X SSC/0.3% NP-40 solution at room temperature to remove cover slip

2. 2X SSC/0.3% NP-40 at 72C for 5 minutes

3. dH2O for 1 minute  x2
4. 70% EtOH for 1 minute

5. 80% EtOH for 1 minute

6. 100% EtOH for 1 minute

7. Air-dry slide in darkness for approximately 5-10 minutes

8. Apply DAPI to slide and cover slip

.  DAPI: stored at -20C-thaw before use

* In our lab, co-denaturation and hybridization are done in a Hybrite

