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NaOH FISH METHOD for metaphase spread

Reagents:

0.07N NaOH

Weigh 2.8g of NaOH

Dilute to 1 Liter with ddH2O

Day 1

PREWARM:  2XSSC @ 750C


PREPARE:  0.1XSSC @ 40C 









         2XSSC @ 40C








                     0.1XSSC @ RT








                     ETOH SERIES @ RT









         0.07N NAOH @ RT

PROCEDURE:

1. PLACE SLIDE INTO 0.1XSSC @ RT FOR 1 min.

2. Transfer slide to 2xssc @ 75oC for 30 min.
3. REMOVE COPLIN JAR FROM WATER BATH, REMOVE LID, INSERT THERMOMETER, COOL DOWN TO 37oC (~35 min)
4. TRANSFER SLIDE TO 0.1XSSC @ RT FOR 4 min.
5. DENATURE SLIDE IN 0.07N NaOH for exactly 1 min. Timing is critical.
6. REMOVE SLIDE AND IMMEDIATELY PLACE INTO 0.1XSSC @ 4oC FOR 2 min.
7. TRANSFER SLIDE TO 2XSSC @ 4oC FOR 2 min.
8. DEHYDRATE SLIDE IN ETOH SERIES:  30% FOR 2 min
           50% FOR 2 min

           70% FOR 2 min

           100% FOR 4 min

9. AIR DRY SLIDE.

10. DENATURE PROBE @ 75oC FOR 5 mins.

DAY2

POST HYBRIDIZATION WASH (BCCA PROBES)

PREWARM:  0.4XSSC/0.3% NP40 @ 60oC

1. INCUBATE SLIDE IN 0.4XSSC/0.3%NP40 FOR 2 mins.

2. RINSE SLIDE IN 2XSSC/0.1% NP40 FOR 30 secs – 1 min.

3. AIR DRY SLIDE IN DARK FOR 30 mins.

4. APPLY DAPI COUNTERSTAIN AND COVERSLIP.

Pepsin:

Cat# P6887 from Sigma

Outside of the bottle it gives Units of Enzyme the bottle contains

Working concentration is 75,000 units
Example:

If bottle is a 1000mg and the units are 3660units/mg (on bottle), that gives a total of 3,660,000 units.

Divide 3,660,000 by 75,000 to figure out how much water to add to the bottle. 

In this case 48.8ml water.  Concentration now is 75,000units/ml.

Aliqots the pepsin into 500ul (so each aliquot has 37,500 units) store them at -20oC.

At appropriate time  add the aliquot to a solution containing 38ml water and 2mll 0.2NHCl as per FISH protocol.

(Sigma sells smaller portion of Pepsin like 250mg. Otherwise you might end up with quite a few aliquots.)

	32-801300
	Nick Translation kit
	$375.00 
	Abbot Laboratories

	32-804826
	LSI/WCP Hyb Buffer 160ulx2
	$186.00 
	Abbot Laboratories

	PA53022
	CY3 DUTPCy3-dUTP
	$295.00 
	GE Healthcare Bio-Sciences

	PA55022
	CY5 DUTPCy5-dUTP
	$304.00 
	GE Healthcare Bio-Sciences

	42410
	MICROCON 30 100/PK
	$252.98 
	Fisher Scientific


