Heloise D. DUFOUR

04/2009

IN SITU HYBRIDIZATION ON ADULT ABDOMEN
Protocol modified from the Mark Rebeiz one (http://www.molbio.wisc.edu/carroll/)
General considerations: 
-dissection is probably the time at which RNases contaminations are the highest, due to the death of the tissues and the subsequent release of RNases, so try to minimize the time of dissection as much as you can

-whenever I perform a washing step, I proceed with a rinse first.

-unless otherwise mentioned, every step is performed at room temperature


Tissue preparation:

-dissect fly in chilled PBS : remove the wings, also remove the legs by cutting the part of the thorax to which they are attached to. Use the incision you just made in the thorax to cut the sternites as showed. Remove internal organs using forceps and scissors.
-place in fixative in an eppendorf tube on ice (for no longer than 30 minutes)

-when enough samples are collected, fix at room temperature (RT) for 30 minutes

-wash for 3 minutes with methanol

-wash twice for 5 minutes in ethanol

-store at -20C for months

In situ day 1:

1. wash 1X in 100% ethanol for 3 minutes
2. incubate in 50:50 xylenes:ethanol for 30 minutes

3. wash 3X in 100% ethanol for 3 minutes

4. wash 1X in 100% methanol for 3 minutes

5. wash 2X in PBT for 3 minutes

6. incubate in fixative for 10 minutes

7. wash 3X in PBT for 3 minutes

8. incubate in PBT+ proteinase K for 9 minutes

9. rinse 2X in PBT; store on ice until all samples have been rinsed

10. wash 3X in PBT for 3 minutes

11. incubate in fixative for 10 minutes

12. wash 3X in PBT for 3 minutes

13. incubate in buffer W1 until all carcasses have sunk (usually less than 5 minutes)

14. incubate in buffer W1 for 3 minutes

15. incubate in prewarmed hyb for 1 hour (65C)
16. incubate in prewarmed hyb + probe overnight (65) (if possible, on a wheel in a hybridization oven so that the samples are gently agitated)
In situ day 2:

1. rinse 1X in prewarmed (65) buffer W1

2. wash 5X in prewarmed buffer W1 for 30 minutes (65)

3. rinse 1X in PBT

4. wash 5X in PBT for 5 minutes

5. incubate with anti-DIG antibody in PBT (1:6000) overnight (4C)
In situ day 3:

1. rinse 1X in PBT

2. wash 5X in PBT for 5 minutes
3. rinse 1X with buffer W2

4. wash 2X 10 minutes with buffer W2

5. transfer carcasses in a plastic multi well plate (24 or 48, depending on the number of samples), remove liquid

6. add staining solution, wrap the plate in aluminium

7. allow to develop from 30 minutes to several hours in the dark, watch periodically

8. to stop staining, wash 3X 3 minutes with PBT

9. incubate in fixative, from 20 minutes (RT) to several days (4C)

10. wash 2X 3 minutes with PBT

11. store in glycerol mountant (4C)

Solutions:

PBT (store at RT):

1X PBS, 0.1% Triton-X100

Fixative: (store at 4C for 2 weeks max.)
	
	Final
	Stock
	For 40mL

	PBS
	1X
	10X
	4mL

	Paraformaldehyde
	4%
	16%
	10mL

	Triton-X100
	0.1%
	100%
	40uL


Proteinase K (make it fresh each time):

1 :25,000 of 10mg/mL Stock in PBT

Buffer W1 (store at RT):

	
	Final
	Stock
	For 200mL

	Formamide
	50%
	100%
	100mL

	SSC, pH 5.5
	5X
	20X
	50mL


Qsp H2O

Filter sterilize

Buffer W2 (make it fresh, right before staining, each time):

	
	Final
	Stock
	For 50 mL

	NaCl
	100mM
	5M
	1mL

	MgCl2
	50mM
	1M
	2.5mL

	Tris HCl pH9.5
	100mM
	1M
	5mL

	Tween 20
	0.1%
	100%
	50uL


Qsp H2O

Hybridization solution (store at -20C):

	
	Final
	Stock
	For 200 mL

	Formamide
	50%
	100%
	100mL

	SSC
	5X
	20X
	50mL

	Filter sterilize

	Salmon sperm DNA
	100ug/mL
	10mg/mL
	2mL

	Heparin
	100ug/mL
	
	0.02g

	Tween 20
	0.1%
	100%
	200uL


Qsp H2O

Staining solution per 1mL (make it fresh, right before staining, each time):

	Buffer W2
	1mL

	NBT (Promega)
	6.8uL

	BCIP (Promega)
	3.5uL


Glycerol mountant (store at RT):

	
	Final
	Stock
	For 50 mL

	Tris HCl pH8
	100mM
	1M
	5mL

	Glycerol
	80%
	100%
	40mL


Qsp H2O

3

