Preparation:

Stock Solutions: (make in treated glassware and then autoclave)

1. TAE Buffer

50X TAE

· 242 g Tris 



2M

· 57.1ml Acetic Acid 

2M

· 100ml 0.5M EDTA (pH8.0)
0.05M

· dH20 to 100ml

Use at 1X TAE

· 100ml 50X TAE

· 4900ml dH20

2. TAE electrophoresis gel

For 3kb probes, make 0.8-1% agrose gels. For smaller probes, use a higher concentration of agrose.

	Gel Size
	Small-Med
	Large
	Gel Mold

	1XTAE-ml
	100
	150
	200

	Agrose-g
	1.0
	1.5
	2.0


3. 1M Tris Base 

· 60.6 g Tris base

· 400 ml DEPC H2O

	pH

	HCl ml

	7.5
	33

	8
	21

	9
	0


· Adjust volume to 500ml

4. 0.5M EDTA

· 186.1g C10H14N2Na2O8*2H20

· 800ml dH20

· Stir to dissolve

· Adjust pH to 8.0 (~20g of NaOH)

· Adjust volume to 1000ml

5. TE/DIG Buffer 4

- 10 mM Tris (pH 8.0) 

1M Tris - 5 ml

- 1mM EDTA(pH 8.0)

0.5 M EDTA - 1 ml

Total (with dH20) - 500 ml

6. 10% SDS

· 50g electrophoresis-grade SDS

· 450ml dH20

· Heat to 68C  to dissolve

· Adjust the pH to 7.2 with HCl

· Adjust volume to 500ml

7. 5M NaCl

· 292g NaCL (58.44MW *5/1000ml)

· 1000ml dH20

8. 4M LiCl (purchase in solution)

9. 20X SSC

· 175.3 g NaCl

· 88.2 g Sodium Citrate (or 98g of Sodium Citrate*2H20)

· Dissolve in 800ml dH20

· Adjust with a few drops of 10N NaOH to pH 7.0

· Adjust final volume to 1 Liter

Use at 2XSSC, 2XSSC/50%Formide (FA), and 0.4XSSC

10. Hybridization Buffer

	
	Concentration
	Quantity

	Formamide
	50%
	25ml

	20X SSC
	4X
	10ml

	50X Denhardt’s Solution
	1X
	1ml

	10% Sarcosyl
	1%
	5ml

	ss DNA (10ug/ul)
	
	1250ul

	tRNA (25ug/ul)
	
	500ul

	Dextran sulfate
	10%
	5g

	
	Total (with dH2O)
	50ml


11. PK Buffer

- 100mM Tris (pH8.0)



1M Tris-50ml

- 50mM EDTA




0.5M EDTA-50ml







Total (with dH20)-500ml

12. 4% PFA/0.1MPB

13. Acetylation Buffer

· 400 ml DEPC-H2O

· 6 ml Triethanol amine
· 1 ml HCl 

14. RNAse Buffer

- 5 M NaCl 

5 ml

- 0.5 M EDTA

500ul

- Tris HCl (pH 8.0)

500ul

- Total (with H2O)

50 ml

15. DIG Buffer 1

- 100 mM Tris (pH 7.5)

1M Tris - 50 ml

- 150 mM NaCL 

5M NaCl - 15 ml

Total (with H20) - 500 ml

16. DIG Buffer 3

- 100 mM Tris (pH 9.5) 

1M Tris - 50 ml

- 100 mM NaCl 

5M NaCl - 10 ml

- 50 mM MgCl2

1M MgCl2 - 25 ml

Total (with H2O) - 500 ml

Reagent List

1. JM109 Competent Cells, >108 cfu/ug: Promega Catalog #L2001, store at –70˚C

2. QIAprep Spin Miniprep Kit: Qiagen Catalog #27104 (50 columns) or #27106 (250 columns)

3. 1kb DNA Ladder and 6X Blue/Orange Loading Dye: Promega Catalog #G5711

4. XBA1 restriction enzyme, 10X NEB2, and 10X BSA: Promega Catalog #R6184 for 10,000 U at 40-80U/μl

5. Ampicillin 50mg/ml, store at –20˚C

6. Phenol/Chloroform/Isoamyl Alcohol, store at R/T, fire proofed

7. DIG RNA Labeling Kit (SP6/T7): Roche Catalog #1 175 025

� pH at room temperature.


� Note, different buffer needed for low-abundance RNA





