McLaughlin Lab Solutions

Running Buffer 
· 100 mL of 10xTGS

· 900 mL of Milli Q 

Transfer Buffer  
· 100 mL of 10 x TG
· 900 mL of Milli Q
PBS Tween
· 1000 mL of PBS
· 1 mL of Tween
TBS Tween

· 1000 mL of TBS
· 1 mL of Tween
10 x TBS 
· 10 L Milli Q
· 605.5 g Trizma Base
· 701.3 g NaCl  
· pH 7.4 
10 x PBS

· 20 L Milli Q

· 1600 g NaCl

· 40.0 g KCl

· 40.0 g KH2PO4
· 230.0 g Na2HPO4
· pH 7.5

TNEB  
· 98 mL ddH2O

· 605.7 mg Tris (50 mM)
· 74.44 mg EDTA (2mM)
· 876.6 mg NaCl (150 mM)
· 172.8 mg β-glycerophosphate (8mM)
· 1.8391 mg sodium orthovanadate (100μM)
· 1 mL Triton X-100 (1%)
· 1 mL Protease Inhibitor (1:100)
Destain 
· 30% Methanol
· 10% Acetic Acid
Drying Soln 
· 20% Ethanol
· 10% Glycerol
10% Formalin  
· 37% Formaldehyde=100% Formalin 

· 1:10 Dilution in PBS

n-proply gallate
· 5 g of n-proply gallate  
· 90 mL of Glycerol
· stir mixture 2-4 hrs at RT
· 10 mL of 1XPBS
· mix for 30 mins.  
· Store at 4˚C
· Storage life: 6 months
Roccal II
· 10% Benzalkonium Chloride
· 1.25% Ethyl Alcohol
· 88.75% H2O
· Dissolve in alcohol, then add water.
Borate Buffer (4º)

· 4.76 g Boric Acid

· 2.54 g Borax

· 1000 mL of ddH2O

· pH to 8.4 with NaOH
· Sterile Filter

Plating Media (4º)

· 40 mL F12
· 40 mL FBS
· 420 mL Dulbecco Modified Eagle Medium (DMEM)
· 1 mL of PS

· 200 uL of 200 mM L-Glutamine
D2C (4º)
· 10 mL FBS
· 1 mL PS

· 12.5 mL of 1M hepes
· 471.5 mL Dulbecco Modified Eagle Medium (DMEM)

· 6.25 mL of 200 mM L-Glutamine

Neurobasal (4º) 

· 1 bottle (500 mL) Neurobasal Media
· 1 bottle (10 mL) 50X  B27

· P/S

Stock Ara-C (500X) (-20º)


· 100 mg Ara-C
· 6 mL sterile H2O

· Sterile Filter 

· Aliquot 0.5 mL 

Working Ara-C (4º)

· 20µL Stock
· 10 mL sterile ddH2O
Glucose Free Balanced Salt Solution

· 5.26 g NaCl
· 0.125 g KCl

· 66.6 mg CaCl2
· 1.43 g Hepes

·  600 mL ddH2O

· Sterile Filter

· pH 7.3

PLO

· 1 mg PLO : 2 mL Borate Buffer
· Sterile filter 

· Make up fresh each time it is used
HBSS (4º)

· 8.4 g NaCl

· 224 mg KCl

· 2.38 g Hepes

· 1.0 g Glucose

· 1000 mL Milli Q 
· pH to 7.3 with NaOH

· Sterile Filter

MEM/BSA/Hepes

· 487.5 mL of clear MEM

· 12.5 mL of 1 M Hepes

· 50 mg of BSA

· Sterile Filter
MILK
· 5 g of powdered milk

· 100 mL of Tween
Solutions for insitus

5% Deoxycholate  (500 ml)
Dissolve 25 g deoxycholic acid (sodium salt) in 450 ml DEPC-H2O.  Adjust volume to 500 ml with 

DEPC-H2O.

	Detergent Mix
	For 1 L:
	Final Concentration

	IGEPAL CA-360
	10.0 ml
	1.0% IGEPAL CA-630

	10% SDS
	100.0 ml
	1.0% SDS

	5% Deoxycholate
	100.0 ml
	0.5% Deoxycholate

	1 M Tris-HCl (pH 8.0)
	50.0 ml
	50.0 mM Tris-HCl (pH 8.0)

	0.5 M EDTA (pH 8.0)
	2.0 ml
	1.0 mM EDTA (pH 8.0)

	2 M NaCl
	75.0 ml
	150.0 mM NaCl


Adjust volume to 1 L with DEPC-H2O.
0.5 M EDTA  (500 ml)
Dissolve 94 g EDTA (disodium salt) in 400 ml DEPC-H2O.  Add approximately 10 g NaOH pellets to pH solution to pH 8.  Adjust volume to 500 ml.  Autoclave.

10 % Formalin  (1 L)

Dilute 100 ml Formaldehyde Solution [37% w/w] to 1 L with DEPC-PBS.  Store at 4oC.

10% Gelatin in PBS  (50 ml)

Weigh out 5 g gelatin and add to 40 ml DEPC-PBS in a 50 ml Falcon tube.  Mix well by vortexing.  Heat 

at 70oC (water bath or hybridization oven) until all the gelatin has dissolved.  Adjust volume to 50 ml 

with DEPC-PBS and mix well.  Store at 4oC.

DEPC-H2O  (0.1% diethyl pyrocarbonate)
Caution: DEPC is suspected to be a carcinogen and should be handled with care.

Pour 1 liter ddH2O into baked glassware.  Add 1 ml DEPC in the hood.  Mix vigorously  and leave 

bottles with caps unscrewed in the hood overnight.  Autoclave the next day.

Note: Amines such as Tris or EDTA cannot be DEPC-treated.

	Hybridization Solution
	For 500.0 ml:
	Final Concentration

	Formamide
	250.0 ml
	50% Formamide

	20 x SSC (pH 4.5)
	125.0 ml
	5 x SSC

	10% SDS
	50.0 ml
	1% SDS

	tRNA [125 mg/ml]
	2.0 ml
	500 µg/ml tRNA

	aBSA [25 mg/ml]
	4.0 ml
	200 µg/ml acetylated BSA

	Heparin stock [10mg/ml]
	2.5 ml
	50 µg/ml heparin


Adjust volume to 500 ml with DEPC-H2O.  Dispense into 50 ml aliquots.  Store at –20oC.

Lamb Serum  

Thaw out a new bottle of lamb serum overnight at 4oC.  Finish thawing out in a 37oC waterbath for only as long as necessary to thaw completely.  Place bottle in a 56oC water bath and as soon as the temperature reaches 56oC, heat inactivate for 30-60 min.  Swirl periodically to ensure uniform inactivation.
4 M LiCl  (50 ml)

Dissolve 8.48 g LiCl in 40 ml DEPC-H2O.  Adjust volume to 50 ml with DEPC-H2O.
1M MgCl2  (200 ml)
Dissolve 40.6 g MgCl2.6H2O in 150 ml DEPC-H2O.  Bring up to volume with DEPC-H2O.  Autoclave solution.

2 M NaCl  (500 ml)
Dissolve 58.5 g NaCl in 400 ml DEPC-H2O.  Bring up to volume with DEPC-H2O.  Autoclave.

3 M NaOAc pH 5.2  (50 ml)

Dissolve 20.4 g sodium acetate.3H2O in an appropriate volume of DEPC-H2O.  Adjust pH to 5.2 ml with glacial acetic acid.  Adjust volume to 50 ml with DEPC-H2O.
	NTMT

	For 250.0 ml:
	Final Concentration

	2 M NaCl
	12.5 ml
	100 mM NaCl

	1 M Tris-HCl (pH 9.5)
	25.0 ml
	100 mM Tris-HCl (pH 9.5)

	1 M MgCl2
	12.5 ml
	50 mM MgCl2

	Tween 20
	2.5 ml
	1% Tween 20

	Levamisole
	132.0 mg
	2 mM Levamisole



Adjust volume to 250 ml with DEPC-H2O.

4% Paraformaldehyde [PFA]  (1 L)
· Heat 500 ml of ddH2O to 70-80oC.

· Carefully weigh out 40 g of paraformaldehyde (stored in cold room).  Wear gloves and mask.  DO NOT INHALE DUST!

· Add paraformaldehyde to heated ddH2O in the hood while stirring.

· Add 10 N NaOH dropwise until solution clears (1-2 drops should be sufficient).  If all the paraformaldehyde has not yet gone into solution, warm in the 70oC water bath until it has dissolved.

· Add 500 ml of 2 x phosphate buffer for a final concentration of 0.1 M PO4.

· Check the pH (should be between 7.4 and 7.6).

· Gravity filter solution using a glass funnel and a Whatman No 1 filter.

· Aliquot into 50 ml falcon tubes and store at –20oC.

DEPC-PBS  (1 L)
Add 5 SIGMA Phosphate Buffered Saline tablets to 1 L of DEPC-H2O.  Autoclave.

2 x Phosphate buffer  (1 L)
To 500 ml DEPC-H2O add:

	Na2HPO4 (dibasic anhydrous)
	22.66 g

	NaH2PO4 (monobasic anhydrous)
	5.04 g


Adjust volume to 1 L with DEPC-H2O.  Autoclave.

	Proteinase K Buffer 

[for section in situs]
	For 1 L:
	Final Concentration

	1 M Tris-HCl pH 8.0
	100 ml
	100 mM Tris-HCl pH 8.0

	0.5 M EDTA pH 8.0
	100 ml
	50 mM EDTA pH 8.0


Adjust volume to 1 L with DEPC-H2O.

PTw 

1% Tween 20 in DEPC-PBS.

10% SDS  (1 L)
Dissolve 100 g SDS in 900 ml DEPC-H2O.  Heat to 68oC to assist dissolution.  Adjust volume to 1 L with DEPC-H2O.

	Solution X
	For 500.0 ml:
	Final Concentration

	20 x SSC (pH 4.5)
	50.0 ml
	2 x SSC (pH 4.5)

	Formamide
	250.0 ml
	50% Formamide

	10% SDS
	50.0 ml
	1% SDS


Adjust volume to 500 ml with DEPC-H2O.

20 X SSC pH 4.5  (1L)

Dissolve 175.3 g NaCl and 88.2 g Nacitrate in 800 ml DEPC-H2O.  Adjust pH to 4.5 with approximately 10 g citric acid.  Adjust volume to 1 L with DEPC-H2O.  Autoclave.

30% Sucrose in PFA  (50 ml)

Dissolve 15 g of sucrose in PFA (first add sucrose into a Falcon tube and then add PFA up to the 45 ml mark).  Adjust volume to 50 ml with PFA.  Store at 4oC. 

	10 x TBST
	For 1 L:
	Final Concentration

	1 M Tris-HCl (pH 7.5)
	250.0 ml
	250.0 mM Tris-HCl, pH 7.5

	NaCl
	80.0 g
	1.36 M NaCl

	KCl
	2.0 g
	26.8 mM KCl

	Tween-20
	100.0 ml
	10% Tween-20


Adjust volume to 1 L with DEPC-H2O.  Check that the pH is around 7.

	TE Stop buffer
	For 250 ml:
	Final Concentration

	1M Tris-HCl (pH 7.5)
	2.5 ml 
	10 mM Tris-HCl (pH 7.5)

	0.5 M EDTA (pH 8.0)
	5.0 ml
	10 mM EDTA (pH 8.0)


Adjust volume to 250 ml with DEPC-H2O.

1 M Tris-HCl  (1L)

Dissolve 121.1 g Tris base in 800 ml DEPC-H2O.  Adjust pH to the desired value by adding the 

appropriate amount of concentrated HCl:



pH 7.5


75 ml



pH 8.0


42 ml



pH 9.5


10 ml

Check pH.  Adjust volume to 1 L with DEPC-H2O.  Autoclave.
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