Media and Solutions
Thursday 8/31


Media



LB liquid – 5 - 250ml flask each with 50ml LB (250ml total)



LB plates – ~8 plates (200ml total)



NGM – 20 plates (500ml total)



[One group should also prepare NGM agarose – 20 plates (500ml total)]


Solutions



Worm Lysis Buffer (50ml)



1 M Tris-HCl, pH 8.0 (200ml)


[One group should also prepare 200ml of Tris-HCl ph8.2]



0.5 M EDTA, pH 8.0 (100ml)



1M Potassium Phosphate Buffer (200ml)



1M Calcium Chloride (50ml)



1M MgSO4 (50ml)



5% Cholesterol dissolved in ethanol (50ml)



M9 Buffer (200ml)

LB liquid per liter


10 g tryptone


5 g yeast extract


5 g NaCl


1 l H2O


1 ml 1 N NaOH [note: GJW typically doesn’t add NaOH]

Dissolve components and aliquot into final flask before autoclaving

For LB plates add


15 g Bacto-Agar/liter


1 stir bar


[note: agar will not dissolve until it has been autoclaved]


Autoclave, cool on stir plate stirring slowly, cool ~50º, pour plates

NGM plates per liter


3 g NaCl


2.5 g bacto peptone


975 ml H2O


20 g Bacto-Agar


 1 stir bar


Autoclave, cool on stir plate ~55º


Add



25 ml 1 M KPO4 Buffer pH 6



1 ml 1 M CaCl2



1 ml 1 M MgSO4


1 ml 5% Cholesterol (in ethanol)


Pour plates

NGM Agarose plates – Same as NGM plates except substitute agarose for agar.
1 M Tris-HCl, pH8.0 per liter

121g Tris Base

800 ml H2O

Titrate with concentrated HCl to pH8.0 (~42ml)

utv (1 liter) H2O

Autoclave

0.5 M EDTA pH8.0 per liter

186.1 g Disodium EDTA 
800 ml H2O

Titrate with pellets of NaOH to pH8.0 (~50g of pellets)

utv (1 liter) H2O

Autoclave

[Note: EDTA will not dissolve until pH 8.0 is reached]

1M Potassium Phosphate Buffer pH6.0 (500ml)
54.1 g KH2PO4 (monobasic)

17.8 g K2HPO4 (dibasic)

utv 500ml H2O

Autoclave

M9 Buffer per liter

3 g KH2PO4
 


6 g Na2HPO4
 

5g NaCl


1 ml 1M MgSO4



utv l H2O


Autoclave
Worm Lysis Buffer


50 mM KCl


10 mM Tris pH8.2

2.5 mM MgCl2

0.45% NP-40


0.45% Tween 20

