Soil Water Extract (SEX) Medium
Note:  ESNW Vitamin stocks (tinted pink) are in the -20˚C (thaw these completely in warm water bath with parafilm around caps or at room temperature…invert several times before using).

1.  Begin with 1L of distilled water in a glass flask (2 or 4L).
2.  Add SEX short-cut 50mL centrifuge-tube contents (bottom shelf in culture room media cabinet) to glass flask without getting too much stuck on the sides.  The contents include:
5    tsp 

Garden Soil* (try to get ~even amounts of particulate and bigger dirt bits)

2.5 tsp 

Ground Barley (can grind autoclaved barley in coffee grinder…not too fine)

5    pinches
CaCO3 (~ ½ a heaping spoonula full, only use “LIVE” spoonula in media cabinet)

5    pinches
NH3Mg2PO4 x 6H20 (ditto, wipe off w/ kimwipe inbetween chemicals and before

putting away…ammonium magnesium phosphate hexahydrate)

3-6 

split pea halves (should be autoclaved)…optional, but recommended…DO IT!
*from Pat Brown’s parent’s backyard in Tennessee
3.  Heat on “LIVE” heater/stir-plate at about 7 or 8 heat setting with a “LIVE” stir bar going to create a visible vortex (check frequently to be sure the stir bar doesn’t get stuck and therefore stops mixing).  Heat until ~75˚C (check with thermometer) and let cool/settle.
4.  Decant off supernatant into beakers with once folded-over large kimwipes covering their openings (without disturbing soil/silt at the bottom of the flask much)…beakers found in culture room glassware/media cabinet along with the rubber bands needed to hold the kimwipes in place. 
5.  Decant off beaker supernatants into Buchner funnels (with 11cm diameter glass filter paper) attached to the 2L flask with a sidearm with the black vacuum hose attached to it and the vacuum valve on the centrifuge bench in the main lab.  Be sure to hold the flask until it is full enough to not tip over.  Change filter when flow slows down too much without transferring unfiltered media into the filtered media in the flask.
6.  Aliquot media into media bottles (up to ~graduation marks) and autoclave and allow to cool.
7.  In the sterile transfer hood, add 1mL/L ESNW mix (eg. add 400uL of ESNW mix into 400mL of SEX media).
