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Equipment Needed:


1.
Beads: Flex-Sox insulating Part No. 780021 The Carborundum Co., Electronics Div., P.O. Box 311, Latrobe, Pennsylvania


2.
Test Tubes: Bacteriological with molded screw caps Kimax 100 ml x 16 mm


3.
Test Tubes: Bacteriological Pyrex, 100 mm x 13 mm


4.
Silica Gel: Indicating 6-16 mesh


5.
Glass Wool

Description Method:

Cultures of rhizobia are grown in yeast mannitol broth (YMB). When the broth becomes turbid with Rhizobium cells, it is poured over sterile beads contained in the 100 x 13 mm tubes. The excess liquid is drained off and the beads containing the rhizobia are stored in sterile screw-cap bacteriological test tubes filled about 1/2 full of indicating silica gel. The beads are kept separated from the silica gel by a layer of glass wool. In the dry atmosphere of the tube, the rhizobia absorbed on the beads remain viable for a long time.

When sub cultures are desired, single beads are removed from the tube with a sterile nichrome wire hook and are planted in fresh, sterile YMB. The tube is recapped and kept for future use.

Step by Step Procedure:


1.
Prepare yeast mannitol broth and add 2 ml broth to each tube (13 x 100 mm); plug with cotton and autoclave.


2.
Using test tubes of the same size, add 14 beads to each tube, plug with cotton, and autoclave for 2 hours at 121(C.


3.
Fill the screw‑capped culture tubes (16 x 100 mm) about 1/2 full of indicating silica gel (6‑16 mesh) and add a thin layer of glass wool over the gel to form a bed for the beads. Place tubes in basket and wrap basket top with heavy brown paper. Sterilize by heating in the oven at 185(C for 4 hours. The caps should be sterilized in the autoclave in large covered petri dishes; the caps will not withstand the oven temperatures. The sterile caps should be placed on tube immediately after the tubes are removed from the oven. The caps should be screwed tightly to prevent moisture absorption by the silica gel. 


4.
Prepare the rhizobium cultures by transferring from agar slants into yeast mannitol broth (2 ml) in the small tubes. 


5.
After sufficient growth has been attained, pour the broth culture over the sterile beads in the 13 x 100 mm test tubes. Replug the tubes and allow the beads to soak in the broth for about 2 hours.


6.
Invert the tubes and allow the cotton plugs to absorb the excess broth. Transfer the beads to the sterile silica‑gel tubes and cap immediately. 


7.
Label the bead culture accurately and boldly using a pencil on the frosted marking area.


8.
Bead cultures will remain viable for a longer period when kept refrigerated at 4(C or lower. 


9.
Check for viability once each year.
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