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Abstract
Details for preparing silica gel stocks
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Anhydrous sTlica gel has been used for preserving Neurespora stacks since the

Perkins, D, D, Detoils for preparing silica gel stocks.
1950s. The method was first described in 1962 (Can. J, Microbiol. 8: 591). Some

minor variations were suggested by other laboratories (Neurospore Newsl. 1:8; 1:13}.

Since then the technique has groduclly evelved, with incerporation of several changes
to increose convenience or effectiveness, We now use a greater moss of inoculum, grown in larger culture tubes on 4% ogar medium. Gel of finermash
size is employed. Ihoculoted silica gel tubes are shaken thoroughly with o mixer, and chilled. The importance of using young cultures for high
viability should be stressed.

Details of our present procedure are given below. Stocks prepared in this way consist typically of a 6ml volume of dry, orange silica gel parti-
cles that can be sampled mony times to obtain vegetative cultures, and that remain vicble over many years if kept dry end cold.

1. ke 13 x 100 mm culture tubes, filled 65 mm deep with anhydrous silica gel, plugged with cotton, hot—air sterilized 2 hr ot 180° C,
sfored af room temperature in o moisture-proof box. We find these much easier to handle than screw-cap tubes, whase constricted
openings reduce access. Davison Refrigeration Grade Silica Gel, PA400, is very sotisfactory. This is approximately 12-20 mesh

size, ond contalns no indicator dye.



Grow up o fresh culture of the strain to be preserved on appropriote medium with 4% agar. One 13 x 100 mm slont usually gives
enough moterial for one silica gel tube. For conidiating stocks, 5 or & days at 252 C is about right, Slow growing and nancenidi-
ating strains should ot be allowed to oge beyond é or 8 days -- o larger emount of material should be obtoined by using lainer
tubes or several tubes,

Suspend the material in sterile water to give a densely turbid suspension. The procedure differs for conidiating and for nencanidi-
ating stroins. With conidiating strains, suspensions con be mode in the origingl culture stont if 4% agar medium is used. About
0.5ml sterile woter is gently infroduced, using o thin=snouted disposable pasteur pipet. The cotton plug is replaced and cenida
are suspended by shaking, using a Vortex-type mixer. About 0,.5ml nonfat milk is then pipetted in and stirred gently to avoid
breaking the agar surface, and the entire suspensinn is pipetted onto silice gel,

(Both water and nonfat milk are conveniently dispensed in 10 x 75mm tubes, and autoclaved 10 minutes. Grocery
store powdered nonfet milk is dissofved in water to give a concentration ot least full strength.)

Nonconidiating strains, such as fluffy or multicent, or sconty growers, ore not suspended in the growth slont, Instead, o steiile
blode ({pletinum-iridium, nichrome, or stoinless steel) is used to siice or peel the mycelial mat off the agar surface and transfer
it to a 10 x 75mm tube containing 0.5mf water. The more mycelium the better, and the unavoidable small ameunts of agar do
not affect preservation, Do rnot use just aericl hyphee, but include mycelium from the ogar surfoce,

In the 75mm tube, use a pipet or gloss rod to grind the mycelium against the tube wall (stirring motion! until @ smooth homo-
genate results. (Be patient! [t moy toke several minutes.) Many revolutions ere more effective than heovy pressure, After the
homogenate is creamy and has been vibrated, add 0.5m! milk ond proceed as with conidiators.

The 1 ml suspension is pipetted dropwise over the silicn gel in a prelabelled tube, (Before removing the plua and introducing the
pipet, hold the silica gel tube horizontally and shoke it so that the particles tie evenly along length of tube, providing clearance
for the pipet tip to reach the butt. The pipet is thern araduclly moved up the tube as the suspension flows out onto the layer of
porticles,

Replace plug and recheck correspondence of labels,

Vibrate briefly with the mechanical mixer, so as to distribute inoculum over as many groins as possible throughout the silica gel
tube, and to prevent lumping.

Place tube in on ice-water bath for 15 minutes.
After a few hours at room temperature the particles should appear dry. If they remain soggy because of over-saturation, add more
sterile silica gel ond mix. (Sigma Silice Gel, Chromatographic Grade, type 1, 60-200 mesh is cenvenient for edding, being o

fine powder.) In a humid climate, storage of the unsealed tubes in a dessicater may be desirable.

One day ofter the tube appears dry, it Ts sealed against moisture by covering the plug ond mouth of tube with a 20mm square of
Parafilm, At this time we etch a stock number on the gless with an engraving tool.

Secled tubes are stored ot 59 or -20° C, Tn moisture-proof boxes.

Somnling is accomplished by shoking out a few porticles to appropriote medium, then resealing the silica gel tube and returning it
te sterage. - - - Department of Biological Sciences, Stanford University, Stanford, CA 94305.
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