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Extraction of Spores S |

The procedure detailed here focuses on exiraction of spores from
greenhouse-grown pot cultures (cone-tamers. deepots, pots). In all
of the various pot types, a pie-shaped slice is removed from the
side that exiends almost o the center and from top lo close to the
bottom. in all cases (including field scils), it is critical that a
representative sampling of rools is included in the sample because
some species in all genera excepl Gigaspora produce intraradical
spores.

The sample is piaced in water in a Waring Blender
and blended at high speed for approximately five
seconds. The purpose of this step is to break up root
fragments and release spores and also to release
spores from hyphal aggregates attached to roots or in
the soil (especially those of species with robust thick-
walled hyphae). Longer blending times do not affect
spores, but ¢an break up roots to the extent that more .
organic detritus is associated with spores in the h ' N e
exiracted spore prep. S
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The biended material 1s immediately poured through two sieves Most sand
remains in the blender

The bottor sieve nas openings of 3845, or 53 ym (any of these three
work well for most species, although there are some small hyaline glomord
species that require the 38 pm sieve) it captures the majority of spores

The lep sieve gererally has S00 pm cpenings. It caplures roots, debnis, and large spores Despite lhe
armount of orgarnie matenal, spores are 1arge enough tc be easily detected and ccllected
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Generativ, we ¢o not nrcr'v:ss saterzl in the top sisve *h-'ough a, ¥
centrifugation steg becalise of e amount of crganid detritus it Is "
washed, ransfened 1o a Iarge pelii dish, and viewed lhioufah a” :
Slereomicroscope Just 1o verify that no poms are present. The
mateiial on the hottom sleve & collected ina §0- misbeaker am:then
transfesied into 50-mL tibes containing a ,;0/00" gravient. These
bes are centrifuged (2pprox. 960 x g) for 2-3 minutes in a swingmy-
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Lucket rotor in @ tabletop centiifuge. At the end of the run, soil and .i!
other serise particuiates a2 peligted in the poltom of the tube Spoies -
and fire arganic Aetritus 1s suspendad in sucrese (now somewhal blended). 3
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