Hanging-Drop and Wet-Mount Preparations

Procedure

e Take a cover glass and clean it thoroughly, making certain it is free of grease (the drop to be placed on
it will not hang from a greasy surface). It may be dipped in alcohol and polished dry with tissue, or
washed in soap and water, rinsed completely and wiped dry.

e Take one hollow-ground slide and clean the well with a piece of dry tissue. Place a thin film of petroleum
jelly around (not in) the concave well on the slide.

e Gently shake the broth culture of Proteus until it is evenly suspended. Using good aseptic technique,
sterilize the wire loop, remove the cap of the tube, and take up a loopful of culture. Be certain the loop
has cooled to room temperature before inserting it into the broth or it may cause the broth to “sputter”
and create a dangerous aerosol. Close and return the tube to the rack.

o Place the loopful of culture in the center of the cover glass (do not spread it around). Sterilize the loop
and put it down.

¢ Hold the hollow-ground slide inverted with the well down over the cover glass, and then press it down
gently so that the petroleum jelly adheres to the cover glass. Now turn the slide over. You should have a
sealed wet mount, with the drop of culture hanging in the well.

e Place the slide on the microscope stage, cover glass up. Start your examination with the low-power
objective to find the focus. It is helpful to focus first on one edge of the drop, which will appear as a dark
line. The light should be reduced with the iris diaphragm and, if necessary, by lowering the condenser.
You should be able to focus easily on the yeast cells in the suspension. If you have trouble with the focus,
ask the instructor for help.

e Continue your examination with the high-dry and oil-immersion objectives (be very careful not to break
the cover glass with the latter). Although the yeast cells will be obvious because of their larger size,
look around them to observe the bacterial cells.

e Make a hanging-drop preparation of the Staphylococcus culture following the same procedures just
described.



¢ Record your observations of the size, shape, cell groups, and motility of the two bacterial organisms in
comparison to the yeast cells.
e Discard your slides in a container with disinfectant solution.
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Figure 5.3: Hanging drop preparation (Motility test) of bacteria
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Fig. 12. Hanging Drop Method






