
MICROSCOPY SIMPLE STAINING

The simple stain can be used as a quick and easy way to determine cell (clean grease free microscopic slide) or transfer
an isolated colony.

To keep the microscope and lens systems clean: Never touch the lenses. Now rotate the oil immersion
objective into place. For instance, a special stain technique highlights the flagella of bacteria by coating the
flagella with dyes or metals to increase their width. Record each culture as Gram positive purple cells or Gram
negative pink cells. The red dashed line represents a light ray if immersion oil is present. It may help to hold
the slide vertically and touch a bottom corner to paper toweling or blotting paper. If your culture has been
grown on a agar slant or agar plate. This loss of light is so severe that images are significantly degraded.
Cationic dyes crystal violet, methylene blue will react with groups on bacteria that have a negative charge.
When staining broth cultures, a drop of broth is transferred directly to a slide, using no extra water. Spread the
drop over a portion of the slide to make a thin film. How does the image you see now differ from what you
saw under low power? The stain may also be used in conjunction with acridine orange AO in viable cell
counting. This is typically neutralized by a Cl- ion. An unstained bacterial smear. In preparation for staining, a
small sample of microorganisms is placed on a slide and permitted to air dry. A photomicrograph of
Mycobacterium smegmatis pink and Micrococcus luteus blue at x magnification. It should be comfortably
warm, but not burning hot. Always incline your head to the side with eyes parallel to the slide and watch the
objective as you move it closer to the slide. Recall from the introduction to Experiment 1 that we can refer to
old and young cultures but should not do so for individual cells. Now it is time to adjust the microscope
specifically for your use: Close your left eye and make sure that the microscope is well focused for your right
eye. The use of methylene blue requires minutes to achieve good staining. Malachite green is used with heat to
force the stain into the cells and give them color. Draw the letter "e" or the threads both as they appear to the
naked eye and as they appear under low power of your microscope. The images are slightly larger than what
would be visible in a light microscope to improve clarity. Placement of a drop of oil between the objective
lens and the slide prevents the bending of light rays and clarifies the image. Cover the slide with crystal violet
stain and wait one minute. Haematoxylin[ edit ] Haematoxylin hematoxylin in North America is a nuclear
stain. An alternative is to use a dye such as nigrosin or Congo red, acidic, negatively charged dyes. In this
class, many of the cultures will have grown for more than 2 days. Process the sample in this manner for about
seconds and immediately rinse with tap water. Watch from the side as you do this! Examples of simple stains
are: methylene blue, carbolfuchsin, crystal violet, and safranin. Do not overheat the slide as it will distort the
bacterial cells. Stains are often diluted in liquid before applying to the slide. Total magnification is equal to the
product of the eyepiece magnification and the objective magnification. Did you have to change the lighting?
Place a drop of suspended material on a clean microscope slide. Though the stain kills the cells, it increases
the contrast to make them more visible. These directions have been written as generally as possible, but it may
be necessary for your instructor to make modifications for the exact microscopes you are using. This can be
used directly.


