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Inoculation of Media (continued)


INOCULATION OF MEDIA

A. PLATED MEDIA
Isolation:

When inoculating media for routine bacteriological culture, the following two goals should be strived for:

1. Appropriate media should be selected to enhance the growth and isolation of bacteria likely to be recovered from the particular body site cultured.

2. Media plates should be streaked in a standardized manner that results in the growth of single, well-isolated colonies, which may then be readily picked for testing, or subculture. This standardized streaking should also permit an accurate estimate of the amount of each organism present as the streaks proceed uniformly from an area of higher bacterial concentration in the primary quadrant to progressively lesser concentrations in the remaining quadrants.

3. Warm all media to room temperature prior to using. When using several types of media, inoculate the blood and/or chocolate agar plate(s) first, followed by any antibiotic-containing selective media (such as SSA, CNA, MAC and MTM), since the antibiotics in selective media may inhibit fastidious organisms. Place the swab in the Thioglycolate broth last.

4. Using a Culturette swab, roll all surfaces of the swab over the entire width of one quadrant of the plate. This primary inoculum should cover approximately 1/4 to 1/3 of the plate. Inoculating too lightly may result in poor recovery of organisms, while exceeding these guidelines may result in such heavy growth that plates are difficult to interpret. With a flamed and cooled loop, spread the inoculum with a back and forth motion over the primary quadrant of the plate. Flame and cool the loop. (The loop must be allowed to cool after flaming to prevent aerosols.) Turn the plate 90 degrees, make several streaks into the primary quadrant, and then bring the streaks out into the second quadrant only. Again flame and cool the loop and repeat this procedure into the third quadrant, taking care NOT to re-enter the primary quadrant. Repeat this procedure into the fourth quadrant. No streaks into the fourth quadrant should re-enter either the primary or secondary quadrants. (Clinics that use disposable loops, instead of flaming, just turn the loop on it’s edge streaking each quandrant.)
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Quantitation:

1. Mix specimen well.  Using .001 ml calibrated loop (one per patient), inoculate plate.  Obtain loopful of specimen and streak down the center of the media and without flaming, streak across the original inoculum at right angles from the top of the plate at least ten times.  The least selective media should be inoculated first to ensure recovery of more fastidious organisms.  Use the same loop to obtain a fresh loopful of specimen and repeat inoculating other side of biplate or additional media.
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Surface:

Using sterile technique, inoculate specimen on the surface of the media.
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BROTH MEDIA
1. Hold the tube at an angle.  Submerge the swab in the broth and twirl several times to release the inoculum from the swab.  Break off the handle of the swab as close to the tip as possible by holding against the edge of the tube. Fluid specimens can be directly inoculated into broth.
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