Part II - Teaching Guide

STAINING

ATTENTION:

MOTIVATION:

OVERVIEW:

3a.  Given statements, describe the microscopic examination of smears prepared directly from   specimen and the clinically significant smear reports .

  (1)  Gram Stain
  (2)  Clinical significance

  (3)  Correlation with culture report

STAINING

BODY(60 MIN.)

3a.  Given statements, describe microscopic examination of smears prepared directly from   specimen and the clinically significant smear reports .

  (1)  Gram Stain - first devised by Hans Christian Gram, late 19th 

         century

    (a)  Purpose:  divide bacterial species in two; gram positive and gram 

          negative organisms

    (b)  Procedure:

      1  Fix material on slide with methanol or by heat(let cool)

      2  Flood slide with crystal violet(10-30 secs)then rinse with  water; 

          primary stain

      3  Flood slide with iodine(20 sec-1 min.)then rinse with water; 

          mordant

      4  Flood slide with acetone-alcohol complex

        (10 secs) then rinse with water; decolorizer

      5  Flood slide with Safranin(30 secs)then rinse with water; 

          counterstain

      6  Examine under immersion oil.

    (c)  Quality control

      Known positive and negative controls must be run once during the 

      day to check for gram stain kit's performance and record.

  (2)  Clinical significance:

    (a)  Stained material - most useful method of presumptive ID

    (b)  Used for definitive ID of most parasites and fungi

    (c)  Used by providers in prescribing antibiotic in conjunction  with 

          clinical symptoms, i.e. N. gonorrhea in males.

    (d)  enumerate human cellular present

    (e)  visible microorganisms can lead to presumptive etiologic agent;    

           i.e. Trichomonas.

  (3)  Correlation with culture report:

    (a)  In most cases, what is seen on gram stain will grow on media.  i.e. 

           gram pos. cocci- Staph. spp.

    (b)  When organisms are found on gram stain and not present  on 

          media, look for anaerobes.(Growth in Thioglycollate broth).

    (c)  There are rare occasions when there are no organisms on the 

           slide but grows onmedia.  Note:  Most of the time, growth is either 

           scant or caused of poor growth is few organisms from culture site 

           or culture sample.  Use local policies in handling this situation.

    (d)  When staining a blood culture acridine orange stain is preferred 

          over the gram stain, because it will distinguish the bacteria from 

          blood cells and debris.

APPLICATION:  Information received during this lecture will be applied throughout this block of instruction and your career in the Medical Laboratory.

Evaluation:  Instructor observation, reference text, progress checks, and WT VIII.

CONCLUSION (2 MIN.)

3a.  Given statements, describe microscopic examination of smears prepared directly from   specimen and clinically significant smear reports .

  (1)  Gram stain

  (2)  Clinical significance

  (3)  Correlation with culture report
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