WINCHESTER HOSPITAL
LABORATORY / MICROBIOLOGY

_____________________________________________________________________
TITLE:  Gram Stain – Neat Stain
POLICY #: Micro.03.0036.01

 _____________________________________________________________________

POLICY STATEMENT: 
This procedure is based upon the Hucker modification of the Gram stain method.  Gram-positive bacteria and Gram negative bacteria are both stained by the crystal violet stain.  Addition of the iodine leads to the formation of a crystal violet-iodine complex within the cell wall.  The decolorizer extracts lipids from the cell wall of Gram negative, thereby increasing the porosity of the cell wall and allowing the crystal violet-iodine complex to diffuse from the cell.  Due to the increase in porosity, the safranin counterstain is able to permeate the cell wall of the Gram-negative bacteria. 

STORAGE REQUIREMENTS:

Store the Gram stain reagents at room temperature (15-30°C) with the stains tightly sealed.  The reagents may be resealed with the included adhesive backed foil strip between uses.  Do not use the kit beyond the expiration date on the reagent pack.

QUALITY CONTROL:

1. Perform the Gram Stain quality control weekly and document on the appropriate Quality Control worksheet. 

2. Use manually prepared Quality Control slides or commercially prepared slides. Read smear for Gram reaction and morphology.

	
	Organism/Control


	Reaction

	Positive Control
	Gram Positive


	Purple Cocci

	Negative Control
	Gram Negative


	Pink Bacilli


PROCESS: 

Specimen Preparation:

1. Liquid Media: Spread the liquid media on a clean glass slide using the sterilized wire loop and allow to air dry.  

2. Swab Media:  Roll the swab gently across the slide to avoid destruction of cellular elements and disruption of bacterial arrangements. Rolling the swab will ensure all sides of the swab make contact with the slide surface. 

3. Heat-fix the smear by holding the slide against the front of the bacti-incinerator until hot to the touch.

Staining Procedure: 

1. Immerse the prepared slide into chamber 1 (Crystal Violet) for 1 minute.

2. Rinse the slide gently with DI water.

3. Immerse the slide into chamber 2 (Stabilized Iodine Solution) for approximately 2 minutes. 

4. Rinse the slide gently with DI water.

5. Repeatedly dip the slide into chamber 3 (Decolorizer) inspecting between each dip.  Decolorizing is complete as soon as solution runs clear from the smear on the slide. 

6. Rinse the slide gently with DI water.

7. Immerse the slide into chamber 4 (Safranin) for 1 minute.

8. Rinse the slide gently with DI water.

9. Blot the slide dry with absorbent paper.  

Resulting:

1. Direct gram stain results are reported in the Laboratory Information System separately from the culture results. 
a. Cells are listed first then microorganisms, with cells and organisms observed in the largest quantity listed first. 

b. If no cells of any kind are seen, report as “No cells seen” (NOC).  

c. If no microorganisms are seen, report as “No Organisms seen” (NOS).

d. Morphology of microorganisms observed must be described in as much detail as possible. 

2. Codes should be used when entering results.  Press F9 for the list of codes.

3. Positive body fluids and STAT requests must be called to the ordering location or physician.  
a. Documentation of the notification must be entered into the culture report.

PROCEDURAL NOTES:

1. Application of excessive heat during fixation of smear may rupture bacterial cell walls and affect the Gram staining results.  Treatment with antibacterial drugs may cause Gram-positive bacteria to appear Gram-negative.

2. Staining reagents should be discarded in the 5 gallon container labeled “Alcohol and Stain Waste” in the flame proof container in the Non-Gyn Room.
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