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	Purpose
Peripheral blood smears for morphology of RBC's, Platelets, and WBC's shall be made in uniform "thin" preparation and appropriately stained.  This procedure provides instructions for making peripheral blood smears.  

	Specimen
Whole blood in EDTA or blood from fingerstick


	Materials


	Reagents
	Supplies
	Equipment

	· Coplin jars or staining rack for Manual Staining

· Wright-Giemsa Stain:  Sigma-Aldrich (WG32-1L) 

· Buffer (Reagent A/Rinse, pH 6.8)

· Distilled Water


	· Clean glass slides (7.5 x 2.5 cm)
· Diff-Safe dispensers 

· Glass capillary tubes


	· small fan



	Quality Control
Evaluate each peripheral smear before staining; if not acceptable, make a new smear.


	Procedure:

	Step
	Action

	1. 
	A specimen from a fingerstick or venipuncture is collected according to proper RMC protocol 6074.



	2. 
	After thoroughly mixing specimen, insert Diff-Safe device into center top of stopper in EDTA tube.  Invert tube onto a clean glass slide in the midline, a short distance from one end. With Diff-Safe device resting on slide, exert pressure on tube to expel a small drop of blood.

· Fingersticks: Touch a small drop of blood to a clean glass slide.  Two smears should be made on all fingersticks.

· Microtainer specimens:  remove cap and insert capillary tube into specimen.  Draw up enough to make small drop on clean slide.



	3. 
	Hold the specimen slide securely and lay on a flat surface.  Place the smooth edge of the spreader slide on the specimen - slide just in front of the drop.


	4. 
	Hold the spreader slide at an angle of 30o-45o from the horizontal; draw it back against the drop of blood.


	5. 
	Allow the blood to spread toward the sides of the slide.


	6. 
	Push the spreader slide smoothly and lightly toward the opposite end, drawing the blood beneath it into a thin film.


	7. 
	Rapidly air-dry the blood film by using a small electric fan or fanning (waving) in the air.



	8. 
	Evaluate the smear according to the following: (if not acceptable make a new slide)

· The blood film must have a smooth, even surface, free from ridges, waves, or holes.

· These irregularities will occur if the pressure used in pushing the spreader slide is uneven.
· The film should not extend to the edges or end of the slide--but should be about 3-4 cm long.
· A good blood film preparation will be thick at the drop end and have a thin feather edge at the opposite end.

· The thickness of the film is determined by:

1. The angle of the spreader slide—the greater the angle, the thicker and shorter the smear.

2. Size of the blood drop—a 2mm drop is sufficient.

3. Speed of spreading.



	9. 
	When dry, label the film with patient's name and date by writing with pencil on the thick end of the film or on the frosted end of a frosted slide.


	10. 
	The slide may then be stained with Wright's Stain, either manually or automatic slide stainer, or may be used for a special stain as desired.



	Evaluating the Peripheral Smear
1. More than half of the slide, or about 2 cm of the film, should be thin enough that the erythrocytes just touch each other.

2. Leukocytes must be evenly distributed.  Evaluate the feather edge for cell distribution.

3. A well-stained smear will show pink to red erythrocytes, dark purple nuclei in the lymphocytes and neutrophils, a lighter purple nucleus in monocytes, bright orange granules in the eosinophils, dark blue granules in the basophils and violet to purple platelets.  The cytoplasm of the monocytes will be a gray-blue.  The neutrophil will have a light pink cytoplasm with lilac granules and lymphocyte will show varying shades of blue cytoplasm.

4. If slide and stain passes evaluation, the smear may be used for screening to confirm flagging generated by the XE-5000, for manual differentials and for peripheral morphology studies by the Pathology Department.



	Procedure Notes
If a MORPH (peripheral morphology) or peripherals for BONE MARROW is requested:  

· Make 4 peripheral smears for all Pathology Smear Review and Bone marrow peripherals.  Give 2 stained smears and 2 unstained smears to the pathology department with proper paperwork.  Refer to appropriate procedures for these uses.


	Safety
1. Handle all specimens as if capable of transmitting disease.
2. Dispose of all biohazard materials in marked biohazard containers.

3. Follow RMC Policy-Laboratory Procedure #4002-1: Infection Control and Laboratory Safety Hygiene Procedure.



	Related Documents/ Backup Procedure
RMC Policy 6074
8511 Slide Stainer—MidasIII
8511.1 Manual Slide Staining

8516 Bone Marrow Procedure
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