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I. PRIVATE 
PRINCIPLEtc  \l 1 "PRINCIPLE":
Centrifugation of EDTA anticoagulated whole blood results in layers of cells according to density, thus permitting easy access to the concentration of WBC's in the buffy layer which can be harvested and smeared. 


Buffy smears are made only for the following reasons:


A. 
 Concentration of bacteria on patients who are possibly septic


    B. 
 Concentration of squamous cells on patients with possible amniotic emboli

            C. 
 Concentration of WBC for evaluation for Ehrlichiosis

II. PRIVATE 
SPECIMEN:
tc  \l 1 "SPECIMEN"

Venous blood samples anticoagulated with K3EDTA processed within 4 hours of collection are acceptable. The volume of specimen collected must result in less than a 10% dilution by the anticoagulant (>1cc of specimen in a 2.7ml draw tube).

III. PRIVATE 
REAGENTS/MATERIALS:
tc  \l 1 "REAGENTS/MATERIALS"

3 x 1 glass slides 


Automatic stainer and Wright Giemsa stain


9" glass Pasteur pipette

Squeegee bulb


Wintrobe sedi tubes


Laboratory centrifuge adjustable to speed of 1200 RPM

IV. PRIVATE 
PROCEDURE:
tc  \l 1 "PROCEDURE"

A.
Fill 1 Wintrobe sedi tube with blood and label with specimen #


B.
Immediately spin tube (with an empty tube for balance) 10 minutes at 1200 RPM



C.


Remove plasma to 4-5mm above buffy coat layer, saving a portion of plasma in a 


tube to resuspend buffy layer.


D. 
Remove, buffy coat layer and a small amount of RBC with 9” glass pipette


E.  
Place a drop of mixture prepare smear on slide (refer to smear procedure).       

                 
Prepare 5-6 smears in this manner.


F.  
Label smear with accession number, buffy and date.


G.  

Air dry smears and stain 3 slides in automatic slide stainer.

V. PRIVATE 
PROCEDURAL NOTES:
tc  \l 1 "PROCEDURAL NOTES"



A.
 
Resident should be notified to review buffy smears for squamous cells. Possibility 
of an amniotic emboli is a critical emergency situation. The squamous cells tend 
to migrate to periphery. Scan edges of smeared area on low power. 




B. 
If buffy smear(s) are positive for bacteria, resident should be notified to review. 
Notify patient floor and send unstained buffy smears to Micro for Gram stain. 
Buffy smears for  bacteria has a sensitivity of about 17% (when compared to 
positive blood cultures) with the  sensitivity affected by concentration of bacteria 
in the blood, whether gram positive or gram negative and whether intra or 
extracellular. The threshold of detecting bacteria by smear is far above the level of  
most bacteremia conditions.




C. 
A good buffy smear has a slightly gritty appearance. If cells are too concentrated 
or the buffy smear is too thick, cell morphology will be unacceptable. 

VI.
PRIVATE 
REFERENCES:

tc  \l 2 "REFERENCES"
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