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I.
PRINCIPLE:

Ehrlichia are small, gram-negative bacteria that invade leukocytes. They are typically 
minute, round (cocci) bacteria ranging form 1 to 3 micrometers in diameter. Once 
invaded in the leukocytes the ehrlichiae divide to form vacuole-bound colonies known as 
morulae. The clinical picture of Ehrlichiosis is low white count, low platelet count, 
elevated liver enzymes and demonstration of the organisms (morulae) on blood smears. 
Laboratory diagnosis and confirmation of the disease are made by PCR (more sensitive in 
early/acute and late/convalescent) and the demonstration of morulae in the WBCs on 

    Wright-Giemsa stained blood smears. Since 
symptoms are non-specific (fever, 

    headache, generalized aches) and vector for Ehrichia is also that for Babesia, Lyme, 

    Rocky Mountain Fever review of the blood smear is helpful as a differential diagnostic 
    tool.

II.
SPECIMEN:


Fresh EDTA blood less than 4 hours old is preferred; however blood up to 24 hours old 
may be used.

III.
MATERIALS / REAGENTS:

3 x 1 glass slides


Pasteur pipettes

Wintrobe Tubes


Lab centrifuge (speed capability1200rpm)


Wright stain/buffer/wash


Hematek stainer

IV.
PROCEDURE:
1. Perform a routine CBC to obtain WBC and platelet count
2. Fill 1 Wintrobe sedi tube with blood and label with specimen #

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

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

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

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

7.    Prepare 5-6 smears in this manner.

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

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

10. Review Buffy coat smears on 50 x oil looking for the morulae in white cell   cytoplasm (fig 1-4)

11. Review any suspicious findings on 100 x oil

12.  Refer to supervisor immediately if any morula or suspected morula seen (or in  

 absence of supervisor, page Clin Path resident to review and contact caregiver)
13.  Leave all smears and Buffy coat smears in supervisor review area 
14.  Order BSINT, print label and affix on instrument print out and leave slide and slip in  

        resident review tray.

V.
REPORTING:
A. Reviewing technologist is responsible for noting as Negative or Positive

B. Clin Path Resident/Attending will formally sign-out results as an interpretative report. It will be noted that a Negative result does not definitively rule out Ehrlichia and that PCR should be done. Other times buffy may be suggestive but not definitively positive and that will be noted. 

C. If positive complete “state public health reportable” form needs to be completed, one copy to state public  health office, and retain a copy in lab “reportable”   folder

VI.
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