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	Bone Marrow Processing Protocol



	Purpose
	This procedure provides instructions for processing bone marrow collected by the hematology department.


	Materials
	Reagents
	Supplies
	Equipment

	
	· 10% Neutral Buffered Formalin (surgical pathology or in the morgue)

· B+ Fixative

· Immunocal Decalcifier

· Wright-Giemsa stain

· Giordano buffer


	· Coplin jars
· Staining jars/ racks

· Graduated cylinders/pipets


	

	Sample
	Smears:

· Aspirate smears are made immediately after the specimen is drawn, without an anticoagulant being added. The specimen is spread out in a thin, even film across a clean slide so that the cells are only one layer in thickness. These slides are to be labeled as “A”.
· Concentrate smears are made from aspirated specimen that was collected in an EDTA tube. This specimen will be centrifuged, various layers measured, recorded and slides made.  These slides are labeled as “C”.

· Imprints are obtained by lightly touching a clean glass slide to the freshly obtained core biopsy. The cellular elements adhere to the slides. An “I” will identify these slides.

Note:
All slides must be identified with the patient’s name, accession number or medical record number, and type of smear. The Hematology Department is responsible for the collection and preparation of the marrow smears.

Aspiration clot specimen:

· Any remaining aspiration specimen is placed in a disposable tube with a screw top and left to clot. The tube must be identified with a patient’s name and second identifier, or specimen label. After clotting, the specimen will be fixed in 10% buffered formalin.
·  If not clotted, add a few grains of thrombin powder.

Trephine core biopsy:

· This is a core needle biopsy of the posterior iliac crest and consists of a core of bone. After imprint slides have been made, the specimen is placed in B+ fixative.



	Procedure
	

	
	Step
	Action
	Related Document

	
	1
	Collection and Smear Preparation:

· The Hematology Department is responsible for the scheduling and collection of the bone marrow aspiration. 
· After all the smears are made they are placed in a slide folder, Hematology will bring them to the Histology Department, accompanied by a Surgical Pathology request slip and Hematology report form.


	

	
	2
	Specimen Logging:

· Upon receipt, the marrow is to be entered into AP-LIS (Copath).  Minneapolis is given an MH prefix, St. Paul has a SH prefix.

· Using the computer printed pathology numbers, label the following:

· Surgical Pathology request

· Clot and core specimen containers

· Unstained slides to file

· Hematology report form (sample follows)

· Daily worksheet if blocks are to be processed.


	

	
	3
	Processing the Aspiration clot:

· The clot will be received in a disposable screw top tube. Add formalin or B+ to the specimen. If the clot is adherent to the bottom of the tube, gently ring with a wooden applicator stick. Fix at least 1 hour before further processing.

· After fixation, wrap the clot and place in a numbered green cassette and cover. When size warrants, divide the specimen and label cassettes as 1 or 2.

· Place the cassettes in the carrying rack to be processed overnight with the routine surgical blocks.

· The next morning- it is embedded in paraffin and two levels are cut at 4 microns, one level is cut at 4 microns if there more than 1 block, and placed on charged slides. Dry a minimum of 15 minutes. Stain with the routine H&E stain.


	

	
	4
	Processing the Core

· The core is received in B+ fixative (any size core in approximately 30 ml of fixative) Minimum fixation time of 2 hours for cores measuring 1.5mm or less, and 3 hours for cores larger than 1.5mm. Maximum time is the same as formalin.

· When the core is ready for declacification, discard the B+ fixative in the B+ waste container.
· Decalcify the core using Immunocal solution - 2 hours for cores measuring 1.5mm or less, and 3 hours for cores larger than 1.5mm.
· After decalcification, wash off excess decal solution, wrap and place in a lilac-colored cassette. To indicate that the core is fixed in B+.

· Place the cassette in the carrying rack to be processed overnight with the routine surgical blocks.

· The next morning, it is embedded in paraffin and 2 slides with 2 levels on each slide are cut at 3 microns and mounted on charged slides. Dry a minimum of 15 minutes. Deparaffinize the slides and hydrate to water. Stain with the routine H&E stain, coverslip and label.

	HI 1.17 Handling and Disposal of Infectious Tissues and Chemical Reagent Waste

	
	5
	Smears

· Slides are stained with Wright/Giemsa stain (see stain manual for times).  All unstained slides are stored with a label containing the case number.

	SS 1.61 Wright-Giemsa Stain

	
	6
	Special Stains:

· When special stains are needed for a definitive diagnosis, as many stains as time allows should be done the same day as the specimen collection.

· Those not completed the same day should be protected from light to preserve enzyme activity.

	

	
	7
	Completed Folder:

· The completed folder should contain the following slides designated with accession part types:

· 2 aspirates labeled “A”

· 1 concentrate labeled “C” 

· 1 imprint labeled “I”

·  1 peripheral blood smear labeled “P”

· H&E slides of the core and clot

· Any other special stains ordered

	

	
	8
	Workload and Billing:

· All workload and billing are handled using the Co-Path function histology data entry/edit.

· Record all control slides and/or any pertinent case information such as send-out tests or new patient information.

	

	
	9
	Unstained Slides:

· All unstained slides are wrapped together with white tape and identified with a preprinted label.

· If this is a new marrow, indicate this on the white tape/or label. These slides will then be filed with the rest of the case. If this is a repeat case, file the slides in the temporary hematology file. They will be retained permanently.
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