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PURPOSE                      

During regular hours the fresh muscle biopsy can be sent to the Harborview Neuropathology laboratory by placing the specimen in a container (e.g. Petri dish or specimen cup), placing it in a sealable bag and placing the bag in wet ice.  Request help from the Histology/Gross room staff to arrange this.  This procedure is for after hours or other times when the tissue needs to be processed at UWMC. 
PROCEDURE

Accessioning:

1. Follow the standard accessioning protocol except for the following exceptions.
2. The case requires an NP number prefix.


3. The specimen type is muscle bx fh.

Technical Handling of a Fresh Muscle Biopsy:

Surgeons:  Instruct the surgeon that the muscle biopsy specimen should be a longitudinal piece of muscle 0.8 to 1.0 cm diameter (just thicker then a pencil) and at least 3cm in length.  The surgeon should place the specimen on a tongue blade or stiff paper and cover the muscle with Telfa or gauze moistened with saline.  The specimen must NOT be immersed in saline.  Muscle clamps should not be used unless the surgeon is experienced with their use.  If the muscle contracts before it is placed on the surface, obtain an additional sample so that there is a 3cm total length.

The specimen will be divided in four ways:

· Snap freezing on embedding medium
· Snap freezing directly
· Formalin fixation
· Electron microscopy (EM) fixation

A. Snap-freezing muscle on embedding medium using Iso pentane in Liquid Nitrogen:

Gather:  supplies located in NW211: stand, beaker, iso pentane, Dewar flask, Cryo mold, bags, Formalin, EM fixative.  Fill the Dewar flask 2/3 full with liquid nitrogen from Histology.  Get dry ice (a medium size specimen container is plenty) from the Central Processing Lab Medicine or be prepared to run to the -70 freezer in BB204A (freezer #3 third shelf).
Prepare a 1cm long sample of muscle maintaining the orientation to allow cross sections.
1. Immerse the bottom half od a small plastic beaker containing iso pentane into liquid nitrogen.  When the iso pentane becomes slightly viscous and forms solid white laminate filling the bottom 1/3 of the inside of the beaker (temperature: -160 degrees C) then it is ready to use.
2. Freeze some embedding medium (e.g. OCT) on a chuck (cork, wooden block, or test tube cap or in a cryo mold by dipping it briefly (10 sec) into iso pentane.  Ideally a cryo mold filled with embedding medium can be prepared ahead of time in a freezer.
3. Place a small amount of fresh embedding medium on the frozen embedding medium and carefully touch the end portion of the fresh muscle to the embedding medium.  The muscle will stick.  It is important NOT to surround the muscle with embedding medium.  It is important to maintain the cross sectional orientation.
4. Lower chuck with the attached muscle into the iso pentane bath.  The usual freezing time is 7-15 seconds, depending on specimen size and composition.  Immersion in the freezing solution should not last more than needed to completely freeze the specimen.  Larger fatty specimens usually take longer (15 seconds); smaller dense muscle takes a shorted time (7seconds).  Freezing too long will fracture the tissue block, too short will cause ice crystal formation.  A well frozen specimen should be chalky in texture.
5. Once the specimen is frozen it should be placed in a small plastic bag and immediately placed in dry ice or freezer at -70C.  For overnight storage use the -70C freezer #3 in BB204A.

B. Snap Freeze a Piece of Muscle Directly:
1. Place a 1 cm length of muscle directly in liquid nitrogen.  The tissue may be held with forceps.
2. Remove the frozen muscle to a small plastic bag pre labeled with the patients name or number.
3. Place the bag in dry ice until transfer to -70C freezer or shipping container.

C. For Routine Stains (Formalin Fixation):
1. Leave a piece of muscle on the tongue blade or heavy paper you received and maintain it's longitudinal orientation and fix by immersion in buffered formalin.  Cut small after fixation.

D. For Electron Microscopy (EM)
1. For possible electron microscopy, place a small piece of muscle in EM fixative (e.g. Karnovsky's or Trumps).
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