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Standard Operating Procedure (SOP) 005V7.0
Processing and Storage of Breast Tissue
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Materials:

Cryostorage tubes: Corning 2.0ml Cryogenic Vials. (Fisher cat. #0337421)
Bleach: Any commercially available

Polypropylene Specimen Containers: (Fisher cat. #14 955 103)
Liquid Nitrogen: (ICTSI-SSF R3 C156)

Forceps: (Fisher cat. #08-887)

Embedding (Tissue) Cassettes: (Fisher cat. #15-182-708B)
PAXgene Tissue Fix Containers: (Qiagen #765312)

PAXgene Tissue Stabilizer: (Qiagen #765512)

Ethanol: Molecular Biology Grade Absolute

Stiff Bristled Brushes: (Fisher #03-635)

CryoPod™ Carrier (Brooks Life Sciences)

Balance and Weigh Papers

Emesis Basin or a receptacle to hold diluted bleach and forceps
Appropriate PPE: Gloves, Lab Coat, Eye protection

Normal breast tissue is procured following SOP 001V8.0 (Acquisition of Normal Breast
Tissue and Blood at a Tissue Collection Event) or SOP 012V6.0 (Acquisition of Normal
Breast Tissue and Blood from an Operating Room) from donors meeting all eligibility criteria
as listed here: https://komentissuebank.iu.edu/donate-tissue/register-to-donate.php

Tissue Processing:

FIXATION: Within 10 minutes (or less) of procurement tissue cores are received from
the biopsy room on a telfa pad and separated into individual cores using a clean forceps.
One breast tissue core is placed into an embedding cassette and the cassette is closed,
weighed and weight is recorded. (Tissue cassettes are labeled in #2 pencil lead or by bar
code label prior to tissue acquisition.) As described in the PAXgene Tissue FIX Container
(50 ml) Product Circular [2], the cassette is placed into a 50 ml PAXgene FIX tissue
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container where the tissue is fixed. The sample ID and time is written on the top label and
on the appropriate spreadsheet. Four (4) cassettes are added to each 50 ml FIX container.

STABILIZATON: Two hours after the 4" or last cassette has been placed in the container,
the FIX solution is poured into a chemical waste container under a chemical fume hood.
Care is taken not to let the cassettes fall out during pouring. Approximately 50ml of
PAXgene Stabilizer (prepared from concentrate) is poured into the container ensuring
tissues are covered and the lid is secured. The time of Stabilizer exchange is recorded on
the side of the container and on the appropriate spreadsheet. The tissue container is
sealed in its original plastic bag and allowed to remain at room temperature. At the end of
the collection event, tissue containers are transported to the KTB lab and allowed to remain
at room temperature for up to 72 hours. If the cups have not been sent to processing within
72 hours, they can bhe stored at 2-8°C for up to 4 weeks. Tissue containers are shipped to a
processing facility where the PAXgene processing protocol for paraffin embedding is strictly
adhered to. A 5um section of the resulting paraffin block is obtained for hematoxylin and
eosin staining. A digital image of the H&E is entered into the database.

Universal Precautions are MANDATORY. Eye protection is mandatory every time
liquid nitrogen is handled to protect against injury due to splashing. Standard
laboratory personal protective equipment (e.g. closed toe shoes, full cover of legs
and feet, and goggles} will be worn when handling coolants.

FRESH CORES: If requested by investigator, within 10 minutes (or less) of procurement
one or two breast tissue cores are placed in investigator supplied media in labeled 50 mi
conical tubes and transported immediately at RT or on wet ice to the on-site processing lab.

FRESH FROZEN: Flash freezing in liquid nitrogen provides excellent specimen integrity
and a wide array of options for tissue analysis [3]. Within 10 minutes (or less) of
procurement, enough liquid nitrogen (LNz) to cover the specimen is transferred to a new
polypropylene container. Using a clean forceps, the remaining cores are immediately placed
into LNz and snap frozen for 30-60 seconds. The frozen cores are placed in labeled, chilled
cryovials. {(All cryovials pre-labeled with bar-coded labels prior to tissue acquisition). The
cryovials are scanned with a barcode reader, logged into cryoboxes and held in a charged
CryoPod™ Carrier or charged LN dry shipper for transport to the storage facility.

Used forceps are placed in a bleach solution (1/10 bleach/water) in an emesis basin.
When time allows or a clean forceps is needed, the forceps in the bleach solution are gently
scrubbed with a brush, rinsed in water and allowed to air dry.

Temperature of specimens following acquisition and Snap Freezing but prior to
storage: Cryovials containing the specimens are to be held at <-150°C in an LN2
CryoPod™ Carrier or LN2 dry shipper until transfer to final storage location.

Storage of Tissue: Once all the samples are procured, the cryovials are transported in

CryoPod™ Carriers or LNz dry shipper to the SSF LN tank. Tissue samples are stored in
liquid nitrogen vapor, (-166.2°C to -195.1°C from top to bottom of tower).
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Temperature for collection and processing: All tissue procurement and processing
events are done at room temperature.

Standardization: All variables including the time between excision and snap-freezing and
time stored in LN2 vapor phase prior to shipment and/or utilization will be entered into the
database.

Oversight: All adverse and unexpected events will be recorded in the database and will be
addressed by the Internal Advisory Committee. This includes all phases of the process:
donation, processing, storage and retrieval, and utilization.
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Electronic Resources

ISBER Best Practices: Recommendations for Repositories
https://www.isber.org/page/BPR

NCI Best Practices for Biospecimen Resources:
https://biospecimens.cancer.qov/bestpractices/2016-NC|BestPractices.pdf
Snap-Freezing of Post-Surgical tissue Biospecimens:
https://biospecimens.cancer.gov/global/pdfs/NC| BEBP_Snap-freezing of Post-
surgical Tissue Biospecimens.pdf
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