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Banking (Deposit and Retricval)

i A T T

gy Core Facility (PCF) procures
processes, amalyzes, distibutes, and stores patient samples. Careful attetion is made fo each patients
level of consent. Backing may ouly be performed o procured samples in which appropriate cousent is
documented. This SOP describes the process for stoing (or bauking or archiving) sampls of human
biologicel material and for rerieving samples to make fhem available for scemfific research.  Each
uniquely ideutified sample is considered an aliquot

There are a variety of types of samples banked at the Pathology Core Faciliy, including those that are
stored s room temperanre (RT), efrigeraed at 4°C., frozen at -20°C., and frozen at -80°C,

Al specimens are secured i Iocked freezers or i zooms only accessible by authorized personnel
Corresponding electronic data are passwvord protected in & multi-layered secured server.

Defiitions:

ECOG  The Eastern Cooperaive Oncology Group is one of the lrgest clinical cancer research
organizations i the United States and conduets clinica trials in all types of adult cancers

SPORE The Scientific Program of Resesrch Excellence in Prostate Cancer t the Cascer Centeris
Sunded by a grant om the National Cancer Institute of the National Insitte of Healta. This
progrem focuses on developing new approzches i the prevention, early detecton, diagnoss,
nd reatment of buman prostate cascer.

TRB  Anisitutional Review Board, mandated by federal aw, s designated by s intitution to
review, approve the iniiation of, and condhuetperiodic review of research involving human
subjects or materals obtained om human subjects, forthe purpose of assuring appropriate
sk to benefit radio and patient privacy.
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[image: image19.png]6 Apply Byl secondany by for 30 e,
Pinse in fesh TBST.
i Apply strepavidin, borse radish perosidase (DAKO #K0690) fo 15 mintes.
19 Rinse in two changes of resh TEST buer,
20. Apply DAB chromagen-subsrate soltion for 7 mimtes. (DAKO DAB+K4007, Solution 3a.
and 3b). Use one drop of DAB= chromagen per 1 mL of buffered substrate
21 Rinse in disulled water
2. Counterstain in Mayer's Hematorylin (Sigana MES-80) for 7 minutes and rnse i running tap
3. Rinse in distilled water.
£ Blus sections i ammonis water (4 28% ammoritan bydroside in 1000 of distlled water)
Sor | mimute and rinse in ruIRing (ap Water.
5. Rinse in distilled water.
6. Delycrate and clea sections tarough 2 changes of 95% ethanol, 2 changes of 100% ethanol,
and 2 changes of sylene (10 dips each fo al soltions).
27, Mount sections with cover glass using a xylene based mounting medium.

Note: Assay will be repeated if Research Technologist or Pathologist deems taat contrl sides are
ot staining properly by comparison with previously run conols
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Specimen Harvesting
e AT e TS

Scope: There are choices t be made when Hste o lood 1 colleced (of harvested) Som pafients
This procedire describes those choices and the reagents and equipment needed to assure tha: specimens
are collected properly.

Materials - vacutainers, capsules,cryovials, busfer, Sxatives, puncher, LN2

L Tissue:

1. Fresh: non-frozen and non-fixed. Callect irec
containing one of the folowing buffers:
3. Phosphate Buffered Saline (PBS) fo tissue culfure and cel vabiliy stcies.
. RPMI for issue culfure, cell visbiliy studies, protein exraction, and mul-photon sdies.
. RNA Later for RNA exizaction.
Store in 4° C. refiigerator or on Cool-Pak or wet ice.

into  labeled sterle screwv-cap plastic container,

2. Frozen: non-fixed. Collect dicectly into a Labeled Tissue Capsule. Cover with OCT, a frozen tissue
‘mounting mediu, aud freeze in one of the following ways £or 1 to 10 minutes:
a Inliquid itrogen LN
. Inisopeatane (*-methyl-butane) tha has been cooled to approximately -70° C., ie.in
isopentane tank, dry ice, or liquid nirogen
. Frozen sections at 4um on plain sides for HAE
4 Frozen sections of 6 x Sum for RNA and/er Protein extraction.
Store on dry ice or in -80° C. freezer unii ship

3. Fixed: non-frozen. Collectdirectly into a abeled screw cap plstic container containing one of the
Sollowing fxatves
10% Neutral Buffered Forsalin 10% NBE)
B-5. Transfer to 10% NBF afier 2 hours
Alcobolic Formalin
Acetic Zine Formalin
Already paraffin embedded tissue, subrit a block or plungable macro-punchers ( 4mm, 6
or Sm)
‘Sections at um on plus slides. Do not heat reat. Ship atroom femperatie.
Tissue DNA. - x 5um in steile 30m] centifuge ubes.
Tissue RNA - 6% Sum in stenle 500l ubes.

Store at room temperature (RT) il ship

18117.2_data_0 kbqfw.doc 10£19 91202005





[image: image3.png]1. Biohazards:
Follow Nortwestern University's Blood Borue Pethogen Program, reating all samples
with Universal Safety Precautions.

2. Low Temperature:
Protect hands with nsulated gloves when handling materalin -80°C. reezers,

Ban
There are banked samples that contain cancer and samples that do not contan cancer fom both ECOG
and non-ECOG souees,

Aliquots are sacked by specific Bauk (or Frogram). The 18 Basks are
Code BulProgram
AGC AeraDigestive
BEN Bran
BSP Breast SPRORE
CTC Cutaaeous T-Cell Lymphoma
ERT Hear
AML Hematclogy - Acute Myelogenous Leukemia
AL’ Hematology - Acute Lymphocytic Leckemia
CLL Hematology - Chronic Lymphocyic Leakemia
Gl Gastro-Intstnal
GU  Genito-Urizal
LYM Lymphoma
MYL Myeloma
ORC Oral Cancer
OVC Ovarizn CEDP (Cancer Eay Detecion Program) Gynecological
PAN Pancreas
PSP Prosate SPORE
SAR Sarcoma'Sof: Tisse
OTH Oteer: Extercal Banks - NTH (National Instite of Healt)

Consent Levels:
There are 4 evels of patient consent. Tn order of ncreasing levels hey are:
1. Therspeutic
for determination of  patient's eligbilty for inclusion in 2 clinical il

2. Embedded Comelaive or Lab Study
additonsl research testing described inthe clinical il protocal.

Funge Use
‘Basking for possibe fiure scientific esearch.

4. Gesetic Studies
i which resuls will be supplied or liked to patent

Patients must have consented atthe #3 Level before any of thir biological mateial may be bauked, and
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[image: image4.png]hey must Bave consented at the 74 Level before auy of it may be retrieved for genetic tesing
Bank Deposits:
1. Assure that patientbas consented to having bis biclogical specimens basked for fitie research.
A for ECOG Study, check:
2. PeiTrack Database
b, 638, V42 Fom
Ifpatient has not consented to banking, renum specimens to instiution and.
documen retum of specimens in
&. ECOG Blocks / Slides Retumed to Insintion Log Book, and
i, PatkTrack, and
iit. Freezerworks, and
. shen File copy of FedEx Form

B for Nen-ECOG Study, check:
a Clinical Trials Division, Pathology Core Lab Requisition Form.
b, Cossent Fom, fom Study, Department, or PCF s NUOOX3
., for Prostate SPORE, note 1 consen exists for both Genetics and SPORE.
. General Tissue Repository-Att. Jeremy Mathews, Atachment 3.

2. Document eceipt and location of bazked specimens:
A forECOG Study, enterin
a. P Track Datebase, and
b, FreezerWorks, and
. Study Specific Folder in Brian’s Folder on secue Server.

B for Nen-ECOG study, enter i
2. Procurement Log Book, and
b, Study Specific Folder i Procuremsent Folder on secure Server.
<. Prostate Tissue Banking Folder on Teb?

3. Store speciumens appropriately. Specimen types include:
A Blood components (Serus, Plasms, CPT, PaxGene RNA / DNA, and bose marrow aspirate)
n cryovial
in cryo-storage bos (capacity = 81 cryovials)
in freezer rack (capacity = 12 tol5 boxes)
in freszer shelf(capacify = approximately 4 racks)
in-0°C. freezer (capacity = 4 shelves)

B Frozen iz

nisse capsule
i cryo-storage bos (holds approsimately
in frecze ack (capacity
i feczer shel (capacity = approximately 4 racks)
in-S0°C_feczer (apacity =  shlves)

s (for possibe fuure ENA or DNA Exiracion)
i micro-centifuge tube
i cryo-stomge box (capacity = 81 micro-centifge fubes)
in frecze ack (capacity = 12t 15 bones)
in frecze el (capacity = pprosimately 4 1acks)
i -S0°C. feceer (Capacity = shlves)

€. Tissue Secti

H
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[image: image5.png]D. Tissue Paraffin Block
a in cardboard storage box (capcity = 240 blocks)
b, atRT orin Cold Room at 4°C.

E. Glass Microscope Slide
a 1n cardboard sorage bos (capacity = 2000 sides) at RT.

Bank Retrievals:
1. Assure that Primary Investigator (P1) has IRB approval t receive banked specimens.

A, forECOG Study, check

B. for Non-ECOG Study, check:
2. Tissue Procurement — Services-Requisition Form, Attachment E

. note IRB Number, snd

. file for billing pusposes

2. Document and bil for fransferof specimen from bazk to PL
A forECOG Study,

B. for Nan-ECOG Study, enter i
2. FreezerWorks, and on
b General Tissue Repository — Att: Jeremy Mathews Form, Atiachment B.
To be fled s PCF.

3. Transfer specimens to P
A forECOG Study,

B for Non-ECOG Sty
2 for Investigators on site:
Have Investigator sign and date on back of Tissue Procurement — Services
Requisition For, Attachmen E, that he bas been given completed project.
b. for Envestigators ofFsite:
‘Ship and file FedEx Form.
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[image: image6.png]Storage Temperature Rang
1. Room Temsperature
Accepiable Range = 15C o

"C G0°F. 10 80°F)

1. 4°C. Reftigerator
‘Acceptable Range = 2°C. 0 8°C.

20°C. Freezer

‘Acceptable Range = 25°C to-15°C.

-S0°C. Freezer
Accepiable Range =* 10 55°C
*Colder tempersies are not applicable.

Routine Refrigerator and Freezer Maintenance:
1. Record temperature daily on Refiigerator/Freezer Log on secure Server
2. Scrape away fost buuldup a3 needed.

3. Assure that ar filters are ot obstructed with dust.

‘Non-routine Maintenance:
1. For refigerator and freezer service, contact:
Chns Ryan
7087074199
2. For ambiext temperature issues, contact
Nortwestern Universiy Facilites
312-503-8000
3. Document issues, L. out of range femperatuze,
Non-Routine Msintenance Log for specifc room, reffigerator,or feezer.
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Tissue Fixation

A T Ty

Scope:

The purpose of fxation s to sabilize the cells and extracellular profeins om post-mortem changes,
such 2s autolysis, and to render the tsse as close as possible o 3t original sate in the orgamsm. After
tissue is fixed, it may be stored, o Infilrated and embedded with paraffin for subsequent sectoning.

The Pathology Care Facly (PCP) recommendste e of 10% newrl buffered formalin (NBE) but
recogmizes othe fiatves aremay be wsed. T 35 svalable cormerilly, bt may be made by adéing
S phosphate monabast i sodivas phophte i 1. % foraldebyde. 113 oporant st
e formali be buffered 5o that ormaldeyde pigment s dark brown rystaline subsance) doss ot
ormon blood ich tsues

Note: 3
Formalin.

‘Formaldelyde s sold s formaldehyde gas dissolved in water and i considered 100
®% Formalin i sctually 3.7% Fommaldehyde.

1. Routine Fixation with 10% NBE
3. Volume of fixative should be s least 15 times greate than the volme of iste.
b, Most ixation is done at room temperafure (BT, 25° C.).
. Misimum length of fiation s determined by tssue sze and density
« Needle biospsies only requie 1-2 bours in fxative,
+ Sl pieces oftssue no thicker than 4 mm only require fixation overnight
+ Larger pieces may require up to several days n fxative.
& Maximum length of fxation is applicable if Lnmumobistochensstry (IC) i to be perfommed.
« Extended time in fxative creates cross-inking of proteins which may mask the
antibody’s ability to bind with the antigen
« Fixed tissue is stable i 70% alcohol indefniely at RT. Further cross-Jiking of
proteins does not oceur i 70% alcohal.
. Tissue may be placed in labeled fssue cassettesat any time prir to paraffn processiag.
« Regulr tissue cassetts allow for fissue no hicker than 3-4 o, Mega cassetes are
avalable forthicker fsue.
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[image: image8.png]2. Other Fixatives
2.4% Parformaldebyde (PFA): Equvalent to 10% NBF.

b. Aleoholic Formalin: A misture of 9

«ethanol and 10% NBE, usually 50/50. Dissolves fat.

 B.5: A fixative containing formalin and mercuric chlorde, sometmes used for ymph nodes
Shides prepared from B-3 fxed tisue require the removel of mercury pigment before Salniug.

e. Bouin's Soluion: A Sxative containing formalin, aceti acid, and picric acid. Picric acidis
intensely yellow and considered explosive in powdered form. Sections fom teses fived in
Bouin's stain well with Periodic Acid Schiff (PAS).

£ Kamovsky's Fixative: Used fo electron microscoy
parafomaldehyde.

. Contains buffered ghutaraldehyde and

Peecautions:
Formain s cousdered a pofatilcarcisogen, aud sould b used with proper pesonal protecie equipment
ventiation. Do notdizposs down drai. Contact Office of Research Safty (ORS) fr wait

‘Universal precautions for handling unixed specmens are hesame s fhose fo preventing raasmisson ol
blood bor nfscio:. Pathology Core Facily Persounel s required to abide b the Universty'srseacch
ooty poicie and procedure:
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Tissue Processing Using Leica TP 1050

A P Ter Ty 6

Scope:
Tk pocedure descrbsthe opention of eqipent it il o with meled paratinby
adinly expoing csseted o 0 bghe concenzaions o oo, (b ylne ( eanng sgext
il it bot coho aud pasfi s hén ek s, Afes mirsing, st i geperlly
Cabedded it beied block, which ¢ e ey o bncrorns.

Attachments:
A Leica TP 1050 Programs: Includes specific information regarding resgens, L. sations,
times, temperatre, pressure, vacusa, and stiring.

B. Leica TP 1050 Daily Log: Facilittes documenting Routine Meintenance.

Steps:
1. Prepare specimens for Leica TP 1050
2. Fisation
The standard procedure places issue, no thicker than 4mm, in 10% Neutral Butfered
‘Formalin (NBF) at room temperatu for 4 to 48 hours depending upon specimen size.
The rato of tssue to fsatve should be atJeast 115 Other fxatives atotber
temperatures may also be wsed
b. Decaleification:
Saumples containing calcified mateials such 25 bone should be decalcified pror o
processng.
¢, Cassettes and Baskets
Tissue should be secured in labeled tisue cassetes. Cassetes should be loaded into
basket made for TP 1050
2. Operaton of Lecia TP 1050
2. Clean Program:
« Assur tha clean program has been un snce last operaton. Program will not start
nless tis s been done.
b, Check Reagents:
« Assure tha reagents have been changed according to Routine Maintenance
Guidelnes
. Place up o three baskets contaning cassefted fssue info retort
d Selct Program tomux
+ Program RA1 (Rowtine Animal 1) i the most commonly used program. but shorter or
longer programs are availabie forsmaller and lrger tssues.
+ There arealso programs availble that stat i alcohl,skipping tae initial formalin
steps.
. Enter ino TP 1050 the mumber of cassttes being processed.
£ Select begiming or end time and dae
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[image: image10.png]‘2. Document Program Name and Numiber of cassefes o
Attachment A” Leica TP 1030 Programs
b When Program is complete:
« " Remove rack containing casseftes from tissue processor
« Runclean program.

Routine Maintenance:
1. Change
+ Resgents s Saions 1-10) s 3 arsfs il be changed spproiatly every 2 ks,
Thece Reagents may b emptied o filled, manally o remorey
b. Paraffins (Left, Middle, and Right) will be changed spproximately every 2 weeks.
Farafins mict be enpried remotety and filed manaly.
. Retort Cleuing Reagents(a Stanons 11-13)will b changed spproimately every
d. Charcos File spprovimsely every 6 monc.
2. Enpry:
2 Condensate spproxitely every 2 weeks
3 Docuent ReagentChasges on
s Atschent B: Lo TP 1050 Daiy Log.
Note Rotting ke consecive resges i mecesary because the TP 1050
tomaticaly e Geche: resgents st

outine Maintenance:
1. For service, confact:
Leica Microsystemss, Inc
Technical Service (§00-248.0223)
2345 Waukegan Rd.
Bannockbum, IL 60015
52, Document issues on
‘Leica TP 1050 Tissue Processor Non-Routize Maintennce Log.
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Tissue Embedding

A P Ter Ty 6

Scope: This procedure describes using the Sakra Tise-Tek TEC Embedding Center 0 secure and
orient tissue on a labeled tissue cassete prior t sectioning and/or storage. The embedding center uses
‘paraffin,first melted and then solicfied fo secure the st

Steps:

1 Enbedding

2. Remore tssue cassetes from Tisue Processor (Leica TP 1050) ater program completes.
Cassetes will b i meled paraffin (Fisher Paraplast X.TRA Tissue Enbedding Medium
#23.071.401)

. Transer cassetes to Exbedking Staion (Sakura Tisse.Tek TEK).
Paraffin and cassette chamber e st 10 60° C.

. Open one cassete at a time and discard the wnlibeled lid

d. Plae tisue in ppropritely sized embeddiog mold and il with meled paraffin

e Orient tssue fat agatast btom of embedding mold. using embedding center'scold suface

(ot special crienaton requiremants, L. cross.ecton, or agite])

£ Place labeled cassette on embeding mold and add more melted parafin if needed.

& Allow cassete to cool o cold surface before removing e cassete with parafin ebedided
tiste from the embedding mold.

. Scrape off escess paraffin fo ssure cassete will it wel nto microtome specinen holder

Re-Exbedding — Allows for optinsal orientation of it in paraffin block, and paraffin consistency
Sor creating and sectioning Tissue Micro Aray (TMA) blocks.
a. Place paraffin block pside dow in approprately sized embedding mold i cassette chamber
of embedding sation.
b. Follow Steps e-£listed above.

Routine Maintenance:
Note: Since paraffn blocks may be melted and re-embedded without harming the issue
documentation of this Rovtie Maintenance is not necessary.

1. Add more paraffin when reservoir is empty
2. Clean waste try periodicaly.

5. Clean metal molds periodically during the Tissus Processor Clean Cycle
% Scrape off excess parafin fom Embedding Center each day wsed.
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Paraffin Block Scctioning (Microtony)

Scope: This procedure describes using a microtome to cut thin sections off the face of 2 paraffi block:
foating those sections onto the surface of a waterbat: and picking up the section(s) ot a glass
‘mictoscope slde. Afer drying the side and dissolving away the paraffin,the tssue section can be
stained in 8 vanety of ways to facliate microscopic examization. Many sections can be cut Bom one
‘paraffin block, meking it possibe fo compare similar sctions,stained with different procedures,

Attachment:
A Microtome/Waterbath Daily Log

Equipment: Microtomes: Leica RM135, Microm EM315, and TBS 4060E
Waterbaths:  Leica HI1210, and Tissie Prep 135

Steps:

1. Preparing Microtome.
a. ssurethat block (specimen) holder s corrctly installed
+Use a paraffn block embedded with no tissue to assure that block holder is aligned
closely o rue vertiel and horizontal positon.
b. Assure that microtome i clean.
- Aussure that section thickness i comectly selected, wsally 4yms
d Assure that knife bolder is corectly installed, usualy atseting of approsimately 10,
. Assure that sharp blade i nstalled o the knife holder

2. Preparing Waterbath.
a. Assure that waterbath is clean and filld daiy with disdlled water.
b, Assure that waterbach s at desired temperature, sually 45° C. = 3° C.

3 Preparing Paraffn Block or Mictotomy
2. Re.cmbed block if
" Tisne is not embedded flat agaiustthe sufsceof th block fce.
5. Block s previously been cut 00 closely to casste
i Airbubbies nerfere wih issue
. Secure block n block kolder.
 Face (o rm blck toassze that ull face of e is exposed.
d Plce paraffn block fce down n @ combinaton of ce nd waterf kydiate and ool
+The exten of sosking depends upon the condtion of tssue and thckness of secton
The thicner th secio,the mare the tstebenefits rom colder temperataes,
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[image: image13.png]4 Sectioning e Block
2. Secureblock in block holder again
. Section theblock, o create @ nbban.
. Place ribbon on waterbath's e, with shiny side of ibbon dov.
& Puck wp dsiredsecton(s)onto labeled slice.
1 Minimize selction of sectons with ar bubbles and wrizkles
1 Orient sectons from the same block on mulipe slides i the same way.
i Slide choices:
« Uscoated slides suffice for HAE staiing, but charged sides are generally used fo
assure good tissue adherence.
+Silanized slides offer even more tissue adberence and are recommended for in situ
hyoridizetion (ISK) and some immumobistochemical (IHC) procedes.
se uncoated sides for Laser Capture Microdissection (LCM to faclitate
removal of isue from lide
. Specific sectoning requests cn nclude:
. Serialsectons, which are consecutive secions.
i Step sections, which ae sectons taken a various inervals.

Sterile” Sectioning for DNA or RNA Aualysis
2. Extra care naust be taken when sectioning & paraffin block for genetic testing.
. Clean microtome and forceps with alcobol and wait unti alcohol evaporates before
cuttng ezch block.
i Depending upon protocol, change blade afer cuting each block or every two blocks.
5. Wear mask and clean gloves while cufing.
. Depending upon protocl, callct sectons directly into labeled serile eryovials or float onto
clean waterbath and pick up using approprite slide
+ Depending upon protocal, water in waterbath should either be replaced or skimmed
clean before cuting each block.

Routine Maintenance:
1. Clean microtome and waterbath after each day’s use

2. Note actual temperature of water in waterbath during each day's use

3. Document dsily use of microtome and waterbath on Microtome Waterbath Daily Log.

‘Non-Routine Maintenance:
1. For service contact.

Stan Weglarz

Midiwest Bio-Technology Inc

1108 South Rbert Dr.

Mt Prospect, IL 60036

847.503.3390

Leica Microsystems, Inc

Techuical Service (00-248.0223)

2345 Wankkegan R,

Bannockbum, IL 60015
2. Document issues on Microtome/Waterbath Non-Routine Maistenance Log.
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Tissue Micro Array (TMA)

Scope: This procedure describesthe use o the MTA-1 (Manual Tssue Amtayer) by Beecher
Tnstrupents, Inc.to create tissue microarray (TMA) bocks. TMA s @ techmology which facliates
research by permiting the collction of biological specimens representing a great many inividuals
without requiring a reat deal of sorage space. TMA eases comparison of the hstological
charactersics of ifferent ptieats pathologies by placing many different samples of issue together on
e seme microscope slde for abservation. Also, TMA belps prevent the umecessary exbaustion of
irteplaceable pathological material. since it permis e same diagnostc and reseach objectives fo be
achieved with farles tissue than was required for such objectives before TMA existed

A core of paraffi is removed from a “recipient” parasfin block (one embedded without tssue) and the
remaining empty space is illed with a core of paraffin-embedded-tissue from a “dosor” block. This
rocess can b repeated up to 300 times for one TMA block, resulling n a block containing mapped
pieces ffom many differen blocks, and when sectioned, prodices a slide containing mapped pieces Fom
‘many different blocks. A corresponding map records each core’s ocarion n the grd and the information
connected with it (patient ID nunber, stady am, etc). The aray sections can be used for all

histological staining, including Hematoxylin & Eosin (H&E), Immunohustochenistry (THC), and I sita
bybrdization (SHD.

Steps:

1. Prepare the door blocks exd coresponding HCE slides
. Re-embed tissue to assure uniform wax consistency and optmal issue orientation.
. Prepare a fesh HAE slide from each re-embedded potentisl donor bock.
« The doror tissue sample sie should be at east 1.0 mm thick for best resuls.

2. Pathologist characteizes each HAE slide for appropriteness of diagaosis and percentage of umor.
a. Exaniine each HAE slide microscopically and indicate, with the Area of Lterest
(AOT). This area corresponds to the area on the block: from which the core(s) will be taken

3. Prepare the recipient (TMA) block
s, Label a blauk cassete, sing the automated cassette labeler.
b, Determine the size of the TMA block and use:
o M- the medium mold (30 mm s 23 mum) or
« - the large mold (35mm x 23m)
. Mske a paraffin block, contining no isue, using the abeled cassete.
« Assue that the paraffin block surface 1 fat and paralel to the underside of plastic
Cassette and that it costains 0 air bubbles.
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[image: image15.png]4 Design the amay
‘. Determine the diamete of the ores to be removed rom the donar blocks.
« Available core sizes include 0.6, 1.0, 1.5, a0 20ram
« Core size s often indicated by protocol, Le., breast cancer tudies require the smuallest
Core size, 0.6 mm. t conserve fssue while removing 3 cores rom each donor block
during the routine production of 3 TMA blocks from each group of subjects.

b. Allow for enough space (3.0mm) aroud the edge of the block to avoid cracking paraffi.

. Determune the mumber of colunus and munber of rows o use by noing the following table,
‘which describes Maxinmum Number of Cores per TMA Block, with respectto core size and.
mold size.

o **Bunches are color coded

Masimum Number of Cores per TMA Block

Core | Spacing | MoldSize | MaxmumNo of
Sie | bemween Cores / Spaces
) | Corsg

06 15 L 0
it | M 5}

10 20 L 135
wigreen | M 108

15 5 L 5
wsiack M i)

20 30 L )
vhite M i

4 Create a map, identifyng the position on the grid and th identification of each of the donor
Block cares
« Include cores from control blocks (tssue and cell ine) o be used.
8 (4 dsue conols in diplicate)
for Bresst Protoccls
Fibroadenoma
Normal Endorsetriuz
Nommal Salivary Gland
Noral Tests
63 celllnes in duplicate)
for Breast Protcols
MCFT
SKBR3
4D
« Esch TMA Block will be asymmetric to assure map orientafon, Le.
2% column black and
4 row blank and.
bottom ight space blazk
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[image: image16.png]Asymmetric TMA Block Orientation

5. Construct the TMA.

2. Tnsal

‘pair of tissue punches, for desired core size, in MIA-1
‘Tnstal the slightly larger o the pair identified i blue) o theright (for the donor
block).

‘Install the slightly saler ofthe pair (identified in:
secipient or TMA block)

o the lft forthe (for the

b, Tnsert the Recipient (TMA) Paraffin Block into the MTA-1 block holder. Secure in place by

tightening fwo screws i block holder with MT

1 allen wrench.

core from TMA Block.
Assure that Recipient Punch is swung into plce.

lign punch over site of 1* core, usually top let comer (1a), by furning micrometers.
Zero micrometers by pressing the X and Y “ZERO/ABS buttons.
‘Gently ower punch into TMA Block: using care no to punch too deeply. Maximum
‘punch depth can be adjusted with arge vertcal screw on the left.
Raise punch
‘Remove parafin core from punch, us

punc's sty

4 Remove core from 1% Donor Block.

Place the Danor Block Bridge over the TMA Block Holder.
Swing Donor Punch ixto pace.

‘Manually align Door Block so that A0T i directly under the Donor Punch.
Lower and raise punch.

Remove core o tissue from punch using punch syl

. Place Donor Core nfo TMA Block.

£ Adjust the micrometer

Repeat i cycle (Steps
To punch holes on right balfo
Holder, becans

_ata_0_ Kbqfyvr.doc 16 0

Remove Donor Block Bridge ffom over T\
delicate loose core of issue.
Using forceps, align Doxor Core over hole
Lower Donor care o hole aad assure
with clean glss slide

) to move the precision guide to the next XY positon
Follow the Spacing Benween Cores (mm) Colum i the Maxizm Number of Cores
‘per TMA Block Table above to determie the approprite increments
9 to construct the whole amay.
£TMA Block, rotate it 180° and replace in Recipient Block.
55 micrometer should not be extended beyond 9 .

A Block Holder, noting location of

eated for it in the TMA Block.
Tevel block suface by press

evenly

9 9202005




[image: image17.png]& Samooth and levelsurface of TNA Block.
2. Remore the TMA Bock from the Recipient Block Holder
. Place e TMA Block i ovenat 37°C., masimum temperstre, for 30 mimts
. Genty press 2 las slide n the op of tae TMA Block, applying even pressureto push ll
tisue cors o te block tosame level

7. Section TMA Block.
2. Cuta section from the TMA Block and tan the slide wita HYE for QA/QC review by
Pethologis
. Store TMA Block and save TMA Map for any e sectoning requests

Routine Maintenance:
1. Keep MTA-1, punches, and stylets clean.

2. Tmicrometer Bl to display, replace is battery with a DR2450.

‘Non-Routine Maintenance:
1. For pars, contact
Beecher Instmumens Inc.
686 Progress Way
Sun Praiie, W 53590
608.837-8847
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THC-Streptavidin-Biotin Visualization System

A T

Scope: A immmonisiochenical procedire wing Commercially svelable antibodies, for
‘microscopically visualizing antgens (protes) on sldes containing st sections of paraffin
ermbedded tissue. Each assay vwill include a positive control,  slde wih tsse know fo posiive for
the specific antigen. There are o fypes of negative contols, which may be used: a positive
‘control side i which serum is substtted for the primary antibody of a ssue Lnow to be negative
for the particular antigen. May be performed manually of o the DAKO Autostainer

Stps:
1"t secions ofsue samples at 34 microns and place on chargedor slanizedsides. Allow
Slidesto i iy before placing i e e,

2. Place setions i 38 60 C oven for aleast  Bour orovemigh o adsionof s
Sctons.

Deparatiuize secios:

o3 changes of ylen at S miutes each

. 2 change of 100% Ehanol a3 e each
¢ 2 changes of95% Etanol at 3 miutes each
G 2 change of 80% Eianal t 10 s ach

e 3 change of distlled water at 10 i each

3. Targt rerev setons usinga igal presune cosker(Bocare Medical)
+“Placesctions i contner containing ciat bufr p 6. et reieal soltion
(DAKO #51639)

« Placecontaner i th pressrecookerandsecurey ghen he lid

© Set e presune cooker o het to 125°C.for 30 seconds. Allow pressire coker o conl 0
50 degsee bedore ventiog and reaving.

Reimore sldes fom preseun cookerand gy e is g disilled water:

Rinsein i bufered salae pH 7.6 it ween 20 (BST) (DAKO #S3008) fo e misutes

before proceeding wihsaining procedure

Note: All incubations ar carried outat 00w temperature on an automated stainer wiless othernise
noted.

Apply 3% bydrogen percxide for 10 minutes (T, Baker 2150-01).
Rinse n fiesh TBST

Apply avidin (DAKO #¥0590) for 10 mimtes

Rinse in fresh TBST buffer.

10. Apply biotin (DAKO #X0590) for 10 minutes.

11, Rinse in resh TBST.

12, Apply Proten Block (DAKO #X0909) for 5 mimes.

13. Db off excess protein block on the side on @ paper fowel. Do wot rnse i buffer
14 Apply primary antibody for 30— 60 minutes.

15. Rinse in resh TBST.
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