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Blood Products
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Figurel. Blood ProducBORWorkflow

Purpose

The purpose of this procedure is to outline the process for collecting, processing, and stalmadospecimens
and derivativesgor the CPDPC Consortium working groups and ancillary study propédiidood products are
collected and processed within 4 hours.

Materials

1. Biospecimeriorm (at the end of the SOP
2. 4-EDTA tubg(7mL) for plasma and buffy coat [Becton Dicking6645Q*

2 - Redtop tubes(6mL) no additive, no clot activator, n®8ST (serum separator tubes) for sefiD
vacutainers catalog867815]*

2 PAXgene® Blood RNA T(®& mL)CatalogNo.762165

1 PAXgene® Blood DNA T8 mL)CatalogNo.761115
Crushedce if a delay ianticipated(Always available)
Appropriate racks to hold tubes in uprighbsition
Refrigerateccentrifuge

Transfermipette [Southern Labware, 138080G or similar]

10. Volume adjustablgipette [Eppendorf, ETTR4423 or similerfaccommodatadifferent volumes (i.e.
1uL,250uL or 1.8mL)

11. Labels suitable for longerm freezer storage, and IDs printed usingb2@coding (CDMC wiirovide,
Request Form in Secured Webite

12. 50 Aliguot cryovials with screw top gasket closure [Fisher Sciedtfxtb163N]
Version #3 Date:02/07/18 Page2 of 53

w

© 0N OA



CPDP6-02 PROCEHRIospecimen Collection Methods
Standard Operating Procedures

13. Cardboard freezer storadmxes[VWR#89214752 2" Cryogenic box, with drain slots, with grids, 81 cell
divideror similai

14. Cardboard freezer storagmxes [VWR89214738 4" Cryogenic box or Divider 49 cell VWR #8202 0r
similarfor RNAwhole blood

15. ¢B0°C Freezers with emergency baclkygmerators

Additional supplies needed foBuffy Coat / PBMCollection

50 mL conical tubes [Sigma Aldri€1,S430828]

15mL conical tubes [Sigma Aldrich, CLS430791]
Ficoll PaquéPlus [Sigma AldriclgE171440-03]*
Phosphatebuffered salinesterile [Gibcg 14190144]

Red blood celhCHKlysis buffer ThermoFisher, A10492(1
Trypan Blue [Gibcd,525G061]

Microcentrifuge tube [CostaB620]

Cell Freezing Media (Sigma) [Sigma AldG&1,6450ML}
G a NNR 500 @ ¢ conhthifeSNalyeyieb1000001][see attachment]
10 G-Chip Disposable Hemocytometer [NanoEnTHRENO1]
11. Micropipette

12. LN2 Freezer for extended storagesamples

©CoNOO~WNE

Buffy Coat Alternative Method Supplies

13. Lymphoprep Separation MediumSTEMCEMechnologies Part #07801, Category#4461-13, stable
until manufacturer expiration at or below 20°C protected from light. HMMIS# 88151

14. Leucosep cell separation tubes (12 & 50 mL) (Fischer Scientific (Gren@meBinternational), Vendor
Cat#163290 & 27290)

1. Qollection

1.1 Blood collection should be performed by a licensed phlebotomist, nurse, anesthesiaogigtlical
doctor, or a clinical research coordinator trained in phlebotomy.

1.2 Collection should be performed in an adequate setting, e.g. ipthebotomy room, or otthe ward. Blood
collection in the operating theat should be avoided, ffossible.

2. Processing

2.1 Appropriate precaution should be taken for all patient blood samples as the infectiatusof
specimens cannot always bletermined
2.2 All centrifuge spins should be performed using lids that prevent aerosol releasélsothsamples.

Notes

1 This SOP applies to the collection of serum, plasma, buffy coat, and bbote
1 This SOP does not cover blood withdrawal techniques/procedaresified personnedhould follow
standard withdrawaprocedures).

Version #3 Date:02/07/18 Page3 of 53



CPDP6-02 PROCEHRIospecimen Collection Methods
Standard Operating Procedures

1 ThisSORloesnot coversafetyproceduredor the collectionandprocessingf thesesamples and personnel
must follow institutional biosafetguidelines.

This SOP does not cover informsghsentprocedures.
Definition: g forcgG) = relative centrifugal force (RCF)

= =4

Plasma (EDT#be)

Collectapproximately7 mLblood ineach ofthe two (2) EDTAlood collectiontubes
Mix blood thoroughly after draw by inverting the tube 8 totiifies.
Store vacutainer tubespright at4°C (refrigerated or on wet ice) untiéntrifugation.
Blood samples should be centrifuged, processed aneBd°C freezer within four hours difiood collection.
Centrifuge at 1200g for 10 minutesraom temperaturewith the BRAKE OMfter centrifugation, the
sample should separate into 2 layers: top layer is the plasma, and the bottom layer is thébuffigecoat)
and red blood cells.
6. Carefully collect the plasma layer with an appropriate transfer pipette without distg the buffy coat
from both EDTA tubeisito a 15 mlconical tube.
Ensure sample homogeneity.
8. Aliquot using a pipet into 250L aliquots.After collecting(10) 250> f I f Aljd2ia RAGARS (K¢
remainder of the samples into largelume 1.8mLaliquots(up to 6)and freeze.When
requested, the 1.8nL tubes should be completely thawed, vortexed and procesged50L
aliquots, labelled and logged into systeRiace tubes iR80°C freezer
9. Care should be taken to prevent disturbing the bottom layeichitould resulin
contamination.
Notes

agrONPRE

™~

1 Plasma should be free of hemolysis (reddish in color). If the sample is hemolyzed (ireddish), aliquot
the nonhemolyzed sample first, and then finish with the hemolyzawchple

1 Freeze plasma specimens belg80°C no more than 4 hours after the blood dr&iasma aliquots can be
temporarily (< 4 hoursyefrigerated or stored on wet ice (4°C) until able to freeze81°C.Sampleshould
not be thawed prior to shipping.(Will be shippedon dry ice.Referto Shippingand ReceivinGOP.)

Warning Excessive centrifuge speed (over 2000 g) may cause tube bresk@gaposure to blood and possible
injury. If needed, RCF for a centrifuge can be calculated. For-lameocalculator tool, please refer to:
http://www.changbioscience.com/cell/rcf.htnor http://insilico.ehu.es/mini_tools/rcf_rpm.php

Preferred/Primary Method:Buffy Coatl PBMC

Collect7 mLof blood ineach ofthe two (2) EDTAblood collectiontubes.
Mix blood thoroughly after draw by inverting the tube 8 totiifies.
Store vacutainer tubelorizontallyat room temperatureuntil centrifugation.
Blood samples should beentrifuged, processed and i¥80°C freezer within four hours diflood collection.
a. Centrifuge ab80g for 10 minutes witthe BRAKE Ot roomtemperature.
After centrifugation, the sample should separate into 2 layers: top layer is the plasmifegnoitom layer
is the white and red bloodells.
a. Using a transfer pipet, transfer the top plasma layer insDanL conical tubenddivide into
(up to 10)250 L aliguots (label as plasma from buffy coat SOP).
b. 1 FG4SNIJ 02ttt SOGAY 3 ¢ mrendaindepofithessdmplésfinto lladmuina, 1.&A JA RS i
mL aliquots (up to 6) and freez&/hen requested, the 1.8 mL tubes should be completely
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thawed, vortexed and processed into 2BD aliquots, labelled and logged into system.
c. Using a transfer pipetombine ad transfer the entire bottom layeof all the EDTA tubes inn50
mL conical tubwith appropriate label.

6. Rinse the blood collection tube (EDTA) with-{B0mL) of PBS using a pipet in order to colkdtpossible

cells and transfer this PBS to the 5Q mbe containing the remainiridood.
a. Fill the 50ml tube with PBS to a volumi35 mL
b. Recap the tube, and mix well by inversiom3mes.

7. Underlayl3 mLof Ficollin the 50 mLconicaltube usinga sterile 10 mL plasticpipette
placed beneath the blood at the bottom of the tube, and releasing very slowly. A clea
Ficollayer should form at the bottom of theeibe. REN(C

8. Carefully cap the tubes and centrifuge thenmn 89 minutes at 80gwith the BRAKE OFF
to prevent mixing of théayers.

9. Following the spin, the layers will be separaietb 3 layersas follows: TOE PBS,
MIDDLE, buffylayer containing PBMCs, BOTTQWMicoll, RBC, GranulocytéSeeFigure
2). Using a sterile 10 mL plaspipette, carefully collect the Buffy coat layer and put in &
fresh 50 mL tube. It is OK to collect althaf top PBS layer to maximize cell yield. After &
the cells are collected, dilute the sample to a ta4550 mL by adding PB&d
centrifuge the sarple at 58@ for 10 minutes with th8RAKE ON Figure2. Buffy Coat

10. After the spin, gently pour off the supernatant taking care not to disturb the cell pellet>°73 lavers
Re suspend thepelletin 10 mL of AKC Lysis Buffer and incubate for 2 minutes. Fill the
50mL tube with PBS to a vahe of 50mL and centrifuge the sample at 5809 for 5 minutes witlBRAKE
ON.

11. Aspirate the supernatant from the pellet. Resuspend the pell@&B$. For a small pellet, senL PBS so you
R2y Qi KIFI@S (2 NBO2y OSy i NI i Sup to FoimE RBSGo2 amyhiir@oynBad C 2 NJ f
aliquot the resuspended cells using a suitable method.mhisinclude an automated coulter counter, or
manually via trypan blue exclusion atnemocytometer. An example of this methis presented afllows:

a. TakelO> bf suspended pellet and mix with $0bf Trypan Blue (1:10) inlaor0.5mL

microcentrifuge tube and count viabtells.

Calculations: { [# of cells * 10dilution factor (in this case 10)] / 4 }* volume difuted PBMCs

Add enough PBS to cslispension above to bring volume up tor@b.

Centrifuge the sample at 58ffor 5 minuteswith the BRAKE ON

After centrifugation, discard PBS by gently pouring it off and resuspend the {bleiteis your buffy

coatcontaining PBMCpswith a suitable volumef Cell Freezing Media (Sigma) and transfer into a

labeled cryovialThevolume is usually ~2 mL, howeyeells should ideally be in a concentration range

of 3x 1#¢ 5 x 1@ cells per mL of cell freezing media. Multiple frozeguais of cells maype

necessaryRecord the concentration of the cells in the buffy coat sample acquisition form.

f.tf1O0S GKS (dzo S (SkeFigae dreezingcantdiver(iTaBné)xi ®am
temperatureandthenplace in-80°Cfreezer.

g. RemoveMr. Frostyfrom -80°C afted-96hrs, place the cryovials ia cardboard freezer storadmx,
andthen place in vapor phase of liquid nitrog&eezerfor longterm storage.

erythrocytes P

cooo

Figure3. Mr. Frosty
Nalgene 5100001
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12. Allsamples (plasma, serum and buffy coat) should remain frozen and shipped on dry icdo(Rkeiigping

SOP.)

Alternative/ Secondary Method: Buffy Coat/ PBMC

1.
2.
3.

»

B oo~

12.
13.

14.
15.
16.
17.
18.

19.
20.

Work in BSC using aseptic technique.

Gently invert blood tube several times until well mixed.

Usinga biohazard wipe, remove the specimen cap and pour blood into appropriately labeled separation tube.

Repeat this process for each blood sample, working with one at a time.

Centrifuge the separation tubes for 10 minutes at 1000 RCF at 200C.

Using a trangér pipet, transfer the top plasma layer into a 50 mL conical t@vel divide into (up to 10)

250pL aliquots (label as plasma from buffy coat SOP).

al 1S OSNIFIAYy y2G G2 RAaANHz2JI GKS t.a/ fF&SNW ¢ KAa

platelets.

a ! FOUSNI O2ft t SOUAY3I omno Hpn >f €Al dumg LRAGARS

mL aliquots (up to 6) and freez&/hen requested, the 1.8 mL tubes should be completely
thawed, vortexed and processed into 2BD aliquots, labellednd logged into system.

Using a sterile transfer pipette, transfer PBMC layer to the labeled intermediate tube.
Add RPMI to a total volume of 13 mL. Invert gently until mixed.
Centrifuge at 250 RCF for 10 minutes at 200C.

. Aspirate the supernatant almost the cell pellet (leaving cell pellet undisturbed).

a. Use a sterile glass Pasteur pipette with an Erlenmeyer vacuum flask

. After the spin, gently pour off the supernatant taking care not to disturb the cell pBiesuspend thepellet

in 10 mL of AKC Lysis Buffer and incubate for 2 minutes. Fill the 50mL tube with PBS to a volume of 50mL anc
centrifuge the sample at 5809 for 5 minutes with BRAKE ON.
To the intermediate tube containing cell pellet, add PBS up to the 10 nmk. mar
Gently mix sample using a disposable sterile transfer pipette-suspend cells, create aliquot for cell
counting.
a. Perform cell counting on aliquot using AO/PI stain and automated counter
Centrifuge intermediate tube containing cells/PBS at 250 RCEOfminutes at 200C.
Aspirate the supernatant almost to the cell pellet using a glass Pasteur pipette and Erlenmeyer vacuum flask.
Add Freezing Medium (10% DMSO in Complete Medium) to the cell pellet
Gently resuspend the cell pellet using a sterile tréaripette.
Transfer 1 mL cell suspension to each of the labeled 1.8 mL cryovials.
a. Isolated cells may be temporarily stored refrigerated for up to 4 hours.
Cryopreserve cells using controlled rate freezer.
Upon completion of controlled rate freezing, tisfer cryovials to LN2 storage.

Note: A separation tube is a conical tube with a frit. We fill this separation tube with a separation gradient media
similar to Ficoll. The frit simply allows a technologist to pour the blood in versus gently layexagtite media

and more easily harvest the cells after the first centrifugation step. We have compared this technique to the Ficoll
methodology and have observed comparable yields and viability results with a slight improvement in the %CV
over the manuaFicoll process.

Serum

1.

CollectapproximatelydmLin each ofthe two (2) red blood collectioni dz6 S& 06 a @ Odzi I A Y SNRE £ 0
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Note: Use red top (serum) tubes (silicanatedY no additives and not SST (sersaparator tubes). These
tubes, without additives, allow theed blood cells to form a clot. The chdso includes white blood cells,
platelets etc. After centrifuging, the clot is at the bottom of thbe, and the serum is on top of the clot). The
red top tubes do not have to be full to bsed.
2. Filled red topblood collection tubes should sit upright after the blood is drawroam temperature for a
minimum of 30 to a maximum of 60 minutes to allow the clot to forrthdfblood is not centrifuged
immediately after the clotting time (30 to 60 minutesrabm temperature), the tubes should be
refrigerated or on wet ice (4°C) for no longer thahaurs.
Centrifuge at 12009 for 10 minutesth the BRAKEDONat room temperature.
Pull serum in 15mL conical tube and mix.
Aliquot the serum (the supernatant or uppewykr) into the cryovials with appropriakebels. Aliquot
volume is required to be 259 fAfter collectingte(10)n pn >f | f Aljd2G4& RAGARS
into larged 2 t dzY'S | t A (pun2 6), &réeze vaddylatel, hawhen aliquots areequested foranalysis.
When requestedthe 1.8 mL tubes should be completely thawed, vortexed and processed inuh. 250
aliquots, labelled and logged into system
6. Close the caps on the cryovials tightly. This process should be completed withindgf hour
centrifugation.
Note: Use all serum except the last 1/4 inch to avoid red blood cell contaminatiogeHike mass is present,
pierce gently with a pipette tip and feentrifuge at 1200g for 5 minutethien aliquot into desired amount.
Aliquot as muclas the serum yields. Serum should be foé&emolysis (reddish in color). If the sample is
hemolyzed (reddish in colorjjscard.
. Check that all aliquot vial caps are secure and that all vialalaeted.
. Freeze serum specimeg80°C no more than 4 hourafter the blood draw.Serumaliquots can be temporarily
NEFNRAISNI G§SR 2 NJ, 14ihdusBrill atfteyfo frée3diat80°@S o6 n x /
. Thesamplesshouldnot be thawed prior to shipping.(Serumwill be shippedon dry ice.Referto Shippingand
ReceivingsOP.)

arw

z

0 K S

o ~

©

Whole Blood for DNAPAXgene)

Collect approximately 8.5 mL of blood in one (1) 8.5 mL PAXgene Blood DNA tube.

Mix blood thoroughly after draw by inverting the tube 8 totiifies.

Aliquot blood into cryovials with appropriate labels. Aliquot voluseequired to be 1.7 mL.

Collect five (5) 1.7 mL aliquots.

Check that all aliquot vial caps are secure and that all vialalaeéed.

Freeze whole blood specimeg80°C

Sampleshouldnot be thawed prior to shipping.(Samples Wl be shippedon dry ice.Referto Shipping and
Receiving SOP.)

NogohrwdE

Whole Blood for RNAPAXgene)

Collect 5 mL of blood into two (2) of the 2.5 mL PAXgenadBOIA tubes.

Mix blood thoroughly after draw by inverting the tube 8 totiifes.

Allow tubes to sit upright at room temprature for a minimum of 2 hourshen freeze.

Freeze tube upright iR20°C freezer for at least 24 hours

Place frozen tube ir80°C freezer until shipped.

Sampleshouldnot be thawed prior to shipping.(Samples Wl be shippedondry ice.Referto Shipping and
Receiving SOP.)

ogaklwdE
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Whole Saliva
Saliva
Sample will NOT be centrifuged
Collected ™ - Collected
volumes volumes
<2mL 22mL
J 4 &
1 mLadd RNase Remaining mLs
No Media added Inhibitor No Media added
-
Aliquot 250uL Aliquot 250uL
Freeze -802 C
Figure4. SalivaSOPNorkflow
Purpose

The purpose of this procedure is to outline the process for collecting, processing, stabilizing and staling of
specimens for th€PDPCAllsaliva is collected and processed within 4 hours.

Notes
9 This SOP does not cover safety procedures for the collection and processing siingses and
personnel much follow institutional biosafegyidelines
9 This SOP does not cover informed congentedures.
Materials

=

Biospecimeriorm (at the end of the SOP
2. Sterile saliva collection container [Corning, Inc. Falcon 50 mL Conical Centrifuge Tofb@49A, or
similar]
RNnase inhibitor FBUPERad® RNase Inhibitor stock AM2694; Ambion, Austif* TX
w Stock solution as supplied by manufacturer.
Picture of lemorprovided]
Crushed ice (always)
Transfer pipette [Southern Labware, 138080G or similar]
Volume adjustable pipette [Eppendorf, ETTR4423 or simdlaa$commodatealifferent volumes (i.e. 1uL, ,
250uL or 1.8mL)
Labels suitable for longerm freezer storage, and IDs printed using 20 barcoding (CDMC will provide,
Request Form in Secured Webite
9. Aliquot cryovials with screw top gasket closure [Fisher Sciedt#f&65163N]
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10. Cardboard freezer storadmxes [VWR89214752 2" Cryogenic box, with draslots, with grids, 81 cell
divider]
11. ¢80°C Freezers with emergency backygmerator.

1. Collection
1.1 The research participant will rinse mouth out witlater.
1.2 Participant should avoid use of the following bef@iving a saliveample
1.2.1 Brushing teeth/ eating meal >Hour
1.2.2 Mouthwashes or fluoride rinses >hbur
1.2.3 Smoking or chewing gum > B0n
1.2.4 Alcoholic drink > 1Rours

1.3 Unscrew cap and have participant hold a sterile Falcon 50 mL specimen collection tube that is seated in a
cup of crushed ice.

1.4 Ask participant to close mouth and think of favorite food or provide a visual stimulant such as lemons.
15 Ask participant to allovgaliva to pool in mouth for approximately2lminutes.

1.6 Tilt head forward.

1.7  Ask participanto gentlypush the (passive) drool intbe Falcon collection tubeith their tongue

1.8 Obtainmaximum volume of saliva in 5 minutes (approximaB mLof salivaapart fromfoam/bubbleg.
Try to keep bubbles to a minimum.

1.9 Collect saliva for up to 5 min only
1.10 Replace cap ofalcontube.

2. Specimerprocessing

2.1 Keep the sample refrigerated or on wet ice (4°C) until processed
2.2 Collected saliva volumes will vary
2.3 Forcollected volumes < 2milPriority #1
2.3.1 From collection falcon tube liguot 250> bf the sample intocryovialswith appropriate labels.
2.3.2 Do NOT centrifuge. Do NOT add any media.
2.3.3 Aliquot volumés required to bea minimum of250> f{ @
24C2NJ O2f t SOan8-Mrio@tg#2dzy Sa x
2.4.1 Transferfirst 1ImL of salivéio a conical tubeandadd RNase inhibitor.

1 Add §UPERva§|d§\I RNase Inhibitor stock (AM2694; Ambion, Austin, TX) to salava to
finalO2 Yy OSYUNY GA2Y 2F ndnanu kY[ 6ém >[ 2F Hn
datasheet from Ambion.

1 For example, if you collectdls of saliva,adti>[ 2 F G KS wn 'k>[ aiz2c
SUPERaséN

2.4.2 Mix tube thoroughly after adding inhibitor by cappitige conical tubeand inverting the
tube 8 to 10times.
2.4.3 From conical tubaliquotfour (4),250> 6f the sampleinto cryovials with appropriate labels.

2.4.4 Transfer the remaining salifeom collection falcon tube to cryovialgith appropriate labels.
2.4.5 Aliquot volumes required to bea minimum of250>|.
2.4.6 Do NOT centrifuge. Do NOddaany media.
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2.5 Check that all aliquot vial caps are secure and #flatials are labeled witharcodes.
2.6 Freeze whole saliva specimens belg8®°C no more than 4 hours afteollection.

2.7 Sampleshouldnot be thawedprior to shipping.(Willbe shippedon dry ice. Referto Shipping and
Receiving SOP.)
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Urine
Urine
Clean Catch
Dip Stick (in clinic)
Process Within 4hrs
Centrifugation
TS
Divide supernatant into 3 equal parts + pellet
e ] - - -
No Media Add RNase Add Proteinase Pellet
Added Inhibitor inhibitor ‘
‘ Aliquot Supernatant 1800 pL x 6 each ‘
Approximately 18 total
Freeze -802 C
Figure5. Urine SOP Workflow
Purpose

The purpose of this procedure is to outline the process for collecting, processing, and stoiing of
specimens fothe CPDPQAIl urine is collected and processed within 4 hours.

Notes
9 This SOP does not cover safety procedures for the collection and processing siithgeses and
personnel must follow institutional biosafetyidelines.
9 This SOP does not cover infegd consenprocedures.
Materials

=

Biospecimeriorm (at the end of the SOP
2. Sterile urine collection container with a wide mouth and a {pabof cap [VendorCardinal Health,
Catalog #13594130]
3. Protease inhibitor stocjcOmplete Protease Inhibit@Zocktail Tablets in EASYpacks 04693116001 Roche
w For stock preparation=Dissolve 1 tablet in 2 ml of distilled water (25x concentration).
4. Rnase inhibitorYUPERad& RNase Inhibitor stock AM2694; Ambion, Austif* TX
w Stock solution as supplied by manufaer.
Dipstick for urine analysiSfemens multistix 10 S@agent stripsSI2161 or similér
Crushed ice if a delayasticipated
Refrigeratedcentrifuge
Transfer pipette $outhern Labware, 138080G or sinjilar
Volume adjustable pipette [EppendoETTR4423 or similao accommodatalifferent volumes (i.e. 1uL,
250uL or 1.8mL)
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10.

11.
12.

13.
14.
15.
16.
17.

Labels suitable for longerm freezer storage, and IDs printed using 20 barcoding (CDMC will provide,
Request Form in Secured Webkite

Aliquot cryovials with screw top gaskebsure [Fisher Scientifit2565163N]

Cardboard freezer storage boxpdVR#89214752 2" Cryogenic box, with drain slots, with grids, 81 cell
divider]

¢80°C Freezers with emergency baclygnerators

50mL conical tubes [Sigma Aldri€i,S430828]

15mLconical tubesHKisher Scientific, 2859-53A or similar]

Clean Catch

Castile soampwelette [Fisher Scientifi@60994377 or similar]

1. Collection

1.1 Subjects will be instructed to be well hydrated with a full bladder for woilkection.

1.2 Urine will be colleted inclinic.

1.3 Collectby clean catch at least ~50+ milLurine into an approved Urine Collection Ghat measures
volume and seal immediately and place on ice or in the refrige(4ta).

1.4 Patient Instructions for Clean Catch Uris@mple
1.4.1 Wash your handwith soap and warmvater.
1.4.2 Cleanse your urethral area with a castile stapelette.
1.4.3 Urinate a small amount into the toilet bowl, then stop the flowudhe.
1.4.4 Hold the urine cup a few inches from the urethra and urinate until the cup is ddadfufull.
1.4.5 You may finish urinating into the toilebwl.

1.5 Discard the sample if it contains blood or if it sevecidydy.

1.6 Mix the sample by either swirling the cup or pipetting the urine up and down a coupileasf.

1.7 In clinicor laboratory, decant a small amourtf urine into aseparate containeto perform dipstickurine
analysis andecordallresults.NOTEDo not insert dipstick into urine container to avoid contaminatidn
sample

1.7.1 If specificgravityis lower than 1.001 or greater than 1.032, retestdocuracy and discard if

confirmed.

1.7.2 If patient shows signs of infection per the urine dipstigk positive for nitrates and/omoderate

leukocyteesterasé, thendo not collect the urine until infection has been cleared.

2. Processing

2.1 Keep the sampleefrigerated or on wet ice (4°C) until processed and complptecessing within 4
hoursof collection

2.2 Filla 50 mL conicaube with 36 mLs ofirine from thesample collection contaer and centrifugeat 1200g at
4°C for1l0minuteswith the BRAKE ORmake sure the centrifuge is at 4°C before spin stdftigss than 36
mLs, then centrifuge the entire sample.

2.3 Aliquotthe supernatant (upper layer) int®equal partg(if 36 mLs, aliquot into 12nLs) eaclinto (3) 15mL
conical tubesvith appropriate labels.

2.3.11 conical tubeshould be fresh, no media added.
2.3.2Tol conical tubeadd Rnase inhibitor.
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1 Add SUPERas® RNase Inhibitor stock (AM2694; Ambion, Austin, TX)ineto a final
O2yOSYyidNYGA2Y 2F ndnu ! kovyrineoAttachef datsheett n ! Kk > [
from Ambion.

f  For example, if you colledPmLs ofurine,add12>[ 2 F GKS wn 'k>[ &aiz20
SUPERasé&N

2.3.3 Tothe last conical tubaddProtease inhibitor.

9 Stock solution is at 25x (1 tablet i distilled water).Attached datasheefrom
Roche.

1 For example, if you collecRInLs of urine add 80> [ 2 I Xstoék Solution of
Protease inhibitor

1 Calculation example for 10 ml sample:
(25x) (X ) = (1x) (2 mL)
X L= (1x) (2 mL)/ (25x)

X mL= 480> [of a 25x in your 2mLtube of supernatant

2.3.4 Place the pelletin a cryovial and freezeatn 6 / ® LT ySO0Saal NB NPBza LISY R
leftover urine

2.3.5 Discard any excess sample.

2.4 Mix tube thoroughly after adding inhibitors by capping tharmd inverting the tube 8 to 1fimes.
2.5 From conical tubes aliquot the sample into cryovials with appropriate labels. Aliquot viduswuired to be
1800> fIf gpossible collect 18liquots¢ 6 Fresh, 6 with RNase inhibitor, andvsh Proteasenhibitor.
2.6 Place the pellet in aryovialand freezeaty n 6/ ® LF ySOS&aal NB NIPESIzA LISYR K¢
2.7 Check that all aliquot vial caps are secure and that all vialalaeted.
2.8 Freeze urine specimens belogB0°C no more than 4 hours aftellection.
2.9 Thesamplesshouldnot bethawed prior to shipping.(Urinewill be shippedon dry ice.Referto ShippingSOP.)
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Stool (Microbiome Profiling

Clinical M i m--- -
o X . mp I ) Freeze -802 C

Repository

| Tube 1: OMNIgene Gut tube |

Figure6. Stool Microbiome SOP Workflow

OMR-200 kit contents

aea 2el .
Instructions ‘ L o |
7
Packaging Collector  Spatula -
hab L3Sy Riw EasySampler®tool
Collection ki

Purpose

The purpose of this procedure is to outline the process for collecting, processing, and ststig specimens
for microbiome profiling fothe CPDPC

NOTES

1 ThisSORloesnot coversafetyproceduredor the collectionandprocessingf thesesamples and personnel
much follow institutional biosafetguidelines
9 This SOP does not cover informed congentedures.
Materials
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Biospecimeriorm (at the end of the SOP

Stool for Fecal Elastasat PCOEasySampl&Stool Colledon Kit; 58EZSAMPLER

Stool for MicrbiomeProfilingand Long Term Storage h a b L 3 Sy $-20D)! [DNAgetoteky OMR200]
Prepaid return shippintabel and envelopeontainer

Labels suitable for longerm freezer storage, and IDs printed using 20 barcoding (CDMC will prBdeest
Form in Secured Website

Aliquot cryovials with screw top gasket closure [Fisher Sciert#fg65163N]

Cardboard freezer storage boxes [V#89214752 2" Cryogenic box, with drain slots, with grids, 81 cell
divider]

8. ¢80°C Freezers with emergency baclggmerators

9. Biohazard specimen transport bag [Fisher Scientifi§@200 or similar]

10. 1 specimen kipping containergTherapak56442 https://www.therapak.com/catalog/insulated_shippdts
[one for NIH designated reposito(Baylor College of Medicijle

arwbdpE

No

1.0 Collection Method

1.1. The participant will be provided two kits for microbiome profiling:EasySampl&fStool Cdection]
Kitand (2) OMNIgeneiut Kit forfMicrobiomeProfiling] and bng term storage.

1.2. Participants will be instructed on how to the use the kits and how to return the sample toctirecal
center.Instructional video on the CPDPC website will be shown and reviewedhsigiudy
participant.

1.3. Participant should avoid providing a stool sample if they have: a) active hemorrhoids
b) menstrual bleeding, c) known stomach or colon infections, or d) traces of urine in stool sample

1.4. At home theparticipantwill follow the EasySaripr®andtheh a b L 3 Sy S «w B200) kito h a w
instructions.Seebelowfor more details.

NOTE: Stool Collection
1 The EasySampler Kit is being used to collect stool sample for the CPDPC.
1.5. The research participant will be providedgt@ol collection kit.
1.6. The stool collection kit that the research participant will be provided includes:
A. EasySampléiKit for stool collection

1.6.1. EasySamplé&instructions
1.6.2. 1 EasySampl&collection hat (paper portion)
1.6.3. 1 pair of disposable gloves
1.6.4. 1 Identification label
1.6.5. 2 collection spoons
1.6.6. 1 leakproof primary container with brown screw cap
1.6.7. 1 leakproof secondary container with absorbent material and white screw cap.
1.6.8. 1 padded envelope marked for mailing biological sample (stool)
NOTEThe Easy Sampler Kit primary and secondary containers will not be used to collect stool
for microbiome. Th&®©MNIgeneo D | kit contains a special tube with preservatives for stool
collection.

NOTE: Microbiome Profiling
 The OMNIgene D! ¢ 02 f isBelddiuser yostabilizéiand preservstool for microbiome
profiling and long term storage.
0 For collecting stool for microbiome profiling and long term storage, the participant will use the
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OMNIgene GUT instructions below.

Stool for Microbiome Profiling and Long Term Storage Collection Inbiiea b L 3Sy S wB200) 6 h .

1.8 Collect stool samplasing EasySampler Stool Collection Kit
1.9 Unscrew ONLY the purple cap fromthe b L 3 Sy S w B200)collécticm device and set aside.
1.10 Use patula to collect a small amount of stool sample.
1.11 Transfer the stool into the yellow tube top.
1.12 Scrape horizontally across the yellow tube to level the sample and remove excess.
1.13 Screw the purple cap back onto the yellow tube top until tightly closed.
1.14 Shakehe sealed tube for ainimum of 30 seconds
1.15 The stool sample will be mixed with the stabilizing liquid in the tube.
Note: Not all particles will dissolve.
1.16 Participants will write their identification information in the purple tube top.
1.17 Place purple tubénto biohazard bag

Shipping from the patrticipant
1.18 The participant will then insert the biohazard bag with the purple tube top in the mailing envelope
and shipTherapakspecimen container at ambient temperature to their clinical center as instructed.

[Insert Contact and Address]

2.0 Shipping from Clinical Center

2.1 The stool for microbiomerofilingand long term storagwill be shipped tdNIH designated repository
(CPDP@®aylor College of Medicipen a weekly basis (less than 14 days after collecabanbient
temperaturein aTherapak specimen container

22t £ 1 OS G KS f I oS f-gere fubediship the yemainiadstobl ¥alyels with the sarfgrle
microbiome processing &aylor .

2.3 When preparing the package t@fdor,please complete the following forms and include a hard copy in the
package and email anegitronic copy to mcross@bcm.edu

2.3.1 Complete Chain of Custody and Sample Inspection Form
1 CAff 2dzi F2N¥Y SAGK @2dzNJ AyadAddzinzyQa R
1 Under Comments, add ShipmentdBnerated from Specimen Manager.

2.3.2 CMMR Metadata Capture Form

CAff 2dzi GKS KSFRSNJ) gAGK &2dzNJ AyaidAaAddziAa:

On the spreadsheet only complete

SamplelD = Specimen ID

SourcelD = Subject Registration 1D

{FYLX S{2dz2NDS gAff Ftgle&a oS al dzyl yé¢

SampleTypeviil f gl &8a o06S a{0G22f ¢

You do not need to complete the Box Position

2.4 Once the shipped label is created, go into Specimen Manager (under specimen collection) and enter the
Specimen ID and shipment informatiofou can use the same contairibat patients used to ship the
samples.

Ship packages to:

Center for Metagenomics and Microbiome Research
1 Baylor Plaza, Room 825E

Houston, Texas 77030

Re:CPDPC162 PROCEED STUDY

=4 =4 =4 8 4 8 9
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3.0 Processing: OMNIgen&UT (OMR00) - NIH designated repositorgCPDP®aylor College of Medicine)

3.1 The kit can stabilize DNA at ambient temperature for 14 days, no cold chain required

3.2 Once the sample has been receive by Baylor College of Medicine, it will be dividedSratigdots

3.3 Aliquot volume is required to bedD mg.

3.4 Check that all aliquot vial caps are secure and that all vials are labeled.

3.5 Freeze stool specimens bel@80°C.

3.6 The samples should not be thawed priorftdure shipping.(Stool will be shipped on dry ice. Refer to
Shipping SOP.)
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Stool (Fecal Elastase)

Tube 1:

EasySampler tube »

le, JOLI Diagnostic
€ @

Digostive Disease
Laboratory Testing Centes

Tube 1:
EasySampler tube

Figure?. Stool Fecal Elastase SOP Workflow

EasySampler® Stod
Collection Ki

Purpose

The purpose of this procedure is to outline the process for collecting, processing, and stetog sffecimens
for the CPDPC

NOTES

1 ThisSORloesnot coversafetyproceduredor the collectionandprocessingf thesesamples and personnel
much follow institutional biosafetguidelines

9 This SOP does not cover informed congepntedures.

Materials
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Biospecimenform (at the end of the SOP

Stool for Fecal Elastasat PCOEasySampl&Stool Collection Kit; 5S8ZSAMPLER

Prepaid return shippintabel and envelopeontainer

Cold PakCypress Medical brand Fishersci # 19898725]*

Labels suitable for longerm freezer storage, and IDs printed using 20 barcoding (CDMC will provide, contact
Request Form in Secured Webkite

¢80°C Freezers with emergency backygmerators

1 specimen shipping containefSherapak56442 https://www.therapak.com/catalog/insulated shippéts

[one for JOLDiagnostics]

arwbdpE

No

1.0 Collection Method

NOTE: Stool Collection
1 The EasySampler Kit is being used to coloibl sample for he CPDPC
o For collecting stool for fecal elastase, tharticipant willuse the EasySampler kit instructions
below.
1.1. The research participant will be providadstool collection kit for (Aecal elastase
1.2. The stool collection kit that the research participant will be provided includes:
B. EasySampléiKit for Fecal Elastase
1.2.1. EasySamplé&instructions
1.2.2. 1 EasySampl&collection hat (paper portion)
1.2.3. 1 pair of disposable gloves
1.2.4. 1 Identification label
1.2.5. 2 collectionspoons
1.2.6. 1 leakproof primary container with brown screw cap
1.2.7. 1 leakproof secondary container with absorbent material and white screw cap.
1.2.8. 1 padded envelope marked for mailing biological sample (stool)
1.3. Participantswill be instructed on how to the use thetkiand how to return the sample to the clinical
center.
1.4. Participant should avoid providing a stool sample if they have: a) active hemorrhoids
b) menstrual bleeding, c) known stomach or colon infections, or d) traces of urine in stool sample
1.5. At home the sufect will follow the EasySampfekit instructions. See attached for more details.

Note: Stool for Fecal Elastase Collection In brigfLPCOEasySamplé&Stool Collection Kit~ecal /
Pancreatic Elastase measuremef)OLI| Diagnostics

1.6. Collect stookample in paperallection toilet hat
1.7. Open the outer container (white top) and remove inner sample container (brown top).
1.8. Unscrew thébrown topfrom containerand set aside
1.9. Collect a small amount of stool using paper spoon.
1.10.Scoopthe stool into thebrown top container.
1.11.Screw theébrown top onto the containeuntil tightly closed.
1.12.Insert brown top container (with sample) into white top outer container.
1.13.Screw the white top onto the container until tightly closed.
1.14.Place white top receptacle into paddedvelope.
Shippingfrom the participant
1.15.The participant will then insert the tube in the mailing envelope and ship with 2 Cold Packs (one on
top and one on bottom) in a Styrofoam box.
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1.16.The Styrofoam box will be placed into an outer container, where the shipping label will be added.
1.17.Then ship to clinical center as instructed.
[Insert Contact and Address]

2.0 Shipping: Fecall PancreaticElastaseMeasurementg JOLDiagnostics

2.1 The stool ér fecal elastase wilie shipped to JODiagnostic®n a monthly basis.
NOTE:JOLI may accept samples from the clinical lab and/or the research lab. This may vary at your
center. Please work with your clinicabr researchiab on transporting, billingand any paperwork you may
need to drop off samples to them.
2.2 When sending samples to JOLI, complete the following:
2.2.1 For RESEARCH FECAL ELASTASE:
2.2.1.1 CPDPC can use JOLI FED EX Number: 201323118
2.2.1.2 Write: CPDPC PROCEEDY at top of JOLI Requisifsmee attached)
2.2.1.3 Write correct Billing address and FAX Number on requisition
2.2.1.4 Will FAX results end of testing day
2.2.2 For Standard CLINICAL FECAL ELASTASE:
2.2.2.1 Snd via your clinical laboratory
2.2.2.2 JOLI will bill normally
23al 1S &adz2NB SI OK &l YL SBad/axMRNI#(G A Sy i Qa yIFYS FyR 5h
2.4 Specimen StabilityRoom temperature: 5 days; Refrigerated: 7 days; Frozen: 1 year
2.5 Do not add fixative or preservative.
2.6 Patients will shipamples on Cold Pak (Refrigerat@u)herapak containers.
2.7 Upon receiving samples, site will freeze the sampte&0 C to-70C until monthly shipment
2.8 All collected amples will be shippethonthlyondry ice
2.9 Pack in enougHry ice to last up to 48 hours
2.10 Ship overnight by appropriate carrier (i.e. UPS/Fediha fveekday delivery (Ship Mond@hursday

only)
Ship Packages to:
JOLI Diagnostic Inc.
2451 Wehrle Drive
Williamsville, NY 14221

The results will be faxed and mailedth® clinical centefollowing assay completion.
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Pancread-luid

Biospecimen
Storage

Clinic Test

@ Time (min) 0-10 10-20

ta
- Pancreatic fluid wet ice
: l < 4 hour

Process Within 4hrs
Centrifugation

| pancreatic fluid collection Lo :

!

o=

) i1 1 1

Time(min) 0 15 30 45 60

Aliquot

| secretin injection‘ Aliquot Samples g o0 matant Pellet
1800 WL X 15 250 Ly 12

Figure8. Endoscopic PFT Collectic l l l
Freeze -80° C

Figure9. Pancreas Fluid SOP
Workflow

Purpose

The purpose of this procedure is to outline the processilecting, processing, and storiofjpancreas juice
specimens for th€PDPQAIl pancreas fluid is collected and processed within 4 hours.

NOTES

9 This SOP does not cover juice extraction techniques/procedures (qualified persiooulel follow standard
extractionprocedures).

1 ThisSORloesnot coversafetyproceduredor the collectionandprocessingf thesesamples and personnel
must follow institutional biosafetguidelines.

9 This SOP does not cover informed congentedures.

Materials

1. Biospecimeriorm (at the end of the SOQP

2. Sterile container for initial collectiorCprning, Inc. Falcon 50 mL Conical Centrifuge Tub85349A, or
similar

3. Note: Do not use aProteaseor RNA inhibitos for processing and storage PENDING ANCILLARY STUDY
RESULTS

wProtease inhibitor stockcOmplete Protease Inhibitor Cocktail Tablets in EASYpacks 04693116001
Roché*

oFor stock preparation=Dissolve 1 tablet in 2 ml of distilled water (25x concentration).
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wRnase inhibitorSUPERad®l RNase Inhibitor stock AM26%¥mbion, Austin, T[X
o Stock solution as supplied by manufacturer.

Crushed ice if a delayasticipated
Transfer pipettgSouthern Labware, 138080G or similar]
Volume adjustable pipettiEppendorf, ETTR4423 or simillariaccommodataifferent volumeg1ul, 1.8mL,
or 250uL)
Centrifuge
Labels suitable for longerm freezer storage, and IDs printed usinglidcoding (CDMC will provide,
Request Form in Secured Website
SuctionSpecimertraps B0 mL Specimen TraltediChoice 3583MST4000

10. Aliquotcryovialswith screw top gasket closure [0.5Ur.8 ni, and 5 nb] [Fisher Scientifid,2565163N]
11. Cardboard freezer storage bax®/WR#89214752 2" Cryogenic box, with drain slots, with grids, 81 cell

divider]

12. ¢8B0°C Freezers with emergency baclkygmerators
13. Secretin ChiRhoStim®A minimum of 12 vials will be purchased by your research pharmacy]

1.0 Duodenal Fluid Aspiration (ePFgEGD or EUS Collection Method

1.1. Aspirate and discard all fluid from the stomach prior to pancreas gabection.

1.2. Aspirate fluidfrom the duodenum and either discard or save as a baseline spegiaeprotocol.

1.3. A test dose of human synthetic secretin 0.2 mcg (0.1 mL) is injected intravenouslyftw test
possible allergies. If there are no signs of allergic reaction, ChiRhoStimi®s# of ®mcg/kg of
body weight (but no more than the (maximum dose of 16 mcgq) is injected intraverowes|{
minute.

1.4. Aspirate all specimens through the working channel of an endoscope into a sspeionerirap
attached directly to the endoscope.

1.5. Clinic TestAspirate fluid from the duodenum into a suction trap continuously in sepafabeled
timedaliquots:up to 60 minutesafter secretin administration.

1.6. Aliquots(approximately 23 mL) from all time periods are sent to the clinical lab fordoiconate
analysisPMID19806083PMID:15332022

1.7. Biorepository storageAliquots of fuid fromthe 0-10 minutes and 1420 minutetime periods are
processed separatelpr biorepository storagas describethelow.

2.0 Pure Pancreatic Juiceollection(PPJx, ERCP Collection Method

2.1 Pure pancreas juice (PPJ) is collected during ERCP. PPJ should only be colledf®B appgesved
protocols and with informedonsent.

2.2 Pancreatography should be performed prior to PPJ collection to assess foratunighalities.

2.3 An ERCP cannula is positioned in the pancreatic duct. Place the catheter a short distaecdugpfrom
the ampulla.

2.4 Asprate out contrast material prior to Pledllection.

2.5 Administer secretin intravenously as described above (sedti®n

2.6 Gently and continuously aspirate fluid from the pancreas duct via the &®@®la, repositioning the
catheter as needed. Discard fluitat is likely contaminated gontrastmaterial.

2.7 Collect PPJ at 5 minute intervals for 30 minutes. Place immediately anewvet

2.8 A onemLaliguot from each time point should be sent on wet ice to the local clinicdbtdiicarbonate
concentration. Thisliquot should be placed in a plastic vial, not a cryovihkvial to be used should be
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chosen in consultation with your local lab. An autoanalyzer sHmised for this assay per cited
reference.

2.9 Aliquots of fluid from the €.0 (combined)minutes andlL0-20 (combined)minute time period is processed
separately for biorepository storage as describetbw.

2.10Process remaining PPJ from each time intemgabove (1.6PMID 19806083 PMID:15332022.

3.0 Processing; Clinical Laboratory testing (3.2) and Biorepository storage (83210)

3.1 After the pancreas juice has been extracted, it shoulthdmedledon wet icg4°C)while beingaliquoted.
(PMID: 20589857)

3.2 Clinical lab test processin@ip to 5 clinical testingime points): A 23 mLaliquot from each time poin{0-
10, 10-20, 20-30,30-45 and45-60 minutes)should be sent on wet ice to the local clinicalflab
bicarbonate concentration. This aliquot should be placed in a phasticnot a cryovialThevial to be
used should be chosen in consultation with your local lab. An autoanalyzer $isaigdd for this assay
per citedreference(PMID:19806083PMID:1533202).

3.3 Biorepository storagg2 research testingime points): pancreas juice is to be handled on wet ice as
much as possiblé&pin thepancreas juiceollectedfrom time points0-10 minutes and timepoints 1620
minutesat 1200g forlO minutes at 4C.

3.4 Place thawo (2) pellets time point1 andtime point2 specimensin acryovialand freeze at80°C. If
ySOSaal NE NBA&AdALKEPES. 6KS LISttESG Ay mn >¢

3.5 The supernatant should tediquoted @sdetailed below), supernatant shouted immediately snap frozen
in liquid nitrogen or in a portable80 C freezer. If snafpeezing isot possible, place aliquots on wet ice
and transport to a;80°C freezer as soon as possilsieould be < 4 hour between collection ainelezing).
No inhibitors are added.

3.6 Specimens should be transferred from the suction trap to cryovials with dopgasketclosures.

3.7 From each time poinftime point #1= 010 mins; timgpoint #2= 1620 mins collection) aliquotspun
supernatantpancreas juice samples astlined below:

3.7.1 250ul x 12vialsof supernatant
3.7.2 1.8 mLx15vialsof supernatant
3.7.3 2Pelletvials;1 vial per time point

3.8 If there is excess pancreas juice divide the remainder of the sample into large voluhel |j dz2 G & =
freeze, and later, thaw them when aliquots amequested foranalysisWhen requested, the 1.8 mL
tubes should be completely thawed, vortexed and processed intqu25dliquots, labelled and logged into
system

3.9 Check that all aliquot vial caps are tight and that all vials are labeled. Labels specilgdate, time, test
time (i.e. baseline,A0 minutes, 120 minutes)and subjectD.

3.10 Samples should not be thawed prior to shipping. (Will be shipped on dry dac€myoport. Refer to
Shippingand ReceivingOP.)
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Pancreas Tissue

Specimen Collection Flowchart

Resection Specimen
\ GROSS INSPECTION: VIABLE TUMOR Tumor Samples

=
o TUMOR
) |
5mm \
" 10% Neutral 10% Neutral P
| | o Buffered Formalin Buffered Formalin <
ToP S A Ay T0P e I
% o =il == % %o
’ v v
Paraffin Blocks / Paraffin Blocks /
\ Permanent Sections Permanem Sections \
‘ > 1.RNA  BOTTOM ’ I—> 1.RNA BOTTOM
i i 2. Snap Frozen L 2. Snap Frozen
3. Protein 3. Protein
Figurel0. Pancreas Tissue SOP Workflow
Purpose

The purpose of this procedure is to outline the process for collecting, processing, and stéisageof
specimens for th€PDPQAIl pancreas tissue is collected and processed within 4shou

NOTES

1 This SOP does not cover safety procedures for the collection and processing saihpses and personnel
must follow institutional biosafetguidelines.
9 This SOP does not cover informed congentedures.

Materials

1. Biospecimeriorm (CDMGQwill provide)
2. Liquid nitrogen or isopentane bath or crushed dry ice (for Sregwing)
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Rnase inhibitorSUPERad® RNase Inhibitor stock AM2694; Ambion, Austif* TX

Protease InhibitordOmplete Protease Inhibitor Cocktail Tablets in EASYpacks 046921R66h§

Neutral bufferedformalin, universal molecular fixativparaffin;

HistokinetteTM cassettea[A ONR2 YS&Ku [22aS . A2LJ3e /laasSdiasSa |

DigitalScale

Crushed ice if a delayasticipated

Refrigerateccentrifuge

0. Transfer pipettdSouthernLabware, 138080G or similar]

1. Labels suitable for longerm freezer storage, and IDs printed using 20 barcoding(CDMC will provide,
contactCDMGlabelrequest@mdanderson.ayg

12. Aliquot cryovials with screwop gasket closure [Fisher Scientifi2565163N]

13. Cardboard freezer storage box@8//R#89214752 2" Cryogenic box, with drain slots, with grids, 81 cell

dividen
14. ¢80°C Freezers with emergency baclkygmerators
15. Absolute alcohol

RBOONOD AW

1. Surgical collection angrocessing

1.1. After excision of tissue from the patient, the specimen is placed in a sterile bag tiealy, time from
excision to preservative immersion should be no more tha6@Minutes.

1.2. After clinical needs are met, the tissue advocate will wotk wie pathologist to colleds large a sample
as isreasonable.

1.3. Recommend at least a 1 cm slice of tumor and adjacent normal tissue. An effort bhouddie to harvest the
samples away from necrotic, hemorrhagic, or fibrotic capsular tisisige thesdactors risk the purity and
abundance of tumocells.

1.4. If tissue size and weight allows storage in separate pieces, prioritize in the follmaargbefore freezing for
longterm storage.: (1) snap freezing; (2) RNA stabilizing soligliomved by freezig; (3) Proteasénhibitor

1.5. Using sterile forceps and sterile disposable scalpels in a small sterile dish or cotftaitissue should be
divided into sections approximately 0.3cm by 0.3cm by 0.3crmaighting betweerl00-200mg.

Note: Work with normal ad tumor tissue separately. Change the scalpel, forcepsgishds between
normal and tumosamples

1.6. After the tissue has been sectiondtiencut approximately ~1mm from each end. The eadspreserved
in 10% formalin and designated ends are associai#iithe central sectionfor histologic examination
and quality control. Every section needs its own corresporetiag.(See below for mordetail.)

Note: Before placing the section into its cryovial, it may be cut into smaller piedesremase surfacarea
and optimizdreezing.

FreshFrozen

Weigh tissue sampleRecord.

Store tissue samples in an aliquot vial with screw top gasket closure with apprdakiate

Check that all aliquot vial caps are secure and that all vialalaeéed.

Snap freezeniliquid nitrogen/isopentane bath/crushed dry ice within 15 minutes or as ssgossible.
Sampleshouldnot be thawed prior to shipping(Will be shippedon dry ice.Referto Shipping SOP.)

aprwNPRE

RNAlater

1. Weigh tissue sampleRecord.
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2. Store tissue samples an aliquot vial with screw top gasket closure with appropriabel containing RNA
stabilizing solution within 15 minutes of collection (or as soon as possihtk}tored at 4°C for 2dours

3. Tissue should not be thicker than 0.5cm in any single diman3ihis will allow the solutico penetrate the
entire tissuepiece

4. After 24 hours (which allows thorough penetration of the tissue) remove thesRi\Aizing solution using

a disposablipet.

Check that all aliquot vial caps are secure and thatall @rdabeled.

Freeze specimens belay80°C.

Sampleshouldnot be thawedprior to shipping.(Will be shippedon dry ice.Referto Shipping SOP.)

No o

Proteaselnhibitor

=

Weigh tissue sampleRecord.

2. Store tissue samples in an aliquot vial with screwdapket closure with appropriatabel containing
Protease Inhibitor within 15 minutes of collection (or as soon as possiblefheamdnmediately snap freeze
in liquid nitrogen/isopentane bath/crushed dige.

Note: Do not fill theycryovialall the way with solution because when it freezes itexpand and
burst.

3. Check that all aliquot vial caps are secure and that all vialslaeted.

4. Freeze specimens belogB0°C.

Samples should not be thawed prior to shipping. (Will be shipped orcelrRefer t&hipping SOP.)

o

Fixed Tissue/Histology Qualit@ontrol

=

All ends from each piece of tissue are Forméikad, Paraffirembedded FFPE).

Recommend mirreimage sections of fresfitozen piece whepossible.

3. Tissue samples should be mounted ftat cassette in a 1:10 (tissdermalin) ratio 0fL0% neutral
buffered formalin (NBF), withinHour.

The samples are stored at room temperature for at least 12 hours, but not longer tHaour
The tissue is then transferred to parafémbedding.

N

ok

EndoscopidEUSFNA/Core Biopsy€ollection andProcessing

1. Research endoscopic aspirates or core biopsies of pancreatic tissue should be cdmalipedcessed
only under IREapproved protocols and after obtaining informednsent.
FNA specimengach FNAvass obtained for research purposes should be placed in a 1.8 cc cayavialap
frozen on liquid nitrogen or aBOC. Multiple specimen may be placed in on@vial.

Corebiopsyspecimensfrom eachneedlepass splitthe tissuespecimensplacinghalfin a 1.8 cccryovial with
no additives and the other half in a 1.8 cc vial containing absolute alcohol. Snap freezmlsoth
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Omnigen& UTKIit Instructions
(Link:http://www.dnagenotek.com/US/pdf/PEPR00442.pdj

&% OMNIgEne:GUT

For microblome

COLLECTION DEVICE
-« Cap

< Tube top

Spatula—»

«— Tube

«— Stabiizing liquid

«— Mixing ball

. J

Preparation:

« Empty your bladder before beginning the collection.
« Collect fecal sample free of urine or tollet water.

« Toilet paper or tissues may be required.

Summary and explanation of the kit:
OMNIgene.GUT provides the materials and
Instructions for collecting and stabilizing microbial
DNA from a fecal sample.

Warnings and precautions:

= FOR EXTERNAL USE ONLY.

- Do NOT remove the yellow tube top from the tube.

- Do NOT spill the stabilizing hiquid In the tube.

- Wash with water If hiquid comes In contact with eyes
or skin. Do NOT Ingest.

- Iffecal sample Is liquid or donor has diarrhea wait
until the next bowel movement to collect the sample.

- Small tems may pose a choking hazard.

Storage: room temperature storage (15°C to 25°C)
pre-and post-collection.

Ship In accordance to applicable regulations
covering transport of blological specimens.

USER INSTRUCTIONS
Read all instructions prior to collection
Procedure:

=¢

2

While holding the yellow tube
top, unscrew ONLY the purple
cap from the kit and set aside
for later use.

IMPORTANT:
Do NOT remove the yellow tube top
Do NOT spill the stabilizing Iiquid in the tube.

Use the spatula to collect a small amount
of fecal sample.

D
| I

3 Transfer the fecal sample Into
the yellow tube top. Repeat until
the sample reaches the top and
fills it completely.

IMPORTANT: Do NOT push
sample Into the tube.

4 Scrape hortzontally across the tube top to
: d level the sample and remove any excess.

Hmu C Wipe exterior of tube and top with tollet
paper ortissue as neaded.

5 Pick up the purple cap with
the solid end facing down
and screw onto the yellow
! tube top until tightly dlosed.

6 Shake the sealed tube as hard and fast as
possible In a back and forth mation for a

ni of 30 second
See MSDS at www.dnagenotek.com @ T— »
Label legend:
E Collect sample by (Uss by) 7 The fecal sample will be mixed with the
= Catalog rumber x J stabilizing Iiquid In the tube; not all particles
o Marufacturer will dissolve.
=of=% Storage nstructions ol 5o IMPORTANT: Continue shaking If large
L Castion, corult tructions fer use particles remain as shown in Figure A
5.] Lot numbar
PMace spatula In original packaging or wrap In tollet paper and discard In garbage.
Send the sample for processing fllowing the delivery Instructions supplied
by the kit provider.
Aumtraban Spomace Emergs Autaite, Level 30, Tower I, Dading Puck, 300 Sunses Strewt, Sycnay, NOW 2000 Antsie
om,.-.m ©OM 3224 mnzeaaaratie icr wale in the Unimd Snma
Du‘ge“m‘“ Swsmb ..ﬁtﬁ—m‘un -:?M_;L:::mhww-&_
LD L L 1] 1] Froven performance Scrse CNA Cancawt prodacts may ot be saastle & ol gecgrasivc L commCt yTur e M amTtate for et

Mace ir Carade Tol-frwe Porth Amesica) 1800813 0054

o DN Carcek inc Tel: 418137235757 « Fax 416737209087
3000 - 500 Puladhurn Dve réo@ragenzawt om
Otsmmes, ON, Camacin €39 102 - ajar e
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