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Working Practice: Sample Collection and Processing
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1. Applicability

The ATTIR&ample Collectioand Processing Working Practi@geto be used as guidancerfall
ATTIRE Trial Team members, phlebotomistslaiboratorytechniciangnvolved in thecollection,
processing and transfer of ATTIRE blaatheand stool samples

2. Timelines

Theseare al® detailed in thefull ATTIRE protocol for stagés&ction6.6, p423

Treatment Day| 1 2|3 4|5 6|78 |9 |10 |11 |12 |13 |14 | end | flu(any

e.g. visit)
Plasma sample 1st flu if
possible
Whole blood Once during Tx period
sample
Urine
Stool Once during Tx period

Table 1. Example of patient sample collectiona patient that is recruited foATTIRE.

= S@imple should be taken.

NOTE: thesample can be taken +2daysof specified day ifio bloodsample is schedulefbr that dayor if patient cannot
pass urine/stool.

Note: Patients maybe discharged considered fit for dischargkefore the maximum 14 day length of treatmein this
case, no treatment samples should be collectéd. patient is dicharged prior to collecting all samples this is not a
deviation.

3. Blood samples

3.1. Standard Care Daily Blood Samples

The standard care daily blood samples are required for the ATTIRE trial. The measures required are:

Haemoglobin (g/L)
White cell count (x19L)
Platelets (x16/L)

Haematology:

International
Normalisation Ratio
(INR)

Coagulation screen:

Sodium (mmol/L)
Potassium (mmol/L)
Urea (mmol/L)
Creatinine (umol/L)

Urea & Electrolytes:
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Albumin (g/L)
Alanine
aminotransferase (IU/L |

Alkaline phosphatase ‘
(IU/L) _—
Bilirubin (umol/L)

Greactive protein (mg/L)

Liver function:

Miscellaneous:

Blood samples should be collected and processed according to hospital procedures. Blood results
will be transcribed from the medical not@#o the CRF by a Research Nurséelegate

3.2. ATTIRE Blood Samples

Blood sample$or the ATTIRE trialill be collected irgreen topSodium Heparinubes(for plasma)
andapurple top EDTA tubddr whole blood)whichwill be provided irthe sitesample collection
pack along with 2.0ml yogenic via for storage of the plasma

008 Loz

GREEN TCGPPLASMA COLLECTION

PURPLE TGPWHOLE BLOOD FOR FREEZING

Below isa summaryoverview of theblood samplecollection, processing and storage requirements
for the ATTIRE trial.
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1. Research nurse preparesa bag for the next f {—i::g:rd afcars
day with a labelled green & purple top tube, i i
additonal lab labels and bott lesfor standard !
of care bloods. ‘h-—--d e ATTIRErssearchiloods
L m—] for storag=
2. Phiebotomist or research ATTIRE
nurse takes standard of care ;F T
bloods plus addijonal ATTIRE N oty
blood sample (s) @ il
l wil ool =l
@2 ATTIRE blood samples Standard care blood
@ v ) Green/purpletop sample for samples
ATTIRE-specific analysks; with Routine bottles for FBC, -
ATTIRE label Biochemistry & clotting ¥

3. 5ent to labor atory in

3. Sent to laboratory

4, Routine blood tests conducted and
— reparted

4. Green top: Centrifuged at

4. Purple top: straight
1300g for 10 minutes urple top: place straig

into freezer bax

l .,

2. Plasma aliquated off into 5. Added to patient’s Medical Notes
cryogenic vial labelled with

trial-specific label

[P¥LTTHE

¥
6. Transcribed into CRF by Research Nurse

v
6. Stored at -80°C and storage log updated

7. Transferred to UCL (central lab) when requested by the CCTU.

Figure 1An overview ofthe ATTIRE blood sampling pipeli@®RF=Case Report Fogm g-force, UCL = University College
London
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3.3. Blood Sample collection and storage

3.3.1. Plasma samples: day 1,5,10 and follow up

This samplenustbe collected ira Green top tube(heparintube as providedl The phlebotomist or

ATTIRE site stadhouldtake the sampleat the same time as the usual standard of care blomus

the days where thadditional blood samples are required

We do not expect blood samples to be taken unl es
standard carePlasma samples for storage are required on

U Dayl

U Day5

U Dayl0

U Follow up (either 3 or 6 months)

If it is not possible to take a sample on these specific, dagample should be taken as close to these
days as possiblg-/- 2daysduring the admission period and-tmonth atfollow up).

Samples should be transferred to the laboratory and processed withou#s of being taken from
the patient. The blood sample should be placed in the centrifuge and spun at 1300 G for 10 minutes
at 20°C. Do not use the brake to stop the centrifuge as this will cause mixing of the separated layers.

This will produce 3 layerplasma (top layer, yellow), buffy coat and then erythrocytes. Use a pipette
to remove 2mls (or as much as possible) of the plasma and pipette into @rQodenic vial (more

than one vial can be used if there is more than 2mils of pladoadel the vialas appropriatgsee
below).

All ATTIREamples must be kept aB0°C.
Seea flow chart inappendix 1 to outline the process for plasma samples

3.3.2. Whole blood (EDTA) sample: Once in the trial treatment period

A singlesample in thepurple top EDTAube (supplied) should be taken oaduring the trial
treatment periodfor all patients We suggest this @doneat the same time as the®igreen top
sample.

There is no processing required for the purple top EDTA tulhey should be placed directly the
-80°C freezems soon as possible but within four hours of collectingidethe EDTA freezer box
(provided with no dividerswhen they reach the laboratory.

See a flow chart in appendix 2 to outline the process for EDTA blood samples.

4. Stool Samples: Once during the trial treatment period

For patients who have provideatiditionaloptional consent &inglestool sampldsrequiredat any
time during the patient treatment periodlhe stool smple can colle@d and sent for storage in the
standard collectiortontainers which are used on the hospital wéad example ishownbelow).
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Approximately 1ml of stool should h@aced in the orange topped cryovial containigl of
RNALate(provided) Secure the orange screw cap and then shakectiyovial to mix the stool with
the RNALater. Label the vial (see below) and then place in the stool/urine freezer86%Cat

See a flow chart in appendix 3 to outline the process for stool samples.

5. Urine samples: Day 1 and 5

For all patients whdnave provided the additional optional consent, twdne samples are required
onday 1 and day 8f it is not possible toollecta sample on these specific days a sample should be
collectedas close to these days as possible 24day3). Urine should b collected in a standard
collection container without preservatiysee below)

=z,

Pipete the urine witha sterile pipette and place into 2 x 2ml cryovial labelled with tsiaécific label
(a total of 4mis urine stored).abel the vials (see below) atiten place in the stool/urine freezer
box at-80°C.

See a flow chart in appendix 2 to outline the process for urine samples.

6. Sample Labels

All sites will be provided with blank rollof labels along in the ATTIRE sample collection p#uokg
have ben developed to last in very low temperaturéghe sampleseed to be labelled with the
patient ID, day of treatment and type of sample (as urine and plasma look similar in thesviain
stool and whole bloofd

The &bek should be markedith trial ID andday numberandsample typgP=plasmalJ=urine,
S=stool WB= Whole Blogdexamples:

BRE114-01-d1-P Patient BRE114-01, TreatmentDay 1, Hasma sample
RFG192-01-fu3-P Patient RFHL.92-01, Follow up (3month)Hasma sample
BAS15802-d5-S Patient BAS15802, Treatment @y 5 Sool sample
HUL-:118-01-d6-U Patient HUE118-01, Treatment @y § Wrine sample
STS194-01-d1-WB Patient STS94-01, Treatment Day,Mhole blood sample
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Samples should be labelled prior to sending to the lab and againvaimee pipetted intocryovials
(for plasma, urine and stoolfhe sample number should be added to the sample collection CRF
along with other details of collection and initialled and dated for each entry.

7. Sample Transfer

Following confirmation from th€ CTUthe samples need to be transported to the centi@boratory
at the address elow. This will berrangedvia city sprint courier on dry ice and you will be given at
least 1 week notice prior to sample transfer.

ATTIRHTial Team
Gilroy Lab (grounddor)
Rayne Building

5 University Street
London WC1E 6JF

These need to be sent with tleamplestorage logsee appendid). For any queries please contact
the CCTUTrial Team at attire@ucl.ac.uk.

8. Laboratory Requirements

As no substantial osite latpratory processing is required for this trial and there willlibgted
monitoring requirements. Several documestsould be maintained and will bequested:

- AQAJ/accreditation certificate
- Freezerlogs
- Chain of Custody Documentatiggample storage logs)

8.1. QA/Accreditation certificate

Please scan andmail a copy of the laboratgr ’ascreditation certificate to the Trial Team at the
CCTUdttire@ucl.ac.ukand store a copy in the ATTIRE Investigator Site File (ISF) section 1.6.

8.2 Freezer
All samples must be kept é80°Cin one of the 3 provided cardboard freezer boxes:

1. For plasma samples
2. For directly frozen purple top tubes (no divider inside)
3. For stool and urine samples

An ATTIREample storagéog (seeappendix4) should be kept to document this over the period in
which ATTIRE samples are storeesda. If there are any temperature deviations please inform the
CCTU Trial Team. Once completed this log should be stored in sEtffai the ISF.
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8.3 Sample Transfer Documentation

When transferring the samples to UCL the sample storagitag)l samplebeing shippedhould
be sent via email tattire@ucl.ac.ukand a copy should be sent alongside the samples.
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APPENDICES

Appendix 1: Plasma processing Flowchart

ATTIRE Sample processing Flowchart

Plasma removal and storage
[Day 1, 5 and 10; optionally at follow up]

ATTIRE blood sample
Green top tube for ATTIRE-specific analysis with freezer label
|
. stuck on tube (supplied blank)

Label with trial ID and day number, example:
BRL-114-01-d1

1. Sent to laboratory in bag with additional
trial-specific label

BRL-114-01-d1

v
2. Centrifuged at 1300g for 10 minutes Place yellow
plasma in
cryovial
v

3. Plasma removed with a sterile pipette and

placed into 2ml cryogenic vial
(nb: if more than 2ml of plasma store multiple vials)

Red cells/buffy coat
to be disposed of

d-TP-TO-#T -8

4, label with trial-specific label. Additional vials
can be labelled by directly writing on the vial

Example BRE114-01-d1-P

5. Place in ATTIRE freezer box in freezer at -80°C and update storage log and box plan
Samples will be transferred to UCL in batches via a courier

Please contact attire@ucl.ac.uk if any queries
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Appendix 2: EDTA blood & Urine storage flowchart

ATTIRE Sample processing flowchart

EDTA blood storage
[Day: once anytime during the treatment period]

ATTIRE blood sample
Purple top tube for ATTIRE-specific analysis with freezer label
stuck on tube (supplied blank)

BRL-114-01-d1

iy

gt

Label with trial ID and day number, example:
BRL-114-01-d1

1. Sent to laboratory in bag

2. Place in ATTIRE freezer box in freezer at-80°C and update storage log
and box plan. Samples will be transferred to UCL in batches via a courier

Urine storage [Days: 1, 5]

ATTIRE urine sample
- — B
— Sample for ATTIRE-specific analysis with
BRL-114-01-d1
,’ freezer label stuck on tube (supplied
blank)

Label with trial ID and day number,
example:
BRL-114-01-d1-U

1. Remove urine with sterile pipette and place into 2 x 2ml
cryovial labelled with trial-specific label
(a total of 4mls urine stored)

® ©
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2. Place in ATTIRE freezer box in freezer at -80°C and update storage log
and box plan. Samples will be transferred to UCL in batches via a courier
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Appendix 3: Stool storage flowchart

ATTIRE Sample processing Flowchart

Stool Storage

[One sample during treatment period]

1. Sent to laboratory in bag with additional
trial-specific label

BRL-114-01-d1-S

ATTIRE stool sample
Sample for ATTIRE-specific
analysis with ATTIRE label

v
2. Add 1ml of stool to the orange cryovial which is pre filled with RNALater

A 4

3. Secure orange screw tap and then shake to mix
RNALater with stool

l

4. Stored at -80°C and storage log and box plan updated

@
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Appendix 4 : Sample Storage Log

Sample Code

Date sample was

Freezer

frozen location/number

Comments

Initials

Date of Transfer to UCL Initials
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