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1. THE TTM2 AND TAME TRIALS

The TTM2 (Targeted Temperature Management after Cardiac Arrest 2) and TAME (Targeted
Therapeutic Mild Hypercapnia After Resuscitated Cardiac Arrest) trials will collaborate and send
samples to a shared biobank located at the Integrated Biobank of Luxembourg (IBBL). Several
centres will participate in both trials, but for those patients who only participate in one of the
trials the samples will be used in accordance with the consent, by either TTM2 or TAME.

2. BEDSIDE SAMPLE COLLECTION PROCESS

2.1. Blood Collection

Blood samples will be collected at the site (often the ICU, but could be the Emergency Department
or a Ward) from an existing central venous or arterial access device according to the table below.

Blood samples should be drawn at Oh, 24h, 48h, and 72h after randomisation. If laboratory
processing according to the instructions is not possible outside “office hours”, samples may be
drawn +/- 6 hours from the designated time point. Efforts should be made to obtain blood
samples as close as possible to the ideal collection time points.

Time point Blood volume | Collection tube Processing
O h* 6 ml Clot activator tube Serum
6 ml EDTA-tube Plasma, Buffy coat
2,5ml PAXgene blood RNA tube -
24 h* 6 ml Clot activator tube Serum
48 h* 6 ml Clot activator tube Serum
6 ml EDTA-tube Plasma
2,5ml PAXgene blood RNA tube
72 h* 6 ml Clot activator tube Serum
In total 41 ml

*after randomisation

2.2. Sample Collection Kits

The biobank IBBL will provide each site sample collection kits for use in patients enrolled in one
or both trials. All the materials will be sent to the site study coordinator at the Intensive Care Unit
(ICU), who will in turn distribute as appropriate.

The sample collection kits will include pre-labelled collection tubes, Kit ID labels for sample
collection forms, and resource materials for the laboratory (cryovials and labels). Each supplied
kit contains all the necessary materials for one patient. Each kit will have four bags, one for each
time point. After the bedside sample collection, the laboratory materials in the bag should be sent
to the laboratory with the samples.

The kit ID, ########-TT-VAR, on the labels, identifies a specific patient and should be recorded
in the patient’s medical record. Unused materials must not be used for another trial patient and
after the last timepoint the kit should be discarded.
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2.3. Sample Collection Forms

The TTM2/TAME sample collection form as shown in Appendix A should be used, but may be
translated and adapted to local routines. The site study coordinator should print the sample
collection form double sided! Please follow the instructions in the sample collection form
carefully. Complete a new sample collection form for each time point and send it with the samples
and the materials for sample processing to the local laboratory. The laboratory will retain each
sample collection form and the site study coordinator should collect the forms at regular intervals
for data entry purposes.

3. SAMPLE PREPARATION AND PROCESSING AT THE SITE LABORATORY

The samples will usually be processed by personnel at the local hospital laboratory, but could be
processed by the study site personnel at the ICU if the appropriate training has been given.

3.1 Materials for sample processing

The site laboratory will receive blood samples from the ICU four times/patient, or less if a patient
is discontinued from the trial. At each timepoint the samples will be sent with a sample collection
form and a bag with sufficient materials for the samples to be processed. Each bag will contain
cryovials and labels for the cryovials. Boxes for storage of the frozen cryovials will be provided by
IBBL before the site commence recruitment.

The ICU will ensure that the correct labels for the cryovials are provided with the blood samples.
The laboratory should be careful to choose the labels for the correct sample type according
to the processing instructions. The labels include the following information (TT being the
TTM2/TAME trials identifier):

HHHHHHHH-TT-VAR-{timepoint}-{PLA}-{01}

/ ! L

IBBL Kit ID: the Time after Type of sample: Number defines the
digits sequence randomization PLA - Plasma aliquot (i.e. 1-4)
is unique to each i.e.0, 24, 48, SER - Serum

kit and recruit 72 hours BFF - Buffy coat

PAX - Paxgene Blood RNA

3.2. How to apply the labels

The labels are designed to stick onto clean and dry cryovials at ambient temperature. Use the
following method:

e Pull on the support to peel off the label. Be careful not to touch the sticky part of the label.

e Place the long side of the label perpendicular to the cryovial held in the upright direction, as
shown in the pictures below. Both the barcode and the readable text must be visible!
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e Start with placing the white part of the label on the tube, and then rolling it firmly around the
cryovial to ensure a good contact and adherence. The transparent part of the label will go over
the white part as a second layer.

e Be sure that there are no air bubbles between the label and the cryovial.

If the cryovial for some reason is already frozen, remove the frost on the outer wall before the
label is applied. The application procedure must be performed within 4 seconds and the cryovials
immediately be put back in the freezer.

3.3. Sample processing instructions

Use the cryovials, labels, and sample collection form provided together with the blood collection
tubes to process. The provided labels include the correct kit ID and timepoint, but please be
careful to choose the labels for the right sample type (SER, PLA or BFF)!

Serum (at Oh, 24h, 48h, and 72h)

1. Allow the blood in the clot activator tube to clot for 30 min after sampling at room
temperature.
Label 4 cryovials with the provided labels “########-TT-VAR-{timepoint}-SER-{01-04}"

Centrifuge the clot-activator tube at 2000 g for 10 min at room temperature (slow
deceleration at the end of centrifugation).

Record the time of centrifugation on the sample collection form.

5. Using a disposable pipette, carefully transfer the serum into an appropriate unused plastic
tube. Save the tube containing serum and discard the tube with the clot.

Homogenize the serum by up and down movements with a pipette.

7. Aliquot the total volume of serum into the 4 labelled cryovials. Split the serum evenly
between the cryovials (if possible at least 500 pL/aliquot).

8. Assoon as possible put the labelled cryovials in long term storage at -80°C in the
boxes provided.

9. Record the time of freezing on the sample collection form.

Plasma (at 0 h and 48 h)

1. Centrifuge the EDTA- tube as soon as possible at 2000 g for 10 min at room temperature
(slow deceleration at the end).

2. Record the time of centrifugation on the sample collection form.
Label 4 cryovials with the provided labels “########-TT-VAR -{timepoint}-PLA-{01-04}"
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4. Using a disposable pipette, carefully transfer the plasma into an appropriate unused plastic
tube.
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5. Applies only to the sample drawn at Oh (not at 48h): After removing the plasma, transfer
the buffy coat (the thin layer beneath the plasma) and a small portion of the red blood cells
with a disposable pipette to a cryovial labelled with “########-TT-VAR-0-BFF-01". To
ensure all the buffy coat is extracted transfer at least 500 pL. Discard the collection tube
containing the rest of the blood.

Homogenize the plasma obtained at point 4 by up and down movements with a pipette.

Aliquot the total volume of plasma into the 4 labelled cryovials. Split the plasma evenly
between the 4 cryovials (if possible at least 500 pL/aliquot).

8. Assoon as possible put cryovials in long term storage at -80°C in the provided boxes

9. Record the time of freezing on the sample collection form.

PAXgene tube (at 0 h and 48 h)

1. Leave the pre-labelled PAXgene tube upright at room temperature for a minimum of 2 hours
and a maximum of 24 hours after sample collection.

Place the tube in long term storage at -20°C.

Record the time of freezing on the sample collection form.

3.4 Sample Storage Log

All the TTM2 /TAME samples in storage at the local laboratory should be registered in a sample
storage log. The cryovials should be placed in the provided storage boxes in the same order as
they are listed in the storage log. The log should preferably be completed as soon as the samples
are being put in the freezer, but could be created prior to shipment to the biobank IBBL. The
sample storage log as shown in Appendix B, or another log with corresponding information, may
be used.

The boxes with the cryovials must be stored at -80°C and the PAXgene tubes at -20°C in freezers
at the hospital. Temperature logs should be kept for all the freezers storing samples.

4. SHIPMENT

Samples should be shipped to IBBL in Luxembourg at the end of the trial, or if necessary at regular
intervals (not more than every 6 months to avoid unnecessary shipping costs). The shipment will
be organized by the sponsor in collaboration with the site study coordinator. A courier customer
code will be given, allowing for the shipment costs to be paid for by the sponsor. Detailed
instructions on shipping will be part of a separate form.

5. CONTACT

Contact for laboratory/biomarker questions:

TTM2: helena.levin@med.lu.se or ttm2@ttm2trial.org
TAME: ciara.fahey@ucd.ie
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Blood Collection at the Site

Patient study number: Contact at the ICU:
Name: <complete>
Tel: <complete>

Email: <complete>

Kit ID label
(HHHHHAH##-TT-VAR):

Sampling should be performed as close as possible to the designated time point. Samples may be
drawn +/- 6 hours from the ideal time point to allow correct laboratory processing.

1. Use a sampling kit containing the necessary materials for one patient. Each kit includes Kit ID labels
for forms and 4 bags with blood collection tubes and laboratory materials.

2. Fill out a new sample collection form for each time point. Record the correct patient study number
and place a Kit ID label, ########-TT-VAR, in the red square above!

Sampling time point (hours after randomisation):

oh[] 24n[] 48h[] 72h[]

Sampling date and time: Sampling performed by (name/initials):

||‘||.2|0||.||||| ..................................................................
DDMMMY Y Y Y HH:M M

Record month with 3 letters and time in 24-hour format, e.g. 15DEC2017 15:30

3. Choose the bag marked with the correct time point and draw the samples with the pre-labelled tubes
in the following order. Keep the PAXgene tube upright to prevent backflow.

At0hand 48 h: At24 hand 72 h:

1 x Clot activator tube (red cap) 1 x Clot activator tube (red cap)
1 x EDTA tube (purple cap)

1 x PAXgene tube

4. Invert the clot activator tube (red) 5-6 times. Invert the EDTA tube (purple) and PAX tube 8-10 times.

5. Send this form and the remaining materials in the bag (cryovials and labels) to the laboratory with
the samples.

6. At the timepoint 0 h, record the patient’s kit ID, ########-TT-VAR, in the medical record.
The kit ID is the same for all time points.

PLEASE BE CAREFUL TO COMPLETE THE RED SQUARE AND TO SEND MATERIALS TO THE LABORATORY!

After the last time point (72h), discard any unused material. The kit must not be used for another patient.
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Sample Processing at the Laboratory

PLEASE VERIFY THAT THE RED SQUARE ON THE BACK OF THIS FORM HAS BEEN COMPLETED.
If the patient study number or the Kit ID is missing, please contact the ICU!

Handle the samples according to the provided instructions and complete the information below.
Record date and time in the format DDMMMYYYY HH:MM e.g. 15DEC2017 15:30

Save this form! The forms will be collected at regular intervals by the site coordinator and the data will be
entered in the eCRF at the ICU.

e Serum (at Oh, 24h, 48h, and 72h):

Date and time of centrifugation: Date and time placed in freezer:
||‘|||2|0|||||||| ||||||2|0||||||||
DDMMMYY Y Y HHMM DDMMMYYYY HHMM

e Plasma (at 0 hand 48 h):

Date and time of centrifugation: Date and time placed in freezer:
R e T |
DDMMMYY Y Y HHMM DDMMMYYYY HHMM

e PAXgene tube (at0hand 48 h):

Date and time placed in freezer:

||‘|||2|0||||I.I|

DDMMMYY Y Y HHMM

Samples handled by (name/initials):

If any deviations occurred, please specify:
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Patient’s Kit ID Number of
HiH#HHAS-TT-VAR Time samole Type Vials in Storage in Date and
(first 8 digits on the label) Point pie Typ Storage Box No(s) Initials

0 Serum

0 Plasma

0 Buffy coat

0 PAXgene

24 Serum

48 Serum

48 Plasma

48 PAXgene

72 Serum

Serum

Plasma

Buffy coat

PAXgene

24 Serum

48 Serum
48 Plasma
48 PAXgene

72 Serum

Serum

Plasma

Buffy coat

PAXgene

24 Serum

48 Serum

48 Plasma

48 PAXgene

72 Serum
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