THE BABY BIOME STUDY

Collection and processing protocol: samples
at birth



Page 2



Wﬁfrl et VO.1

19 February 2016

Collection and processing protocol: samples at birth

Contents
1 INEFOAUCTION ...ttt nr e n e 5
1.1. The purpose of thiS dOCUMENT ..........ccoiiiiiicice e 5
2 = - Tod (o | (o]0 1 [ OSSR 5
1.3. Baby Biome Study SAMPIES.........ccoiiiiie e 5
1.4, INfOrmMation SYSTEM .. ..coiiiiicc et sreenes 5
2. GeNeral INTOIMATION. ..o 7
2.1, CONSENT ... e e r e et R e e nrenne s 7
2.2, INCIUSION CITEITA ....ciiiiicicie et 7
2.3, EXCIUSION CIITEIIA ..viiiiiiicice e 7
2.4. ldentification of partiCiPantS..........cccocviiii i 7
2.5. Feedback of results from biological samples..........c.cccoviviiiiiiiiiciiiecece 7
Section A: Collection Of SAMPIES.......ccoiii e 8
1 GENEIAI POINTS ...ttt bbb bttt b bt 8
1.1, Labelling Of SAMPIES ......ocvoiiic e 8
1.2, CONSENTTOIIMS .ottt 8
1.3. Data collection form and midwife checkliSt............c.cccoiiiiiiiiiiiiciccs 9
1.4, LOGBOOK ...t 9
1.5. Transfer of samples to the [aboratory ... 9
2. Sample-specific collection ProtoCoIS ... 9
2.1, Vaginal SWaD ... e 9
2.2, MALernal STOON ...........coiiiiiic s 15
2.3, COrd DIOOA. ... 17
2.4. Baby stool collected at NOME..........cccoiiiiiiiii e 22
Section B: Processing and aliquoting of SAmMPIes..........cooiiiiiiiiiiieeee e 25
1. General SPECIMEN PrOCESSING ....ccoviiiiriiiieieieieiee ettt 25
1.1. Specimen handling, disposal and work bench clean up.............c.c........ 25
1.2. Specimen 1abelling........ccocoiii e 25
1.3. General equipment/materials.........c.ccooviiiiiiiiiinie e 26
1.4. Handling of contaminated samples, incidents and accidents .............. 26
1.5. Reporting of contaminated SampPIes ..........cccocviriniieieicic e 27
2. Sample SPECITIC PrOCESSING ......ccviiiiiriiiieriiieieee et 28

Page 3 0of 43



wellprrntnist V0.1

19 February 2016

Collection and processing protocol: samples at birth

2.1 Vaginal SWab .........cooooiii 28
2.2, Maternal StOON ..o 29
2.3, Cordblood — SErUML......c.coiiiiiiiiie e 32
2.4, Cordblood —RNA.. ... 33
2.5. Cord blood — stimulation tUDE .............cccoiiiiiiiiiii 33
2.6, Baby STOON ......ooiiiie e 34
Section C: ACKNOWIEAGEMENTS ..o 40
1. Baby Biome StUAY TEAM........c.oiiiiieiiire e 40
2. BHRUT SEAfT.....coiiiiiiiiee et 40
3. Other CONTIIDULONS .....c.oiiiiicc s 40
SECHION D: APPENTICES .....ocvieiicieceee ettt s te e sresre e b sre s

Page 4 of 43



V0.1

mmfrl 5
' 19 February 2016

Collection and processing protocol: samples at birth

1. Introduction
1.1. The purpose of this document

This document describes the standard operating procedures (SOPSs)
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A Customer Relationship Management Tool (CRM) has been developed for the Baby Biome
Study for electronic data collection. The system will hold records
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Infant stool DNA concentration 0.000

Lot number of the DNA extraction kit Whole Number
Code number for negative control Whole Number
Date and time to fridge for stool Date and Time

2. General information
2.1. Consent
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The consent form should be labelled with a Baby Biome Study hospital label using the
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4. Insert the swab two inches into the vagina being careful not to touch the tip of the
swab anywhere else in your genital area.
5. Twist the swab three times while inside the vagina. The swab will become saturated
with vaginal fluid.
6. Remove the swab the same way that you did for insertion. Again, be careful not to
touch the tip of the swab outside of the vagina.
7. Place the swab into the liquid in the collection tube.
8. Gently break the swab at the red line by bending the handle until it snaps. Replace
the cap.
NOTE: Be careful not to spill the liquid in the bottom of the tube.
NOTE: Ensure that the swab handle is positioned in the centre of the cap so that
the cap can be closed easily.

9. Screw the top firmly on the collection tube. Gently swirl the collection tube several
times to ensure that the sample mixes with the liquid in the tube.
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Figure 3 Steps for self-collection of a vaginal swab
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12. Complete log book in the sluice room.
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Figure 4 Steps for self-collection of maternal stool

Equipment

a. Collection kit:
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12. Attach a clean butterfly onto the syringe containing the cord blood.
13. Transfer the cord blood into the appropriate blood bottles in the following order:

a. Tempus™ Blood RNA tube (blue cap) insert the butterfly needle into the
vacutainer, transfer 3ml of blood and then discard the butterfly needle safely into
an appropriate sharps container.

NOTE: A needle is not required for transfer of samples for the remaining tubes.
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Figure 5 Steps for cord blood collection by midwives
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Read the following instructions carefully before proceeding to collect your baby’s
sample.

1. Lay the nappy containing stool out flat.

2. Using the scoop built into the lid of the collection tube, collect stool from the nappy
and place the scooped sample into the tube.

3. Repeat step 2 up to a maximum of three times. Try to fill the spoon with stool each

time.

Firmly screw the lid of the collection tube.

Write the date and time of sample collection on to the sample collection form.

Place the sample tube inside the Ziploc plastic bag. Seal the bag.

Post the sample back to the pathology laboratory as soon as possible using

the prepaid pre-labelled jiffy bag.

8. If the sample cannot be posted immediately, please keep the sample cool until
posted, ideally by placing it in the fridge.

No gk
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Figure 6 Steps for home collection of baby stool
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7. Store aliquots at -80°C.
Sample information to record

Time sample is processed / aliquoted
Volume / amount of each aliquot
Actual number of aliquots stored

Disposal
Please refer to BHRUT SOPs listed in section B, 1.4.
Quality control criteria

None

Specimen transport and receipt

The sample will arrive in the laboratory in the Fisher specimen pot at ambient temperature
having been stored at 4°C on the labour ward. Once transferred, the sample should be
stored in the
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1. Work in a microbiological safety cabinet for the first part of this protocol. Wear a lab
coat, non-sterile gloves and a mask.
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15.
16.

17.

18.

19.

20.
21.

22.

23.

Transfer the supernatant to a 1.5ml Eppendorf tube. Add 250ul of PPS (Protein

Precipitation Solution) and mix by inverting the tube by hand 10 times.

Centrifuge the 1.5ml Eppendorf tube for 5mins at 14000g to precipitate the pellet.

Transfer the supernatant to a clean 15ml Falcon tube and add 1ml of Binding Matrix

Solution (ensure it is well re-suspended before use; use long P1000 tips).

Invert tubes by hand for 2mins to allow binding of DNA. Place tube in a rack for

5mins to allow settling of silica matrix.

Remove 700ul of supernatant and discard it. Be careful to avoid disturbing settled

Binding Matrix.

Re-suspend the Binding Matrix in the remaining amount of supernatant and transfer

700pl to a Spin Filter and Catch Tube.

Centrifuge for 1min at 14000g, discard the flow through.

Repeat steps 19-20 until all Binding Matrix has been transferred to the Spin Filter.
NOTE: It essential that the samples are processed straight away, without breaks.

Add 500ul of SEWS-M (ethanol added) to the Spin Filter and gently re-suspend the

pellet using the pipette.

Centrifuge for 1min at 14000g, discard the flow through and then centrifuge (without

any addition of liquid) for another 2mins (rotating by 180° after 1min).

NOTE: During centrifuging the pellet may com=0.0m5p996128peld) for anoa-6(i)5(x)11( )-4(ha)
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Section C: Shipment of samples to external sites

1. Data and sample preparation

1.1 Shipment Information Form (data preparation)
Before arranging a shipment, a ‘Shipment Information Form’ should be completed and sent
to the Scientific Lead for approval. The form should be prepared by one of the lab

technicians and checked by a second person.
NOTE: The ‘Shipment Information Form’ includes the following information:

BBS ID
Whether a valid signed consent is collected:

Everything except
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5. Place the box (or sealed bag or rack) containing the samples into a polystyrene box
(figure) with dry ice ready for shipment unless otherwise stated (i.e. for samples that
are not frozen).

6. Send the Shipment Information Form by email to our partners/collaborators.
NOTE: No identifiers other than the BBS ID (i.e. initials, DOB, hospital number)
should be included.

a. For Sanger Institute: Sam Forster (sfl5@sanger.ac.uk) and/or Mark Stares
(ms20@sanger.ac.uk).
b. For UCL I&I: Evi Tsaliki (e.tsaliki@ucl.ac.uk)
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