Single Cell Washing and Handling
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This document and its contents are proprietary to Illumina, Inc. and their affiliates (collectively, "Illumina"), and are intended
solely for the contractual use of its customer in connection with the use of the product(s) described herein and for no other
purpose. This document and its contents shall not be used or distributed for any other purpose and/or otherwise
communicated, disclosed, or reproduced in any way whatsoever without the prior written consent of Illumina. Illumina does
not convey any license under its patent, trademark, copyright, or common-law rights nor similar rights of any third parties by
this document.

The instructions in this document must be strictly and explicitly followed by qualified and properly trained personnel in order
to ensure the proper and safe use of the product(s) described herein. All of the contents of this document must be fully read
and understood prior to using such product(s).

FAILURE TO COMPLETELY READ AND EXPLICITLY FOLLOW ALL OF THE INSTRUCTIONS CONTAINED HEREIN
MAY RESULT IN DAMAGE TO THE PRODUCT(S), INJURY TO PERSONS, INCLUDING TO USERS OR OTHERS, AND
DAMAGE TO OTHER PROPERTY.

ILLUMINA DOES NOT ASSUME ANY LIABILITY ARISING OUT OF THE IMPROPER USE OF THE PRODUCT(S)
DESCRIBED HEREIN (INCLUDING PARTS THEREOF OR SOFTWARE) OR ANY USE OF SUCH PRODUCT(S) OUTSIDE
THE SCOPE OF THE EXPRESS WRITTEN LICENSES OR PERMISSIONS GRANTED BY ILLUMINA IN CONNECTION
WITH CUSTOMER'S ACQUISITION OF SUCH PRODUCT(S).

FOR RESEARCH USE ONLY®© 2014 Illumina, Inc. All rights reserved.

Illumina, IlluminaDx, 24sure, BaseSpace, Bead Array, BeadXpress, BlueFish, BlueFuse, cBot, CSPro, CytoChip, DASL,
DesignStudio, Eco, GAIIx, Genetic Energy, Genome Analyzer, GenomeStudio, GoldenGate, HiScan, HiSeq, HiSeq X,
Infinium, iScan, iSelect, MiSeq, MiSeqDx, NeoPrep, Nextera, NextSeq, NuPCR, SeqMonitor, Solexa, TruGenome,
TruSeq, TruSight, Understand Your Genome, UYG, VeraCode, VeriSeq, the pumpkin orange color, and the Genetic Energy
streaming bases design are trademarks of Illumina, Inc. in the U.S. and/or other countries. All other names, logos, and other
trademarks are the property of their respective owners. SurePlex contains technology developed and manufactured by Rubicon
Genomics Inc., Ann Arbor, Michigan, USA. Protected by US Patent 8,206,913; and pending.
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This document describes the steps involved in washing single cells (polar body 1, polar
body 2, blastomere, and trophectoderm biopsy) that have been dissected from an oocyte,
embryo, or blastocyst. It then describes the steps for loading the single cells into PCR
tubes for use with DNA amplification techniques such as SurePlex and SureMDA and
then used with 24sure, VeriSeq PGS, and 24sure+ technologies.

The information supplied in this document is offered as a guide only and Illumina
accepts no responsibility for carrying out the procedure. Good laboratory practice and
good scientific judgment are always required. Adapt the protocol according to local
laboratory rules, regulations, and the facilities available.

Appropriate witnessing may be required and proper procedures should be established in
the local setting.

DNA contamination into the PCR tubes must always be minimized. Extraneous,
contaminating DNA could result in an incorrect diagnosis and lead to a serious adverse
outcome.
Minimize DNA contamination by:

Always keeping gloves sterile and clean.

Changing gloves immediately if you suspect contamination has occurred.

Handling PCR tubes carefully, as described; only touching the outside.

Never touching the mouthpiece and proximal tubing of the mouth pipette.

Never allowing the tubing of the mouth pipette to touch skin.

Carrying out the procedure, including the setting up of culture dishes and PCR tubes,

in a laminar flow hood.

Avoiding keeping PCR tubes open for longer than necessary.

Wearing appropriate personal protective equipment (lab coat, gloves, cap, facemask).

1 PBS 1% PVP
Sterile PBS (20x stock supplied by Cell Signaling Technologies — Catalog No.
9808)
PVP (10% clinical grade liquid supplied by Origio — Catalog No. 10905000)
[ NOTE
R To make PBS (1x) PVP (1%), aliquot 0.5 m1 20x PBS, 1 m110% PVP, and 8.5 ml

sterile nuclease free water into 0.5 ml volumes. Aliquots can be stored at -25°C
to -15°C.

2 Sterile 0.2 ml PCR tubes, stored in small sterile bags
3  Culture medium, containing 4mg/ml albumin

4 Sterile, long Pasteur pipettes, pulled and flame polished (one for each cell plus a
few extra)

5 Mouth pipette

[ NOTE
I Using a mouth pipette is highly recommended for loading small volumes
with the cell.

Single Cell*#
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35 mm sterile culture dishes
0.2 ml PCR tube rack
Chilled 0.2 ml PCR tube rack
Dissecting microscope

Sterile forceps

Dedicated 10 pl pipette
Sterile 10 pl filter tips

Fine-tipped permanent marker pen
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To perform this procedure, it is necessary to wear clean theater dress and a long sleeved
gown. Sterile gloves must be worn, covering the cuffs of the gown, and hair must be
covered with a cap. The preparation of dishes and tubes must be carried out in a clean
laminar flow hood to protect the tubes from contamination.

1 In the hood, remove the same number of culture dishes as there are cells. Use one
culture dish per cell.

2 Label the dishes in accordance with local procedures on both the lid and the base.
For example, label the embryo number and cell number i.e. E6C1 would be cell 1 of
embryo number 6.

3 Using a clean, sterile Pasteur pipette, add three small drops (~15-20 pl) of growth
medium and three small drops (~15-20 ul) of PBS-PVP arranged, as shown in Figure
1.

Growth medium and PBS-PVP arrangement in culture dish

E6C1
O O 0. growth medium

O O ) PBS-PVP

4 When the dishes are prepared, place dishes to the side, within reach of the
microscope.

5 In the hood, open the sterile autoclave bag containing the PCR tubes. Remove the
tubes one by one from the bag, using the clean forceps, and place them in the room
temperature tube rack. Close the lids immediately, taking care not touch the inside of
the lid.

6  Each cell requires one 0.2 ml sterile tube. Using a fine tipped marker pen, label the
tubes in a similar way to the dishes, i.e. E6C1. For each patient, it is necessary to
collect a small volume of PBS-PVP from one of the last cell washes to provide a
negative control in the SurePlex reaction. It is necessary to prepare one extra tube per
patient and label accordingly. Label the tubes on the top and sides, as shown in
Figure 2.

Example of 0.2 ml sterile tube

Contamination 1————\______ .
shiokd perrents A — Write embryvo number and
comtact with cellnumberhere e.g.
tha inner bl | Ay \ EGCA
surfaca | L X ' |
\ — |
—_—
‘Witing surface
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7 Using a 10 pl pipette and sterile filter tips, pipette 2 ul of PBS-PVP to each tube. Be
careful not to touch the tip anywhere other than inside the tube. Change to a clean
sterile tip every three or four tubes, or whenever contamination is suspected.

8  When all the tubes are prepared, place tubes in a rack in the order that they are
required.

J NOTE
L For the SureMDA protocol, lllumina recommends collecting samples in 4 pul PBS-PVP.
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Put the mouthpiece in the mouth pipette, being careful not to allow gloves to touch
the mouth or skin.

Place the dish containing biopsied cells on to the microscope stage. Make sure that
the patient ID and the embryo number on the dish containing the cells match the
labeling on the culture dishes and PCR tubes.

Put a pulled, flame-polished Pasteur pipette into the mouth pipette. Load the pipette
with clean culture medium (plus albumin) so that there are three sections of medium
separated by air, as shown in Figure 3.

Pipette with clean culture medium, loaded as three sections separated by air

air

media

Looking into the microscope, pick up a cell from the dish on the microscope stage in

a minimal volume of media. Refer to Figure 4 for placement of the cell.

a  Place the cell in the top left of wash drop 1 in the labeled wash dish.

b Move the pipette to another location in wash drop 1 and expel any remaining
media up to the first meniscus of the pipette.

¢  Move the pipette to another location still in the same drop and pick up a small
volume of media.

d  Pick up the cell in minimal volume and move it to the second drop (wash drop
2) of the same dish

Wash drop 1 and Wash drop 2

WASH DROP 1 WASH DROP 2

a. Flacecell
indrop

b. Expelmediaup
to firstmeniscus

c. Pick-upclean
mediumhere

Repeat steps a—c in wash drop 2 and 3, and through the PBS-PVP wash drops, 4-6.

At wash drop 6, pick up the cell in a small volume of PBS-PVP. Make sure that the
cell is not too close to the tip of the pipette or too close to the meniscus. While
holding the pipette, pick up the correctly labeled PCR tube. Open the lid using only
the lip and hold the tube sideways on the stage of the microscope so the PBS-PVP
can be visualized at the bottom of the tube.

Carefully insert the pipette tip into the tube. Take care to avoid the pipette touching
the outside of the PCR tube, and to avoid breaking the pipette into the tube.

Single Cell
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8  Use the microscope to observe the pipette tip as it goes into the PBS-PVP, trying to
avoid touching the pipette on the side of the tube.

9  Gently expel the cell into the PBS-PVP in a minimal volume so that when combined
with the 2 pl in the tube, the volume is ~2.5ul. Remove the pipette from the tube,
close the lid of the tube, and place it in the chilled PCR tube block.

10 To collect PBS-PVP wash for use as a negative control, use the same pipette. Go back
to wash drop 6 and pick up a small volume of PBS-PVP (the equivalent to the
amount transferred with the cell). Carefully add the PBS-PVP to the appropriate PCR
wash tube.

11 Discard the pipette. If the cells are going to be processed within 24 hours, store at 2°C
to 8°C until used. Alternatively, store the tubes at -25°C to -15°C, while retaining the
PBS-PVP, including cells, at the bottom of the tubes.
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For technical assistance, contact lllumina Technical Support.

Illumina General Contact Information

Illumina Website | www.illumina.com

Email techsupport@illumina.com

[Mumina Customer Support Telephone Numbers

Region Contact Number Region Contact Number
North America 1.800.809.4566 Italy 800.874909
Austria 0800.296575 Netherlands 0800.0223859
Belgium 0800.81102 Norway 800.16836
Denmark 80882346 Spain 900.812168
Finland 0800.918363 Sweden 020790181

France 0800.911850 Switzerland 0800.563118
Germany 0800.180.8994 United Kingdom 0800.917.0041
Ireland 1.800.812949 Other countries +44.1799.534000

Safety Data Sheets

Safety data sheets (SDSs) are available on www.cambridgebluegnome.com.

Product Documentation

Product documentation in PDF is available for download from the lllumina website. Go
to www .illumina.com/support, select a product, then click Documentation & Literature.

APPROVED |
Single Cell

08:28 1403/04/30 172.16.1.115 Luoss Japaw Qosw

TE-CMP-PT-018/00

90UB]SISSY [B2IUYD8 |


http://www.illumina.com/
mailto:techsupport@illumina.com
http://www.illumina.com/support.ilmn
S-Shams
Typewritten Text
TE-CMP-PT-018/00


llumina
San Diego, California 92122 U.S.A.
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