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Introduction

Using custom sequencing primers for a run on the MiniSeq system requires 2 additional
steps during run setup:

1 Specify that custom primers are part of the run.
} For runs connected to Local Run Manager, use of custom primers are specified on
the Create Runs screen.

} For runs connected to BaseSpace or BaseSpace Onsite, use of custom primers are
specified on the Planned Runs screen of the Prep tab.

} For runs using the standalone configuration, use of custom primers are specified
on the MiniSeq Control Software Run Setup screen.

2 Prepare and add 2 ml of each custom primer to the custom primer positions on the
MiniSeq reagent cartridge. See Prepare Custom Primers on page 6.

All other steps follow the run setup workflow as described in theMiniSeq System Guide
(document # 1000000002695).

Custom Primers and PhiX
When custom primers are used for Read 1 or Read 2, the software directs the instrument
to pull from reservoirs 14 and 15. Therefore, Illumina primers are not used for the
sequencing run.
If Illumina primers are not used for Read 1 or Read 2, the optional Illumina PhiX control
is not sequenced. To use the PhiX control with custom primers, contact Illumina
Technical Support for guidance.

NOTE
Sequencing data from the PhiX control is not generated for index reads, regardless of
which indexing primer is used.
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PrimerPositions on theReagentCartridge

You can use a combination of Illumina primers and custom primers in the same run.
Depending on the combination specified, the software pulls the primer from the
appropriate reservoir.
Example: If a custom primer is used for Read 2, but not for Read 1, the software pulls the
Read 1 primer from Illumina Read 1 primer position (#24) and pulls the Read 2 primer
from the custom Read 2 primer position (#14).

Custom Primer Custom Primer Position
Custom Read 1 primer 15
Custom Read 2 primer 14
Custom Index 1 primer
Custom Index 2 primer

13

Illumina Primer Illumina Primer Position
Illumina Read 1 primer 24
Illumina Read 2 primer 25
Illumina Index 1 primer and Index 2
primer mix

28

Primer positions used for the run are recorded in the file Primers.xml, which is written to
the Reagents folder.
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Compatible PrimerCombinations

Due to the primer design and dual-indexing workflow on the MiniSeq, combinations of
custom primers and Illumina primers are limited.
} If you use a custom Read 1 primer, you have to use a custom Index 2 primer.
} If you use a custom Read 2 primer, you have to use a custom Index 1 primer.
For an overview of the indexing workflow, see Indexed Sequencing Overview Guide
(document # 15057455).

Combination Read 1 Primer Index 1 Primer Index 2 Primer Read 2 Primer

All Illumina Illumina Read 1 Illumina Index 1 Illumina Index 2 Illumina Read 2

Custom Read 1 Custom Read 1 Illumina Index 1 Custom Index 2 Illumina Read 2

Custom Read 2 Illumina Read 1 Custom Index 1 Illumina Index 2 Custom Read 2

All custom Custom Read 1 Custom Index 1 Custom Index 2 Custom Read 2
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Prepare andAddCustomPrimers

Make sure that the MiniSeq reagent cartridge is thawed and inspected before proceeding.

Prepare Custom Primers
1 If frozen, thaw each custom primer to be used.

2 Use HT1 to dilute each custom primer to yield 2 ml at 0.3 µM final concentration.

Add Custom Primers to Reagent Cartridge
1 Use a low-lint lab tissue to wipe clean the foil seal covering each position associated

with the custom primer.

Position # Custom Primer
15 Custom Read 1 primer
14 Custom Read 2 primer
13 Custom Index 1 primer

Custom Index 2 primer

2 With a clean pipette tip, pierce the foil seal covering each position associated with
the custom primer.

3 Add the following volumes of custom primer in the appropriate position on the
reagent cartridge. Avoid touching the foil seal as you dispense the primer.

Position
# Volume Custom Primer

15 1 ml Custom Read 1 primer
14 1 ml Custom Read 2 primer
13 1 ml Custom Index 1 primer
13 0.5 ml of each

primer
Custom Index 1 primer and
Custom Index 2 primer

13 1 ml Custom Index 2 primer



S
etU

p
a
R
un

forC
ustom

P
rim

ers

MiniSeqSystemCustomPrimersGuide 7

SetUpaRun forCustomPrimers

The use of custom primers is specified during run setup.
} If the instrument is configured for Local Run Manager, specify custom primers on

the Create Run page.
} If the instrument is configured for BaseSpace or BaseSpace Onsite, specify custom

primers on the BaseSpace Prep tab. You can later edit these settings on the MiniSeq
Control Software Run Setup screen.

} If the instrument is configured for standalone mode, specify custom primers on the
MiniSeq Control Software Run Setup screen.

Specify Custom Primers Using BaseSpace Prep Tab
1 On the Plan Run screen of the BaseSpace Prep tab, select the checkbox for each

custom primer to be used with the run.
} R1—Custom primer for Read 1.
} R2—Custom primer for Read 2.
} Index—Custom primer for Index 1 Read.
To specify custom primers for Index 1 or Index 2 separately, edit the custom primers
settings on the MiniSeq Control Software Run Setup screen.

Specify Custom Primers Using Local RunManager
1 On the Create Run page of Local Run Manager, select the checkbox for each custom

primer to be used with the run.
} Read 1—Custom primer for Read 1.
} Index 1—Custom primer for Index 1 Read.
} Index 2—Custom primer for Index 2 Read.
} Read 2—Custom primer for Read 2.

Specify Custom Primers in Standalone Configuration
1 On the MiniSeq Control Software Run Setup screen, select the checkbox for each

custom primer to be used with the run.
During the run, the software directs the sippers to pull primers from the appropriate
reservoir.

2 When you have finished specifying run parameters, select Next.
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RevisionHistory

Document Date Description of Change

Document #
1000000002700 v01

September
2016

Updated custom primer positions to 15 for Read 1, 14 for Read 2,
and 13 for Index 1 and Index 2.

Document #
1000000002700 v00

February
2016

Initial release.
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Technical Assistance

For technical assistance, contact Illumina Technical Support.

Website www.illumina.com

Email techsupport@illumina.com

Table 1 Illumina General Contact Information

Region Contact Number Region Contact Number
North America 1.800.809.4566 Japan 0800.111.5011
Australia 1.800.775.688 Netherlands 0800.0223859
Austria 0800.296575 New Zealand 0800.451.650
Belgium 0800.81102 Norway 800.16836
China 400.635.9898 Singapore 1.800.579.2745
Denmark 80882346 Spain 900.812168
Finland 0800.918363 Sweden 020790181
France 0800.911850 Switzerland 0800.563118
Germany 0800.180.8994 Taiwan 00806651752
Hong Kong 800960230 United Kingdom 0800.917.0041
Ireland 1.800.812949 Other countries +44.1799.534000
Italy 800.874909

Table 2 Illumina Customer Support Telephone Numbers

Safety data sheets (SDSs)—Available on the Illumina website at
support.illumina.com/sds.html.
Product documentation—Available for download in PDF from the Illumina website. Go
to support.illumina.com, select a product, then select Documentation & Literature.
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SanDiego,California92122U.S.A.
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