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Introduction
Using custom sequencing primers for a run on the MiniSeq systems requires two addit ional 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 specif ied on the Create

Runs screen.

• For runs connected to BaseSpace or BaseSpace Onsite, use of custom primers are specif ied

on the Planned Runs screen of the Prep tab.

• For runs using the standalone conf igurat ion, use of custom primers are specif ied on the

MiniSeq Control Software Run Setup screen.

2. Prepare and add 2 ml of each custom primer to the custom primer posit ions on the MiniSeq reagent

cartridge. See Prepare Custom Primers on page 3.

All other steps follow the run setup workf low as described in the MiniSeq System Guide (document #

1000000002695).

Custom Primers and PhiX
When custom primers are used for Read 1or Read 2, the software directs the instrument to pull f rom

reservoirs 14 and 15. Therefore, Illumina primers are not used for the sequencing run.

If Illumina primers are not used for Read 1or Read 2, the opt ional Illumina PhiX control is not

sequenced. To use the PhiX control with custom primers, contact Illumina Technical Support for

guidance.

Sequencing data from the PhiX control is not generated for index reads, regardless of which

indexing primer is used.

Primer Positions on the Reagent Cartridge
You can use a combinat ion of Illumina primers and custom primers in the same run. Depending on the

combinat ion specif ied, 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 1primer

from Illumina Read 1primer posit ion (#24). The Read 2 primer is pulled from the custom Read 2 primer

posit ion (#14).
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Custom Primer Custom Primer Posit ion

Custom Read 1primer 15

Custom Read 2 primer 14

Custom Index 1primer

Custom Index 2 primer

13

Illumina Primer Illumina Primer Posit ion

Illumina Read 1primer 24

Illumina Read 2 primer 25

Illumina Index 1primer and Index 2 primer

mix

28

Primer posit ions used for the run are recorded in the f ile Primers.xml, which is writ ten to the Reagents

folder.

Custom Index 2 and custom Read 2 primers cannot be used with MiniSeq Rapid reagent kits.
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Compatible Primer Combinations
Due to the primer design and dual- indexing workf low on the MiniSeq standard reagent kit ,

combinat ions of custom primers and Illumina primers are limited.

MiniSeq Standard Reagent Kits:

Combinat ion Read 1Primer Index 1Primer 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

• If you use a custom Read 1primer, you have to use a custom Index 2 primer.

• If you use a custom Read 2 primer, you have to use a custom Index 1primer.

For an overview of the indexing workf low, see Indexed Sequencing Overview Guide (document #

15057455).

MiniSeq Rapid Reagent Kits:

The MiniSeq Rapid recipe allows for dual- indexed single-end runs. The Index 2 read is primed off the

grafted P5 primer on the f low cell, rather than using an Illumina Index 2 sequencing primer. It is not

possible to use custom Index 2 or custom Read 2 primers with MiniSeq Rapid reagents.

Combinat ion Read 1Primer Index 1Primer

All Illumina Illumina Read 1 Illumina Index 1

Custom Read 1 Custom Read 1 Illumina Index 1

Custom Index 1 Illumina Read 1 Custom Index 1

All custom Custom Read 1 Custom Index 1

Prepare and Add Custom Primers
Make sure that the MiniSeq reagent cartridge is thawed and inspected before proceeding.

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

2. Use HT1to dilute each custom primer to yield 2 ml at 0.3 µM final concentrat ion.
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Add Custom Primers to Reagent Cartridge
1. Use a low- lint lab t issue to wipe clean the foil seal covering each posit ion associated with the

custom primer.

Posit ion # Custom Primer

15 Custom Read 1primer

14 Custom Read 2 primer

13 Custom Index 1primer
Custom Index 2 primer

2. With a clean pipette t ip, pierce the foil seal covering each posit ion associated with the custom

primer.

3. Add the following volumes of custom primer in the appropriate posit ion on the reagent cartridge.

Avoid touching the foil seal as you dispense the primer.

Posit ion

#
Volume

Custom Primer

15 1ml Custom Read 1primer

14 1ml Custom Read 2 primer

13 1ml Custom Index 1primer

13 0.5 ml of each

primer

Custom Index 1primer and
Custom Index 2 primer

13 1ml Custom Index 2 primer

Custom Index 2 and custom Read 2 primers cannot be used with MiniSeq Rapid reagent kits.

Set Up a Run for Custom Primers
The use of custom primers is specif ied during run setup.

• If the instrument is conf igured for Local Run Manager, specify custom primers on the Create Run

page.

• If the instrument is conf igured for BaseSpace or BaseSpace Onsite, specify custom primers on the

BaseSpace Prep tab. You can later edit these sett ings on the MiniSeq Control Software Run Setup

screen.

• If the instrument is conf igured for standalone mode, specify custom primers on the MiniSeq Control

Software Run Setup screen.
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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 1Read.

To specify custom primers for Index 1or Index 2 separately, edit the custom primers sett ings on the

MiniSeq Control Software Run Setup screen.

Specify Custom Primers Using Local Run Manager
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 1Read.

• 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 f inish specifying run parameters, select Next.
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Technical Assistance
For technical assistance, contact Illumina Technical Support .

Website: www.illumina.com

Email: techsupport@illumina.com

Illumina Technical Support Telephone Numbers

Region Toll Free Internat ional

Australia +611800 775 688

Austria +43 800 006249 +43 19286540

Belgium +32 800 77 160 +32 3 400 29 73

Canada +1800 809 4566

China +86 400 066 5835

Denmark +45 80 82 0183 +45 89 87 1156

Finland +358 800 918 363 +358 9 7479 0110

France +33 8 05 10 2193 +33 170 77 04 46

Germany +49 800 1014940 +49 89 3803 5677

Hong Kong, China +852 800 960 230

India +918006500375

Indonesia 0078036510048

Ireland +353 1800 936608 +353 1695 0506

Italy +39 800 985513 +39 236003759

Japan +810800 1115011

Malaysia +60 1800 80 6789

Netherlands +31800 022 2493 +3120 713 2960

New Zealand +64 800 451650

Norway +47 800 16 836 +47 2193 96 93

Philippines +63 180016510798

Singapore 1800 5792 745

South Korea +82 80 234 5300

Spain +34 800 300 143 +34 911899 417
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Region Toll Free Internat ional

Sweden +46 2 00883979 +46 8 50619671

Switzerland +41800 200 442 +4156 580 00 00

Taiwan, China +886 8 06651752

Thailand +66 1800 011304

United Kingdom +44 800 012 6019 +44 20 7305 7197

United States +1800 809 4566 +1858 202 4566

Vietnam +84 1206 5263

Safety data sheets (SDSs)—Available on the Illumina website at support .illumina.com/sds.html.

Product documentation—Available for download from support .illumina.com.
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