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16S Metagenomic Sequencing Library

Preparation
Preparing 16S Ribosomal RNA Gene Amplicons for the
[lumina MiSeq System

Introduction

165 Library Preparation Workflow

Amplicon PCR

PCR Clean-Up

Index PCR

PCR Clean-Up 2

[Optional] Validate Library

Library Quantification, Normalization, and Pooling
Library Denaturing and MiSeq Sample Loading
MiSeq Reporter Metagenomics Workflow
Supporting Information
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These represent only some of the acceptable combinations. Alternatively, please check

the real sequences of each index in the table above to make sure each base position

will have signal in both color channels for the index read:

o

&

w=signal in both color

Good

Index 1

GGACTCCI

TAGGCATG

[AAGGCGA

CGTACTAG

VAV
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ALAGTAGA

AGAGCTAGA

VAV

x=signal missing in one color channel
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Libraries Pooled: 6 or tewer; Sequencing Worktlow: Single Index

Plex Index 1 (i7) Selection Index 2 (i5) Selection
1-plex (no Any Index 1 adapter Any Index 2 adapter
pooling)
2-plex ¢ [option 1] N702 and N701
* [option 2] N702 and N704
3-plex ¢ [option 1] N701, N702, and
N704
* [option 2] N703, N705, and
N706
4- or 5-plex ® [option 1] N701, N702, N704,

and any other Index 1 adapter
¢ [option 2] N703, N705, N706,
and any other Index 1 adapter

o-plex N701, N702, N703, N704, N705,
and N706
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PhiXZ %Mz I & v ?
16S Metagenomic Sequencing Library

Preparation
Preparing 165 Ribosomal RNA Gene Amplicons for the
[Hlumina Miseq System

NOTE

The recommended PhiX control spike-in of = 5% for low diversity librarieslis possible with
RTA v1.17.28 or later, which is bundled with Mo v22. For optimal pertormance, update to w3
software (MC5 2.3). If you are using an older version of the MiSeq software or se i

these libraries on the GA or HiSeq, limina recommends using = 25% PhiX control spike-mn

RTAv1.17.28 1)1)—X/—Fk &V
1. RTA1.17.28 hio—REROF7ILIT) XL DHNEBR(IZHE Y F L1z, £RNEE
TAMZIBEWTIE, PE<ELITNLAIO RTA ERAFHLIWVEETFTORLEARS
hABBELE-TEY ET ., I lowdiversity DS > TILIZBWLWTIE, #thT—~%
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