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Illumina Sample 

Sheet



Illumina Sample Sheet

Ensure there are no 

spaces or commas in 

sample names

Index 2

Output

Read Length

Index 1



Version 2 Sample Sheet

Unique 

Index 1 

(10bp)

Unique 

Index 2 

(10bp)

Sample
Triming



Illumina Sample 

Sheet- Experiment 

Manager



Illumina Experiment Manager

https://support.illumina.com/sequencing/sequencing_software/experiment_manager/downloads.html

A “Sample Plate” 

can be created 

before a sample 

sheet



It is critical to ensure 

that adapter & 

indexes selected for 

plate match library 

prep



It is critical to ensure 

that adapter & 

indexes selected for 

plate match library 

prep

Plate Name

It is critical to ensure 

that adapter & 

indexes selected for 

plate match library 

prep



Sample ID is required

Can be pasted in 

from .csv or .xlsx file

Must be unique

Optional

Ensure Default 

Layout 

Matches Plate



96 Well

Plate View



Plate Files

Do not 

change file 

type 



Illumina Experiment Manager



Sample 

Sheets are 

Specific for 

Sequencer



Select Categoy

& Application 

Only if You Want 

to Run Illumina 

Analysis

BaseSpace Apps 

or Installed on 

Local Machine







If Completing 

Custom Analysis

Select Other &

FASTQ Only

Other &

FASTQ Only

Most

Common 

Combination



Reagent Barcode 

can be Changed 

Later

It is critical to ensure 

that adapter & 

indexes selected for 

plate match library 

prep





Will Only Show 

Sample Plate file if it 

Matches Library Prep 

& Indexes Selected



Select 

Samples from 

Plate that are 

going to be 

sequenced



Can Select 

Subset of 

Samples or 

Entire Plate



Default File 

Name is

Reagent

Cartridge 

Barcode







Illumina Sequencing 

Analysis Viewer 

(BaseSpace)

Sequencing 

Analysis Viewer 

(SAV) is Installed 

on Machine As 

Well



Reads Passing 

FilterQ30



Biosamples

include data from

multiple runs with

same Sample ID



MiSeq Intensity 

Generally 

Increase During 

Sequencing Run

Quality 

Score 

Spec



Illumina MiSeq Specifications

Quality 

Score 

Spec



FWHM- Average 

Full Width of 

Clusters at Half 

Maximum

Normally 

Mostly Flat

Abnormal Plot



% Base by Cycle 

Nextera XT RNASeq

Base Bias 

Start of 

Run
Indexes



% Base by Cycle 

PCR Amplicon 16S rRNA PCR



Q30 by Cycle

2x301bp



Error Rate

Watch Scale

Error Rate Only 

Calculated if 

PhiX is Spiked In

Spikes 

indicate poor 

cycles



Cluster Density

Passing Filter

Total Clusters

Over Clustered





Quality Score Heatmap

Lower Q 

Scores



PhiXPhiX

Note: Illumina 

calls Index 

Reads, R2 & R3



V2 kit

865-965 

k/mm2



High % Reads 

Undetermined 

May Indicate 

Error in Sample 

Sheet

PhiX Does Not 

Have Index 



Failed Sequencing Run



Illumina MiSeq

Failed Run



FocusMirror: Focus mirror move 

and/or sensor failed



Increase in 

FWHM



Q30 Drops to 

0%



Called Intensity 

Drops to 0%



Cycle 1=Clear 

Clusters

Cycle 150= 

Clusters Out of 

Focus

Outcome

Broken Part 

Needed 

Replacement



16S rRNA



16S rRNA PCR





Q30 Often 

Drops Off 

Significantly at 

end of Read 2



Requires ~15% 

PhiX to Create 

Sequence 

Diversity 



Agenda Update 

 No sessions next week due to Eid al-Fitr (May 1- May 8) 

 Next session: Tuesday May 10, 2022

 Week 12 : Genomic epidemiology and Nextstrain pipeline (Domman)



Questions?


