NGSZIELOH LD ! INFZFIIF>THE =L WMiSeq ~
RMREEVEBELGHEST VN EEDELV A~

June 27, 2014

\|: E Emifﬁ
A1ILEFHA St
TOZANTIT)r—3> YA4ITT4Rb

© 2012 Illlumina, Inc. All rights reserved.

Illumina, illuminaDx, BaseSpace, BeadArray, BeadXpress, cBot, CSPro, DASL, DesignStudio, Eco, GAllx, Genetic Energy, Genome Analyzer, GenomeStudio, GoldenGate, HiScan, HiSeq, Infinium,

®
iSelect, MiSeq, Nextera, Sentrix, SeqMonitor, Solexa, TruSeq, VeraCode, the pumpkin orange color, and the Genetic Energy streaming bases design are trademarks or registered trademarks of I | u I I I I n a
Illumina, Inc. All other brands and names contained herein are the property of their respective owners.




A H®DOutline

MiSeqDHEE

MiSeq®DJ7—-27RA—
- LB ER
- Rt IR

T—3 T
MiSeq Reporter

lumina



MiSeq&ld ?

1 ng~1 ugMDDNARNA) YV FILHOERBLI=54T 51—

AIESFHDOTRIMNTED
RS —4rH—(NGS)

HMAEDNAZ AR LG HRARYE
#T5Sequencing By Synthesis (SBSi%) %
AW%

B K15 GbasesDIEEMNREHTAIRE | 201342684

e e e T TIPSO T T

lumina



MiSeq CHIGRIBELZ T T r—aY

HiSeq2500
1000 Gb / 5>
6H / 5>

NextSeq 500
120Gb /2>
18 /32>

T ) N
IOV >fith

NS ROUT S— LB
B FRIRTOD 7 1) LR
A F)ALEEAR
REBGT ) IR
WEMT ) LR
S—=gy NIS—5>2>20
ChlIP-Seqfgtfr

Small RNA#ZARF

MiSeq v2it 2
~8Gb/ 2V
~28 (39B5R) / S

MiSeq v3itZE
~15Gb /5>
~38 (558/) / S

lumina




MiSeqo>MDT7—970—

1. { 475 —DFRE J

5 lllumina Experiment Manager (IEM)Z L \7= J
| YT I—EDER

3. { DS5RE—HR. MiSeql=&d—42o285 J

4. { MiSeq ReporterlZ&dT—4% T J

llumina



MiSeqDIVICBELEDED

@zo—tJL

QYT I —k

@MiSeqAFEXVE

OFREL=514T TV —

llumina



MiSeq Control Software (MCS)

=

Welcome to MiSeq Contr . ‘
Cond How
B o P
tease choose an activit
Please load the flow ce |
o B NN
Please load the reagent cartridge.

Pre-Run Check is successful. Select Start Run to begin

t e T
sequencing o

¥~ Network Connection Active v  Sample Sheet Present
v ¥’ Free Disk Space (90%)
v’ Waste Bottle Loaded v’ PR2Bottle Loaded
¥ ReagentCartridge Loaded v Flow Cell Door Closed
v v
v

Chiller Door Closed Flow Rate Measured

BREANTS > Y b7vIZHR— b~
- MiSeqdD S > EFE T(E. FwvF/) R ZEOHEIET DIET
LY bOBR(CENE TOFIEFIAZFE ] EE
ST —IME. JTRI—BIREDI\SGA—F—ZFT 4 AT LA (R~

lumina



MiSeqZ>MDI7—470—

1. { 475 —DFRE J
) lllumina Experiment Manager (IEM)Z L \7=

| YT I —bDIER
3. L DS RZ—H . MiSeql=&dI—42285 }
4, L MiSeq Reporter|2&k2T—42 & }

llumina



5475 — DI

AT —RE - TETI—H MmN - B AT 155
ANZFDF4T ) —REF vk

4,
— gPCR ®@FlowcellED/\14T1)
Bindex (T IR B DF=H D /3—a—F)
MMk =T ORTZAI—DINAT)
— Bioanalyzer @ 3 ) 3 @
— 7 ILERIKE
5 P5 M Zpgisp DNA Insert Rd2 sp Mdex
I
—— s
5
f5l: TruSeq DNA HT (Dual Index) DiB&

EHEGSATIS)REDHBLEEEN ., ELISAIBELEL
=T O RNTA—I LV REB/B=OIZIZDEFRAARTH 5.

lumina



SATS)—DORERERIZDONT

HiR—boIEF—21)—X2013
[BioanalyzerZ{EAL7-Library QCrST I a—T42% 1 201311018

ANSFHR—

10

rHzEF—

BioAnalyzerz{&F L f=Library QC &
SO a—TaT

B Ak
AL FHAEH

Y9ZhLF7FIV5—2ay
YA4ITUT14R b

o oa . Al g
i, Imioiox boseSpace, Bossira, BeadXores, Bk, CSPr, DASL, DesignStudio, Eco, GAllx, Genefic Energy, Genome Analyzer, GenomeSudio, GokdenGate, HiScan, HiSeq, Infinkum, I | m ' n .
Solect WSo. ~= o, Sonk. Sochoi o 2, Tru s VeraCode, color, and design are rademarks

s a0 narmes coréained herein 2 the propery of ek respective cwners

lumina



5475 — DI

DNASA 75 —DFRE A EH (TruSeq DNA prepDIFE)
TIVr—avlEllmBbtsn=-HEX v DRHE

4/ Is\DNA (1 ugh i) DNADET 1L DREEDN TS T A—1{n

#&Ebp —DNASAT5!)—

1 _ _ | llumina



FHSATS)—RE XY (20146 ARTE)

g

Nextera DNA

NEIEDY)

Nextera Mate Pair

TruSeq Custom
Amplicon

TruSeq Custom
Amplicon Caner Panel

Nextera Rapid
Capture Exsome

Nextera Rapid Capture
Custome Enrichment

TruSight Tumor

TruSight Myeloid

TruSight
RE/ AR

TruSeq RNA

TruSeq Stranded
MRNA

TruSeq Stranded
Total RNA

TruSeq Small RNA

TruSeq RNA
Access Library Kit

TruSeq targeted
RNA Panel

lumina



=RV T IILRE YR “Kit Selector”
[HIET=DTFT T )r—2avIC@B LU FILRAR Y REET ] 2010003

illumina

L& H MyIllurmina  Tools =

I

PIUT-vEy VRATL BEWR BEH-rR oqrvR SISl T i ( search

Ta—t » =LA ART LS

YW OWEE =LA AT 0B HONHABAT A,

21)vLT
BULEHS
HEAFET

LERA il L LERAFialE L

LERA Ll L

YOWAR A

AL R TR, BB T AT E AL LTI e T RSN TS LR 2 L —F R B L R D — 500~ 3. PCREF
S S AL Ly D E L. BRRTEELL FRER L — L AT T e M O AN — T e b E A= P O 2R E CREL TV T .
SAOSES O —Fub
-FC-121-300 181288880 Ty D A dzw ko, 24K T Ls)
-FC-121-23002¢ 12F8880-1 Ty P A tza kB, 240 DL
AOSES A - Tk
-FC-121-3003¢96F&5RD- Ty 2 A zu b, Q6T T, T e 0 A3 T L — R T, 4Bk b ErEaag-ae e, L2 RS W ZDFet
(==L e JT -ty W o st
~EOMREER L, L2 B D e UEIERERL .
DO A d e PR, <2507 A DTSR 3. RO — bre— DB AL
O—)—F b
EAL N e

ANSFHR—FHEF—(http://www.illuminakk.co.ip/

vents/webinar_japan.ilmn?ws=ss)

N

Hlumina




MiSeqZ>MDI7—470—

1 [ BTV ERE, BT HDNASAT S —D{ER

l

5 lllumina Experiment Manager (IEM)Z L \7=
| YT IS — DR

l

3. L 95 R3—RHE., MiSeql2&kbd—7od
4, L MiSeq Reporter|2&dT—42#Hr

|

14

llumina



lllumina Experiment Manager &[&?

lllumina Experiment Manager (IEM)(Z.

TN o— BT B=DY—ILTT,

21—y ko7 (Mylliminah 4 v A—F T k)

VA F—FR—Z TR

FEGEATIIADHEAEHEEE

lumina



HoTILo—kEE?

HoTIL—bk: (csv)

-S5O DEH
—T—ARTDEE
—I=Jx Xk

-5/ L

{ERLIZS 14T 3 ) —RRAR DR

-
lllumina Experiment Manager

Create Sample Plate Create Sample Sheet

Edit Sample Plate Edit Sample Sheet

Folder Settings

lumina



STV —DERL

17

Sample Sheet Wizard - Instrument Selection

HiSeq 2500/2000/1000
MiSeq HiScanSQ
GA

lumina



STV —DERL

LICARMECTA

lllumina Experiment Manager

Sample Sheet Wizard - MiSeq Application Selection

Select Category

CategoryMiER

Select Application

@ @ Workflow D &R

Resequencing Plasmids Assembly

S ——

lumina



STV —kDERL

TruSeq Amplicon

PCR Amplicon

Targeted

. Metagenomics 16S rRNA
Resequencing

Enrichment

Amplicon - DS

Resequencing

Small Genome

: Plasmids
Sequencing

Assembly

Targeted RNA

RNA

: Small RNA
Sequencing

RNA-Seq

Library QC
FASTQ Only

TACTTOAT A
X . A

illumina




STV —DERL

-

lllumina Experiment Manager

Sample Sheet Wizard - Workflow Parameters

TruSeq Amplicon Fun Settings Truseq Amplicon Workflow-Specific Settings

Reazent Cartridee Barcode® [7] Use Somatic Variant Galler {Recommended for Gancer Panel)

Sample Prep Kit TruSeq Amplicon - “ariant Cluality an EI

Index Reads o0 D1 @2

Experiment Name

Ihwestigator Mame

Description

Date m

Read Type (@ Paired End Single Read
Cycles Read 1 151 &

Cycles Read 2 181 [

* - required field

20

5475 —RBIZFAL
=Xy bDFE#H. Run®d
;gb)l«ﬁs FHEAN

lumina



STV —kDERL

7 Tiumine Experimer

lllumina Experiment Manager

Sample Sheet Wizard - Sample Selection

Samples to include in sample sheet
* - required figld¥] Maximize

Sample 10+ Sample Name | Plate ‘ Well ‘ Tndesc 1 (I7 ‘ 17 Sequence Sample Project Description
1 Testl Dol ATTACTCG
2 Testl D703 CGCTCGATT

Testd D705 ATTCGAGAR

IndexDAHAEHENBNVEFDIGE.
Warning B&Rshd

Add Blank Row Remove Selected Rows

Sample Sheet Status: Warning

Feasor:  Thers is not enough diversity in the index cvcles. Every cvcle in the index reads must have at least one base in the green channel (GT) and one in the red channe!
(A3 to ensure proper image processing

S | e S | llumina



STV —DERL

Fp Tllumina Experiment Manager

lllumina Experiment Manager

Sample Sheet Wizard - Sample Selection

Samples to include in zample sheet

# = required field¥] Maximize

Sample [D* Sample Mame Plate ‘ iz (1 ‘ Thdes 1 (I73% ‘ 17 Sequence Sample Project Dezcription
1 Test] DTt ATTACTCG
2 Testd Dro2 TOOGEAGH
] Testd D704 GAGATTCC

Add Blank Row Remove Selected Rows

Sample Sheet Status: Walid == .
Reazor: A jJ E i . Val Id

22

lumina



STV —DERL

23

I g g P U Y
1w e (2= |ed o = (D o oo [~ oo en |2 oo (pa | — [ |99 |50 (O |2 0a P =

A B [ ] E F G H
[Header]
[EMFile e 4
Date 201 4/6/26

Waorkflow GenerateFASTO
Application FASTG Onby
Assay TruSeg HT
Description

Chemistry Default

[Reads]
151

[Settings]

RewarseCo 0

Adapter AGATCGGAAGAGCACACGTCTGAACTCCAGTCA
AdapterRe: AGAT CGGAAGAGCGTCETGT AGGGAAAGASTGT

[Diata]

Sample_ID Sample_MName Sample_Pla Sample_We 17 _Index IDindex Sample_Prc Description
1 Test D7 ATTACTCG
Z Test? D703 CGECTCATT
3 Test3 D704 GAGATTCC

llumina



MiSeqZ>MDI7—470—

1. [ 475 —DFRAR
5 lllumina Experiment Manager (IEM)%Z L iz
| YT —rDIER

l

3. { D5 R3—RR. MiSeql2&kd—r2 85
4, L MiSeq Reporter|2&dT—42#Hr

|

24

llumina



MiSeqDIVICBELEDED

@zo—tJL

@

Wolcome to MiSeq Control Softwsre

e

QYT I —k

ddidd

@MiSeqAFEXVE

OFREL=514T TV —

25

llumina



MiSeqitZEF vk

EECERZ D, EOI0SATD
Sy Nl

. DEHRRERIF TS —4 >R
SEHERTAS

26

llumina



TV r—2avIZIEL=MiSeqEREDE LR THEZD

— 50 cycle

V2
— 300 cycle

V2
— 500 cycle

V3
- 150 cycle

V3
— 600 cycle

¢ dual index%y

LI COMECTIA

50 bp

300 bp

500 bp

150 bp

600 bp

2x26+23% bp

2x151+23% pp

2x251+23* bp

2x76+23% bp

2x301+23% bp

15 M

15 M

25M

25M

a—h)—kD—H5 R
(Small RNADQFIRTAT7A1) %)

* Library QC

« Nextera XT¥yh&FEot=&KE7 T ) r—ay
« PCR7>7)a> DOfEH
 TruSeq Custom Amplicon&® #t F

« OVHY—K® 7oF)avi—4HUR
o INBYS ) LDDe novo 7T — &

RNA-seq (F52 R0 Tb—L)
DEIRIAEDEXOMe 15 E

arvg)—ko 7o7F)arso—452o R

WMEMDde novo7 T —
HLAREHT. T5&

lumina



MiSeqZ>

28

DS5RABZ—HHIE. o—5 2 ADEEIZ DNA Z#H el gE74:

O HIITITD
BRI —FTEEIN-275 DNAZED

DSRF—WETIE LTFTOFELTOERERD

1. SAT5Y—n70—tILADNAT)EAX

> W

473 —DiEnE
Linearize

~ PIAR3—RR ~

= IORTSAT—DINAT)E AR

TH=EIC

D3RS —

Flow Cell

v—

| illumina |

-

|
I

\ )

| |
Wy

~1000 molecules per ‘I um cluster \

\ 1. JO—t)LEEICDNAKES

2. JUwPCRTIENE

.-\

3. IS 29— DR /

®9 0o 040

)
®

®
°e
® 9

lumina



SBS —5 2 S ARN)—

Sequencing By Synthesis (SBS) i& (4 H—ZDH B %)
A RA—IR—F—FANT—BET OO—4T U RT S
IRIGICREBENLHLS-ODNABEN—EET DRI LELALITHND
IRSIZEILEIRNILEINT - ARILATFREMA S (BAXDERTIEELZRE)
SfRETEBIHY., RER) T —fEIB L IEEIZAET A 8E

//’ B R ‘\\

i e -
oy //%ﬁ%u H“g]//

z
19) D
- > Nﬁ// ::>‘&®ﬂ47»«
PPP 19491

AOXILAFREYIAH 3’
QHE IR OH

REE  QOREEERZE
\_ QK ERERE %

29 | llumina

3!




I AN)—

1 #aEss-
ddNTPs%ZDNAZR!)
rAS5—HE—HEIC
Ayl

2 —i5HEEY
AF . BYIAE
nigh-=xXoL
AFRIL, FEUGR
Iha,

4 HR(ENAST
15

|~

I 3 s
e

S EMATHLS
DiREREZ
PR

ARS8

|

6 xOY14

)1 20

lumina




SBS —5 2 S ARN)—

31

Quality scores (Q Scores) MITRNTHDERIZE|YHTHNSD

=TGCT

Q scores [FZNZNDIEENTIEFE(Cbase callESN S ATREME TR

Q Score Probability of error
Q30 1in 1000
Q20 1in 100

llumina



=T ADRE

YR—roEF—1)—X2013
[£JL=FSBS (Sequencing By Synthesis) #SAM)—DZ#BIT1 2013/07/19

A1ILEF
Sequencing By Synthesis (SBS)
r2X MY—0 8N

bR SR
1L THAEH

FTHOZANTFT T r—ay
HA4IToT4R b

{

©2013 lilumina, Inc. All rights reserved.

llllll llumnammnaemm . BeadXpress, cBot, CSPro, DASL. DesignStudio, Eco, GAllx. GeﬂelmEnecw Genome Analyzer, Genome Studio, GoidenGate, HiScan, HiSeq, Infini » -
iSelect. MiSeq, Nextera, NuPCR. SeqMonitor, Solexa, TruSeq. TruSight, VeraCode. the pumpkin orange color, and the Genetic Energy streaming bases design are trademarks, ofregstenzduadem [ umlna
of llumina, Inc. Al other brands and names contained herein are the property of their mspeeuvenwlls

AIIEFHR—b,HxE+F—(http://www.illuminakk.co.jp/events/webinar_japan.ilmn?ws=ss)

B llumina



33

ST a—Ta2T EBDHkE

7H11B(£) ¥7F

ST a—T42 T8 NGSH-T=EZ D HEBITY—ILTOnline
Truobleshooter]

7HA25B(£) ¥%F
TN a—T4258: MiSeqTIA—HRIS—MHT=! ESLEHRN?

8A FIE

SURBIDY T IEFELAAERKBICHS-HDMISeqD A TF2U R
~TFToI—rEEOTOM—)L~

28IV

lumina


http://www.illuminakk.co.jp/events/webinar_japan.ilmn

MiSeqZ>MDI7—470—

1. [ BUTVDERE, BINT 55473 — DR

l

5 lllumina Experiment Manager (IEM)%Z L iz
| YT I—DIER

l

3. L 95 R3—RHE., MiSeql2&kbd—7od
4, { MiSeq ReporterlZ&dT—4% T

|

34

llumina



MiSeq Reporter (MSR)&IE ?
MiSeq D/NATSA T RBITUBEIEL T LY IITT7 T,

MiSeq Control
Software(MCS)
/Real Time Analysis
(RTA)

— REEHT

MiSeq Reporter
(MSR)

ZRAERT

35

~——

—

EIEINEES
v
EIRES: iy
! 7
,/
&_Z:l_)l/ ‘——)

l

BlDOWindows PCLET
Soth SUBICHER

FASTQ®D{ERK

|

J—o70—|ZHE> =B B2HT

!

Lih—kRT

llumina



MiSeq —REEHTEZREEH

Analysis Type Outputs Outputs
Sequencing =
(MCS)

Images/TIFF files

Primary Analysis
(RTA)

Intensities Base Calling -

STAAGGCTAGGTTCATGCTA
ITAAGGCTAGGTTCATGCTA
ITAAGGCTAGGTTCATGCTA
iTMGGCTAGGTTCATGCTF

MiSeq Reporter A CCTAGGTTCATGCTS

Alignments and
Variant Detection

36 llumina



MiSeq Reporter (MSR) EAXT—o70—

37

Jo—R
Fo7)ay
16SARYT J Ls

De novo 7t )L
Enrichment
Targeted RNA
Small RNA

2475')—QC

A A—D R
| I

RN—ZXO—)L

m

— RIEEHT

de novo Enrich tTargeted Small
7o EMEhmeEnt —pua | RNA

s

lumina



MiSeq Reporter[ZDLVT

38

Reference Guide

Reference Guide

MiSeq Reporter update ( -> MSRv2.3)

llllllll

RE)I$2E (Eri Kibukawa)
Bioinformatics Support Scientist
Oh s

= &

t - =
m ‘ MiSeq Reporter
=
=
o
o S

Reference Guide

MiSeq Reporter Theory of Operation

HiR—kozEF—1)—X2013

[MiSeq Reporter7v 7 T—Fk] 2013/11/01

lumina


http://support.illumina.com/sequencing/sequencing_software/miseq_reporter.ilmn
http://support.illumina.com/sequencing/sequencing_software/miseq_reporter.ilmn

MiSeq Reporter (MSR) 7—470—iE

*x ETDT—I7VA—THASNSIDITTEHYFEA
* Resequencing. Enrichment, Metagenomics7 —4- 70— W A1Zx I

Resequencing Repart llumina
Sample Information
(Sampe Name. [NA12878 51|
Read Statistics
} o [Read [Percent Aligned
|"um|na T [se09% Resequencing Report llumina
[
Coverage Histog|
Resequencing Report [Hetom ato |
-
illumina’
B saiaaie] Variants by Sequence C|
Sample: NA12878_S1 » . H Structural Variants Summary
numina i ——
S — N 42
Anlyss e 535 112172013 v ¢ Hamber n Coding Reger] inserton 1[5 ]
Report Date: 112272013 12:59:50 i o UTR Region I
Resequencing Report Wature mANA [Deteson’
Soice Ste Region [imversion
preyrrp—— illumina
5 U gt Sonce
Sample: NA12878_S1 ey - Duplicate Inform)
v v Analysis Nama: Isssc_t1r2112013_sv_snasmbi )
S s, [yl i i it Fragment Lengtl
Report Date: 117212013 12:69-4 @
Sampis information © 2012 e, M o]
s Wi G Se]
smpeo waszamn st
Sampe e wa12078 81
Read Statistics
Ress porcentasgnea percent @30 Mmen Rate
T o wew  oam e
2 wman wom o e i G Sonsrcr]
© 2003 i, i M o)
Ganone ]
e s et s
Gareme S o 0708

)—kDffEr. ALy D, 74 F)—MRROY<)—, SNV,
Insertion / deletion. duplicate %. %&,

+ ﬁ#*ﬁﬂ'? /El ‘Ybﬁﬁﬁ LT“/7|"7170)/ \—/EI |'ﬁ$|§

Hlumina




Summary

MiSeqld. BEEICIEEZFITOCEMTE. OVT)—FkDT7o7)aV—F R, T
DI)MENIEEBRRGT ) r—2a ISR RE R EE

FENEYZALTMiISeqiREXF VLEL — U RAFTOERIE. ARIZCEHE TERL.
DSRBZ—REN— o F CREBEIRETERERIRE,

MiSeq Reporter [C&> T, T—2D 2 REBHTETERT 5 EMNAHE,

40 | _ | llumina



41

HBR—kIIEF—ITTEMUVEZE
HYNESTTNVELE,

AEDEY AR TEROTERI.

llumina


mailto:techsupport@illumina.com

