FREICIRODII—T Y b= R .
Tailed PCRIZCK B2 DRI LSA4 T ) —1ERK
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1ILEFTHKE
TJ4—ILK7 T =3 0L 0T 4R B

202149H29H
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Agenda

1 BTV R URADERL 4

Tailed PCRZIZDINT RAKEHOFED

Tailed PCRH Primer® T4 4 > ‘
2 _—
N IO—E TSR~ O AR
Tailed PCRS A4 751 —®
oty b7V THE
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SECTION 1

B—TYy b= AN
FE¥F & Tailed PCRILEIZDUINT
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B—y b —H 2 ZDEHE
28 ) Lo—FUR & s—ryvri—Hoz

Ak A1)k
27/ LEVRMICO—T VR - BEOHIEEHOH—HT R
—BEN) T bDOHTIEL, c YU ILERYDOBRET—IENDEL
fBE/N\) 7 2 bR RE V= UR, BHAX EHRL
TAYUv b TAUY b
Y TNVICBBGT—2ENECIR G o A—Hy MEES OFERITE S
-« ETICHLIRX b ERRLNND * NRZLZATZY—DZEAIIFTOYR— o5

-
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B—TY b =T ADTA TS —RBEICLBLHYET

B—Ty NIy F A
~ g2 AT

Bl 2T I)—LO—HR
« &) LSA4TS)—%THY
UHENTO—JTIOVIDD

Hi=fe (T F AL &,

V=T R

BEFED /AR ILZE AL
=7 >7) a @

#l: £ FORBEBEHE - B
MERE /NI
AmpliSeg™ for lllumina

Cancer HotSpot Panel v2
TE

)

Noxiora® XT | MO
mUﬂtzy'/ '175 N!ﬁ

Tailed PCR;EZ FH V=
7o) aLEl (B RE L)

- BRDH DY/ LTEBFIEIET
%)ﬁX’)"A??’f? E Xl:l-l-

e HRALPCRTISAIT—IZTH

743 —ER5 %5 L TPCR
ZIKEIOD"?II:T TC ’l"ﬂﬁ“biﬁ"

illumina
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Tailed PCRiE : AUy RETFAY W B
Overhang Read 1&Read 2N —8 A —/N\—F5 v T9 5
Max 300 bp /

..... &30z, 54— ERELTILEED

LN
\ !
R, T T T PP >
@ B PPTTTCCCTCzo T e tTITIT %
l\
\\ 1

Max 300 bp Overhang

* Tailed-PCREZ Tlx. PCR7S A v —IZA—/N\—/N\UH4EEZ{ANL T
PCRZ{T5 2 & T, PCR7ZU ) aVDiml S EERINZMMLET

A1)y b TA YUy b

* PCROEE - BREBR CHEIC/ERATEE c 1DDT7VTaAVOREIHARLNS
- EYiE - B EBOIEBHICTYAY  « PCRONAT7RADEEZZITSHAREMS
TE% s NRABLFATZ)—ERBZDTAILEF DY KR— kot

-
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Tailed PCRiE®DF : Multiplex Tiling PCR

D . D N .
g/ — ————:::::::::\ ————1:::::::\
PCR
g/ J—)L2 D N .
— —

c BHDTSAT—T—I)LERALTPCRZITSZETA 4y MNMEBZ H/N\—TF B A%
« BE®DTalled PCRTIXZ T aVEIZHIBEAH BN, TNEBAL=2—45 Y MEEIZX
«

{5 : SARS-CoV-2 (ARTIC tailed amplicon method)

LDEHDMEE. HHEININSHGH AL ZXDT ) LTHNELEREEZS4 T3 —1kd 5 &R

-
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Tailed PCRZHW =D R Z LTA4 T5 ) —{ER Ik < TR RS
PEHTITHhhTWET

B—4y NMEBD TS54 X—BEIHDSEKIGIZ—4 Y —THEENTT HRIZ P
BLHESNEEBML-T54<X—IZTPCRFETLN. —H U REFTS

st &2 8B D IRIEDNA (eDNA) 16S A R 7/ LfEfT
ST JHAALEUS ABIN—O—T 4 V7 ITSART /) LB

-
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Tailed PCRZHUV=16S A 2 45 ) LR O—H

10 highest represented genera

1.0 Fecalsample1  Soil sample 1
Bacteroides Il Luteolibacter
- Akkermansia Flavobacterium
O 08 Anaerobranca I Phormidium
= Faecalibacternium Geobacter
) =
‘e Alkaliphilus Il Azohydromonas
(7] Parabacteroides Runelia
g 06 Roseburia WM Pedosphaera
‘5_ - Rurinococeus Rubrivivax
o Blautia 1M Rhodobacter
® 0.4 - Coprococcus Dechloromonas
= —
() ;
©
© 0.2 =
o _—
i N
%
%,

YU TILRDEREE RGEHYA 7 0N\ AF—L4IC
DHREIE aBHé‘ﬂHi% )iy

X5 5DApp Note (with MiSeq™, with iSeq™ 100) # ZSBB &L

-
L]
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https://www.illumina.com/content/dam/illumina-marketing/documents/products/appnotes/appnote_16s_sequencing.pdf
https://www.illumina.com/content/dam/illumina-marketing/documents/products/appnotes/iseq100-16s-app-note-770-2018-009.pdf

Tailed PCRZRAWE=HRZ LTA TS ) —ERkIIFR<Q LR
PETITHATWWET

B—4y NMEBD TS54 X—BEIHDSEKIGIZ—4 Y —THEENTT HRIZ P
BLHESNEEBML-T54<X—IZTPCRFETLN. —H U REFTS

%t R FEIZ D
o/ RAEVS

AAREVT YA b
ARER =T RE

YU fi—s—lrURE

DEEL]

illumina

IRIEDNA

AR IN—O—T 4 DT

AAREY T EF—

_[BRIEDNAR T D CiRE

16S A R4/ LFEHT
ITSA R4 ) LEEHT

HAREDIESF—
[16S rRNA A & 45 ) LfE

HODRAF 7O ra—JL
D]

For

Research Use Only. Not for use in diagnostic procedures.
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https://jp.illumina.com/events/webinar/archive/webinar_140509_j.html
https://jp.illumina.com/events/webinar/2019/webinar-product-edna-190902-j.html
https://jp.illumina.com/science/technology/next-generation-sequencing/ngs-vs-sanger-sequencing.html

SECTION 2

Tailed PCRHF Primer®

FHA >

~T—=70 7

—C

754 % —Ee5I~
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SA4TS5)—HE (Dual index®4l)

___TFTI A ___TETR RS
// \\ // \\
| ! ! I
: P5 RA1SP ! | Rd2SP P7 !
: : DNA Insert : :
T := =|_= I
L 3 I — - ——— — :
| |
| In2 (i5) | : In1 (i7) ,'
\ /’ Nl 7

——————————————————

DNA insert: Read 1% A WMF2&E LTO—4 U RSN HDNA

RA1SP 8 &K URA2SP = —H5 VR TS5 4 v —HEEERS

Index 1 (i7)& & Windex 2 (i5): 1 T v U XS (B TILERXRHNT H-HD/N\—a— FEESI )

PS5 8&UP7 = JA—EIIIZHEET H-HIZBLELRERS] (TRXRTOT4 T —THBEDEEES)

-
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Tailed PCRMDJ7—% 7 00— : 1-step & 2-step

1-step Tailed PCR 2-step Tailed PCR  s—#ur
/ S R B S
A=y k /

& e >
SB1 % B RS @ .- %
\ / \ 1st PCR ZRoooonoT

2nd PCR Qrrmnnnnn
PCR Amplicon (54 75 1) —5EmKH#)

[T @
| ——] — -
index2 DNA Insert index1 2nd PCR Amplicon (54 735 1) —5E/H)
I e S —
I — e S ——N
. index1
index2 DNA Insert e
illumina

For Research Use Only. Not for use in diagnostic procedures. 13



1-step Tailed PCRDA Yy b = TAYw k

« RERX T v THAD7R0

P5
N . PCRIZ & B/ 7 RASE Y D75

P7
~~ I - RIS ST Y ) ADEEANTEALY
PCR Amplicon (SA4735!)—5E/H2) . Eﬁﬂ 705 ’f 7—®1’F§¥75§LIZ\%

e —
e —
index1

I
I
index2 DNA Insert

-
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2-step Tailed PCRD Ay b = TAYw k

(T ' © 1stPCROTAS Y EALT, B0
Qe i%

ATV ATOBEFEMHAAEE

{ * 2nd PCRD 75 4 ¥ —EE5l (757
A—) (It TRy FTHERARE

RA1SP P P— \W
@ l’ e 1-step PCR&K Y $PCRIZK H/N1 T R
2nd PCR Amplicon (S473')5E/ ) 75\‘75\75\ L) ,b-a— < 7«;%}
index2 DNA Insert nded

-
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Tailed PCRIEDFE R (1-step/2-step & H12)

- WThDBELBEAO, S NEEIS = =
SR AEEAENE L IZ < WERDEDH

RET A T—HLHELZDOH, ($FIZ1-step PCRIZT) | ame
. b s

DHIFADEIZ L LY —" G

‘ extend

« PCRIZ & %Bubble producthi4 L4530y == =

>IBEIDNAA > Ty b, BEILZPCRY AV ILIZER
. Bubble Product|Z Fa?l?’éniu,\nﬂﬁﬁ
> —A U X ZIXRAREL LY

[Z 2B 5DBulletinZz S =& LY

-
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https://support.illumina.com/bulletins/2019/10/bubble-products-in-sequencing-libraries--causes--identification-.html

S4 TS5 —iEE - RAd1/2SPEEHI = & AFEFES 1T

PS In2 (IS) DNA Insert nl (|7) =7
5" I — — N S— 3
3 I — — I 5
RA1SP Rd2SP

AT v9 A (TELWIB) . O— 2 RTS5AT—#EEESY (RAISP B & URI2SP)
SAILZIFDXY FOBRINZRIZCT BRI EL., D AZLEFIZFT A &L oEE

Ay EF—TIE
+ Nextera™-based7 # 72 — % {& i L f=2-step Tailed PCR

- TruSeq™-based 7 # 7% — % {# M L f=1-step Tailed PCR
ZERBAL-LET,

illumina For

Research Use Only. Not for use in diagnostic procedures. 17



S4 TS5 —iEE - RAd1/2SPEEHI = & AFEFES 1T

PS In2 (IS) DNA Insert nl (|7) =7
5 I — — I m— 3
3 I — — I 5
RA1SP Rd2SP

AT v9 A (TELWIB) . O— 2 RTS5AT—#EEESY (RAISP B & URI2SP)
SAILZIFDXY FOBRINZRIZCT BRI EL., D AZLEFIZFT A &L oEE

Custom Adapter

- Index, RA1/2SP+, 5E£IZA ) O FILDBELS| TERE
X EESR, SN a—TaUThELL
s NRAL— VO RTZTAT—DE

- iSeq 100(IE T It

illumina For

Research Use Only. Not for use in diagnostic procedures. 18



2-step Tailed PCR®
Primer&g 5145

(Nextera-based)

illumina



Tailed PCR (2-step, Nextera-based) Primer@ic5 [1st PCR]

/ 2-Step Tailed PCR \
(1st PCR)

PCR primer 1 (1st PCR)

5 —-TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG - (2 —#4 v B FEEECSIF) -3’

PCR primer 2 (1st PCR)

5-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAG - (4 —4 v FEIEMEHESIR) -3’

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures.



Tailed PCR (2-step, Nextera-based) Primer#&ig%l [2nd PCR]

illumina

-

2-Step Tailed PCR

(2nd PCR)

~

PCR primer 1 (2nd PCR)

S AATGATACGGCGACCACCGAGATCTACAC -[index 2 (i5)]- TCGTCGGCAGCGTC -3’

PCR primer 2 (2nd PCR)

5'- CAAGCAGAAGACGGCATACGAGAT [index 1 (i7)] -GTCTCGTGGGCTCGG -3

%2nd PCR Primer(ZNextera XT Index Kit V2% EZRHA WA 2 &L TEET

For Research Use Only. Not for use in diagnostic procedures.
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16S Metagenomics Sequencing Library Preparation
lluminag& 70 Fa—IL

c 16SART ) LBITRADSA TS —ARMTO O —)L  mowems s
> 16S rRNA V3-V4%Eig 7 & 460 bp Z IENEEZAT ~"
> MiSeq V3 kit 2x300H 1 7 L TD T Vv #H8TE i
- Nextera XT Index Kit v2Z2nd PCR Primer& L T
AL =4
o PCR&H. Primeri2ELEL

16S Metagenomic Sequencing Library
Preparation

CEk

IMPORTANT This document peovices sormation for an spplicstion for Thumina bechnology St has
NOTICE iy

IO XYPDFESAHoO— KL EELY

BAREREHMLCAELTEYET

-
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https://jp.support.illumina.com/downloads/16s_metagenomic_sequencing_library_preparation.html

H EMetagenomics Sequencing Library Preparation
lluminaB&4AR7A FaJL

Fungal Metagenomic Sequencing
Demonstrated Protocol

Preparing ITS Ampilicons for Sequencing on lllumina Sequencing

s ERITSAZYSY /) LDS547Z)—RAEATO ra—)L

wietow Samvrary

o ITS14BI % HNBARAT

o
retun FCA
o BY

Doyl Cruck Lisey

o 2X150H 4 Z L TD SV EETE
o Nextera XT Index Kit v2#& 5 LM ENextera DNA

CD Index (24 indexes/ 96 indexes) %2nd PCR

Primeré L CTEH
- PCR&E . PrimeriBER L iRE -

IS ELKYPDFEA Y A—FLEEEL
BAREREHN L CHAELTRY ET

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures.


https://jp.support.illumina.com/downloads/fungal-metagenomic-sequencing-demonstrated-protocol-1000000064940.html

1-step Tailed PCR®
Primer&g 5145l
(TruSeg-based)

illumina



Talled PCR (1-step) Workflow

R e ﬁEiEQ’F?TEE‘]
PCR primer 1 el ERHIR
" = ! ‘ | \ PCR primer 2
n2(5) ~Ratsp ————3 3 Rd2sp
| .
ni (17) e — 5

—————————aEEEEEEEEEEER >
@ ..' S _“‘\@
@ PCR
DNA Insert .
In2 (i5) ————) In1 (i7)
5, - —— R 3
3, L ——— — e 5’
PS RA1SP Rd2SP P7
illumina

For Research Use Only. Not for use in diagnostic procedures.
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Tailed PCR (1-step, TruSeq-based) Primer&g 5l
4 )

1-Step Tailed PCR

PCR primer 1

5~ AATGATACGGCGACCACCGAGATCTACAC -findex 2 (i5)]- ACACTCTTTCCCTACACGACGCTCTTCCGATCT - (RBUS RMESIF) -3

PCR primer 2

5'- CAAGCAGAAGACGGCATACGAGAT [index 1 (i7)] - GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT -(fRIEFE/BZSIR) -3

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures. 26
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NRBLALAVTYIR - THAL VROEEEIER

c 2DUEDTA TS —%FEBE(Pooling)d 2158, 41 VT v REIDHEAEHE
IZER

« V=l oY —TCLICEAED T FILEHOFENAEL S (p. 29~-31)
— THA L - Poolingl A VT v REBADIEENT VADBENDBE

c BRZDIEWNVS U TILEBMDS VT, AVTYIYIRADBENRINTORZTEDZDONEL LY
EEIE. CBHELDEHELISEIESLY

» Index Adapters Pooling Guide

» Library pooling guidelines for the NextSeg™ 500/550 and MiniSeq™ systems

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures. 28


https://support.illumina.com/downloads/index-adapters-pooling-guide-1000000041074.html?langsel=/us/
https://jp.support.illumina.com/content/illumina-support/apac/ja_JP/bulletins/2016/10/library-pooling-guidelines-for-the-nextseq-and-miniseq-systems.html

LY T ILDPooling D FEEIE

~MiSeq, HiSeg™ Systems®

hﬁlk

c ATGCOIEENFNEFNELIENRBETINIL UFXoRIL TR M=)
ShTEY., HAEBEOEIZIZUTOL—Y—FERIND

-AICIEE — FKBEL—Y—
cGITIEE - #HBEL—Y—

c A TYIDR )= FKDEYA
JILIZ, AICEEF LUVGTIEE
MNELELELHIRTLINENH D

Index 1
N705
N706
N701
N702

GGACTCCT

TAGGCATG

TAAGGCGA

CGTACTAG

VvV Y

Index 2
S502
S502
S503
S503

CTCTCTAT

CTCTCTAT

TATCCTCT

TATCCTCT

VVVVX XXX

-
illumina or Researc

h Use Only. Not for use

in diagnostic procedures.

29



LY TILDPoolingE D EEEIR

~MiniSeq, NextSeq Systems,# & U'NovaSeq™ 6000DIFE ~
)—FDEYA I IVIZ, AICIEE (FEHLIVEFRL—Y—)

cAVTYIR

BELUVATIERE (&GBL—Y—) NELLLHBRITHIIENERLL
c IARTDA ‘/7‘“‘)7?1 ) — FORE2BEMNCGTIHFEL>TWDE, VTR F—
DIRBIZKBEL

- REL—HY—TOITFILEET

D15

HMIXZ B 5MBuUlletinZz =

Red Image

$c
A
G T |
| o
Green Image

illumina

— 3 OH AN ITHNIE LY

W —NS U RADBERFK
indexM A EHED—1H

Index 1 (i7)

FRTDindex!) — KD FcIE2

BENGTIE>TWLD=6H,
T—AHASGE B

D705 T T

D706 | G

D712 G|C

@14 0
-

- 10| ®
@
-

SEJEE '

<_
<
<
<
“~

Index 1 (i7)

N705 G CIT

N718 G G|C C
X v v

For Research Use Only. Not for use in diagnostic procedures.
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https://support.illumina.com/bulletins/2016/10/library-pooling-guidelines-for-the-nextseq-and-miniseq-systems.html

LY T ILDPooling D FEEIE
~iSeq 100DIBE ~

c1BDERMLBREIVA VILIZDE2MDERIREIZT., IBEEOBEEZITO
AFvvoRIL-HTRPFI)—)

s IRTDA ‘/7_"‘J7Z ) — FDSEER2IEEMNCTIRE>TWVD E. VTR E—

DEEIZEKEL, T—2DOH AN ITHNRIZL _
1-Channel Chemistry

c EDHAVNIZEVNWTH, IRTGCELBLIELEKD 0 * 2
— 1 v
(29 5 A G T C

Image @ @
........... S :
Result | A G T C

-
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lllumina Adapter Sequences

- Local Run Manager’s E TBIFEA VTV I R &
ERLTS VY 7y THEE (BDRAALTA
H9 5F/MMLELY)

c DY U TILT—ILEDERL/NT D RIGEEIZDL
T % Index Adapters Pooling Guide% S BT %

lllumina Adapter Sequences

T AT Y AR, HBEA(-384) SHIRNH B

lllumina Adapter Sequences Document

-
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https://jp.support.illumina.com/downloads/illumina-adapter-sequences-document-1000000002694.html
https://support.illumina.com/downloads/index-adapters-pooling-guide-1000000041074.html?langsel=/us/

SECTION 3

Tailed PCRS A4 75 1)—
DSty b7y ThHE
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Tailed PCRSA4 75 Y—D5 2ty b7 v 72DV T

o O—/r Y —DHFE,. OSKeControl Software VersionlZ& > Ty b7 v THED
EGYFRT

% { DH%FET. Local Run Manager (LRM) #5 >ty b7y JICERATEET

« KB, E£IFE I L1 2-step tailed PCR (Nextera-based) | & [1-step
tailed PCR (TruSeg-based) | MDEF&ITHITT, TNETNDEEEZ BN LET

e Tt SA4ATS)—O—FOEOFEFELCERNLET

c ATV RADANBEIHDEREZICEAL TIX, KEHDAppendix (p.73~) %
CSHBREEWL

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures.

34



2-step Tailed PCR
(Nextera-based) @

7 UREAIE

~Nextera XT index?i & &
FHT HIHEE~

M For Research Use Only.
I | Ium I na' Not for use in diagnostic procedures.



Xt arDEBARNE

c fILZTFTDAVTIVIREY FNEFDFEFEFEHT 5.
HEWIEICLA Ty I REBIHIIDFZEIE. BEDT oY b7y TERICHEYFET

- £EM) = E+—TIE. Local Run Manager (LRM) & lllumina Experiment Manager
(IEM)TOBREEZBHREIZCCHNTLET
>MiSeq (MCS3.0LLF%) |, iSeq 100, NextSeq 500/550, MiniSeq
— LRM (p.37~)

»>MiSeq (MCS2.6LLRT)
— |EM Sample Sheet (p. 45~)

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures. 36



Local Run Manager v2® 7k— B[

1. Local Run Manager (LRM) @Create RunX— I~ DF5E)
a. Create RunZ#iR
b. E 21— )LZEIR

Local Bun Manager

RUM DASHEOARD TOOLS w Q 27 & AdminUser llumina

2 0 0 0 o Create Run

Ready In Progress Stopped ar Complate Total DMA Amplican
Unsuccessiul OrA Enrichiment
GenerateFASTO
RhA Amplicon
RUN HAME ! ID MODULE STATUS LAST MODIFIED «
User 2 run GEMERATEFASTQ 2018-02-11 .
B Ready for Sequencing 14:41 5
User 1 Run GEMERATEFASTQ 2018-02-11 .
B Ready for Seguencing 14:40 H
. L]
| U| I "na For Research Use Only. Not for use in diagnostic procedures. 37



Local Run Manager v2T®D 3 >V DEXEE

Create RuUn senerseraso

Z2 D AR B

Fun Mame

Run Settings

Library Prep Kit* Mexters ¥T W2 Read Type* Single Read @ Paired End

Index Reads* u] READ 1 INOEX 1 INDEX 2

Read Lengths* g g

Custam Primers

Module-Specific Settings ER L’T::E:):L—}l/':,;ﬁ_\ CT: %‘_aﬁgﬁ%#ﬁ

Addapter Trimming® 9

Showy Advanced Settings

Showy Index Sequence

SAMFLE I1D® SAMFLE DESCRIFTION IMDER 1 [IT] INDER 2 [15] SAMFLE FROJECT

1

Export Sample Sheet

-
I | Ium I na' For Research Use Only. Not for use in diagnostic procedures. 38



Nextera 2-Step PCRD 5 V> DEREFHix-1
2. Library Prep Kitk YERA LA >TY I X*y FERIRT S

Run Settings

Library Prep Kit* Please select... -

IDT-ILMMN TruSeq DNA-RNA UD Indexes 24 Indexes
IDT-ILMN TruSeq DNA-RNA UD Indexes 96 Indexes
Mextera DNA

Mextera DNA CD Indexes - 24 Indexes Tubed
Mextera DNA CD Indexes - 96 Indexes Plated

Index Reads*

Mextera Mate Pair

Nextera Rapid Capture Enrichment
Module-Specific Sattings Nextera XT

Mextera XT V2

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures. 39



Nextera 2-Step PCRMD 5 > DERE %2
3. U—FAaA47J, V—FREEZXEANT S

Run Settings

Library Prep Kit * Nextera XT V2 - Read Type * Single Read @ Paired End

Index Reads * 0 1 ®:2 READ 1 INDEX 1 INDEX 2 READ 2
Read Lengths * ? (:) i) 151
Custom Primers

e Nexterad T VI RXRF¥xY hZERTSLHE, BEITEDAVTYIRFY b+
DINGA—Z—DBADEINDB

s )= FREATZ#ER V—FR-AVTYIVARZEHERL,
BETHNEERE - BELT =S

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures.
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Nextera 2-Step PCRD 5 > DERE Fi%-3
4. O TIEBRDOAN

| Show Index Sequence ‘

| SAMPLE ID* | SAMPLE DESCRIPTION | INDEX 1 (17) | INDEX 2 (I5) | SAMPLE PROJECT | ‘
1 |Sample | | | | | ‘
s wEelbes ‘ NAME SEQUENCE |
A705 - GGACTCCT H503  TATCCTCT

ﬂ:| Rows H706  TAGGCATG H505 GTAAGGAG

A707 CTCTCTAC H506 ACTGCATA

H710 CGAGGCTG
H317  GCGTAAGA
| Cancel \ H711 AAGAGGCA

H714  GCTCATGA

e U TJILIDDAA. AT Vv I ADLAR BRI ZFERT S
—Save RunZzEIRLTKRT

Local Run Manager v3IZDW\TIE, TNV T EF—Z TSR IZELN,
[MiSea7 v FT—F] Windows 10ty 2 k2 = 7 ® Z#B4t - MiSeq Control Software  v4
/Local Run Manager v3

-
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https://jp.illumina.com/events/webinar/2021/ts-0402.html

Local Run Manager V2T XRfETLIE L 1T O HE-1
~IZITTARRI7AIEE~

XTI ARAMI7AILDEREELGY T
> A—Fy k7o) arnsg /) LEDOMNEEHREZRE

LI=TXART7A4

Target A

100 500 750 1000

Chromosome Start Position End Position

Manifest file[A Manifest filelZBI L T®D
DLELE THEH . 100 500 M Z B 5 DBulletin

1 750 1000 =SB ESL

-
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https://support.illumina.com/bulletins/2016/05/basespace-sequence-hub-how-to-convert-a-custom-bed-file-to-a-manifest-file-for-enrichment-analysis.html

LRM
—RERHT

Local Run Manager V2 REHTLIE 1T D /HE-2
~SVEEAE (1) ~

1. Local Run Manager/x— L@ E ) Create RunN— I A~DIZE]
a. Create RunzEiR (—p. 375HE)
b. DNA Amplicon Analysis%>16S Metagenomics AnalysisE ¥ 1 — /)L #HERT 3
CETFASTQI7 7 A IWVARLIEDFEIT L AIGETT

| ocal Run Manager RUN DASHBOARD ~ TOOLS w Q 7 &AdminUzer v | illumina
2 0 0 0 o
Ready In Progress Stopped ar Complete Total DOrA Amplican
Unsuccess Tl DA Enrichment
Genera tEFASTC
RMA Amplicon
RUN NAME !/ ID MODULE STATUS LAST MODIFIED ~

2. FEEDA—ILDT UEHERTE (—p. 38~41)

-
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https://jp.support.illumina.com/downloads/local-run-manager-dna-amplicon-analysis-module-workflow-guide.html
https://jp.support.illumina.com/downloads/local-run-manager-16S-metagenomics-workflow-guide-1000000057866.html

LRM
ZREEHT

Local Run Manager V2 T REFTLLFES 1T O IHE-3
~SUBEAE (2) ~

3. XZIJ7xARFIT7AI)LDLocal Run Manager~®D 7w 70— KAi%

c JURERICYZ IR N IFAILEREET HEHEE : YU TJILERANDEER
Tlmport ManifestsZ 2 ) v o L, YZ 7z XA I 7/ IILETyTO—F

Import Manifests | Show Index Sequence |
SAMPLE 1D~ SAMPLE DESCRIPTION INDEX 1 {IT) INDEX 2 (15) MANIFEST™ SAMPLE PROJECT
1 Samplel 701 Eal1 Example_manifest t«

- S, BHEFERYT 535S : Local Run Manager®7R— AEE D Tools & Y

Module Settings Z#EiR Loeal Runiverener-§ M S |:|
SEES 21— )LOBEE D ; °hf:t
T=TIR NI 7AILEZER ey

44
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MiSeq (Control Software v2.6 LLHI):
llumina Experiment Manager (IEM) v1.19.1 TDE&E A ix—1

&
lllumina Experiment Manager

Sample Sheet Wizard - Workflow Parameters

1. Reagent Cartridge Barcode
R o ZANT D

" Pesgent Cancge Barcade” [C] Cumtorn Prmwer for Rt 1

Lty Prep Workflow s B0 1 e B

", | llumina Stranded Total RNA
Index Adactens

. JEERTE | — 2. Library Prep Kitdk Y L 1=

Excewnert Name’ 1s) Set B

llumina DNA Prep 1s) Set C I

flumina DNA Prep with Enrichment 's) Set D #_ R I\ ;E iE *R .d— é
llumina RNA Prep with Enfichment J h

llumina Stranded mRNA ‘

Nextera DNA
Nextera DNA Exome Enrichment

B = mgg:p?dp&ue@stom&m 3. |ndeX AdapterSJ: L) 1§% L/ T:

Cychen Flad 2 1%L Nextera XT _—

i s Index KitZ:£iR9 5%

TruSeq Amplicon Cancer Panel

TruSeq Bovine

TruSeq ChlP-Seq

TruSeq Custom Amplicon
TruSeq Custom Amplicon Low Input

== TruSeq DNA Exome Enichment (BT S,

TruSeq DNA Methylation

TruSeq DNA PCR-Free

TruSeq Methyl Capture EPIC

TruSeq Nano DNA

TruSeq Rapid Exome

-
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Imer for index

rveniguor Name
Descryton

Date r

Read Type -




MiSeq (Control Software v2.6 LLHI):
llumina Experiment Manager (IEM) v1.19.1 TDE&E /%2

& vurnina Experment Manages

lllumina Experiment Manager

4. Sample IDZANT 5
Sample Sheet Wizard - Sample Selection
i — A —————— "] 5. Index 1,2 ZFAayJAaSHY
! | | ' o N7 | i | | 1
702 e | JA I BERT S
" N703 “15505
ki - | .
o705 ke b | 6. Finishz2 v L.
N707 |
mzﬁ? - b ° SampleSheet.csv# H 7
T N712
N714 6. S
[ Comea ] N5 . LS 7. Control Software g€ L 1=

TJHILFIZT7AILEE L

-
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Local Run Manager (LRM) / lllumina Experiment Manager (IEM)
AAEY T EF—

[MiSeq7 v 7T—F : Windows 10%i5Y 7 b2 2 70O T - MiSeq
Control Software v4/Local Run Manager v3]

[#7% 15 MiSeq Control Software v3.1 / Local Run Manager v2.0 D#E49r])]

(T2 TN — FERY—IL : lllumina Experimental Manager (IEM) @
FHEAE - ZEF/\—23>v115.1 O TEN]

ML ERECERAZEICDOLNTIE,
NENIVIEFT—VORY I Iz 7HAKRFETSEZ S

-
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https://jp.illumina.com/events/webinar/2021/ts-0402.html
https://jp.illumina.com/events/webinar/2019/webinar-190422-j.html
https://jp.illumina.com/events/webinar/2018/webinar-180725-j.html

1-step Tailed PCR
(TruSeg-based) M

7 URETIE

GEE)
BRSEFRDTruSeq, T v I RXRERL
ATy RBHIZLI=EEIE. 3-1
DHEEIZFWNS oy b7 v JTHEE
TY

illumina ot for use

For Research Use Only.
in diagnostic procedures.



At 3 DRBARA

c RDIZE. NRAFILTSUVEHRTET ADENHYET
A T REHDN DR AR L
>MD., TruSeq®R 7 % 74 —Bc%| (RA1SP/RA2SP)
“#H 9 B1-step Tailed PCR PrimerEed Z#{F A 5155

« SEINDYTEF—TIE LRMBKLUVIEMTOEREEZEZHHAICTHBNLET
> MiSeq (MCS3.0LL[%F) , iSeq 100, NextSeq 500/550, MiniSeq
— HNRALZATISV)DLRMTODHREAZE (p.50~)
> MiSeq (MCS2.6 LLRIT)
— HNRBALSATI)DIEMTOEREAZE (p.56~)

-
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LRM

Local Run Manager V2TDHR R LA VT v AEFIDA S
A. LRMEE LTOFEAAN — p. 51

B. Sample Sheet T T L— 774 )L E#wEL. 41 Vi R— b+ — p. 52~54

C. hRALZA4TZ)—H&E KXy FOEE — p. 55
Local Run Manager RUN DASHBOARD Q ? &Daidsika v | j[lumina

43 0 1 1 (45

Ready In Progress Stopped or Complete Total
Unsuccessiul
RUN NAME / 1D MODULE STATUS LAST MODIFIED +
Trainingz ~ DNAAMPLICON 2018-05-29 "
- Ready for Sequencing 0846
training GENERATEFASTQ 2015-05-29 "
— Ready for Sequencing 07:39

¥ LIRMETODA Ty RABIDAIDRZIZDNTIE, Appendix TS =& 1LY

-
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Local Run Manager v2THD 5 > DEETE HEA
~LRVMEE LTOFHAL~

1. LRM®Create RunR— I D F &)
2. LRMZRWTS Y - YU TILIEHE AT nseenns

a. Library Prep Kitl¥Custom&#RL., 4 > Fv o RY—F | 7" 57
)— kB4 TEAN - ER
b. ¥V TIULHIZT, YU TIWEPFERIT AT YIR
Bo I Ef L ICTEREA S
| SAMPLE 1D | SAMPLE DESCRIPTION | INDEX 1 (17) | INDEX 2 (15) | SAMPLE PROJECT | ‘
1 |Sample | | | | | ‘
C. -d_/{—c GD-U- > 7o}l/ﬁj\0) LRMJ: —G /r ‘> 7_-\\ v 7 X@E?U | Export Sample Sheet I Save Run

#AHDLI-EZEIE. Save Run—»5%&T

-
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Local Run Manager v2T®D 5 > DEESE LB
~Sample SheetZ AL\ S FiE~

RRRRRRRR

1. 28K ZT7—) 079 55E8F. LRMZAWVLWTH T
v—breERTAAFELHYFET | e |
a. Library Prep Kitl&ZCustomZ:&RL., 1 Ty IR — k| =

)— k324 TZ AN - FER

b. Y TIMEHIZT, YO TIWNREFE—DAVTIIR
B8 2 A1

| SSSSSSSSS | EEEEEEEEEEEEEEEEE | INDEX 1 (I7) ‘ INDEX 2 (I5) | SAMPLE PROJECT | ‘
+|sampe | | | | = |

C. 1-U-.~/70)l/uJ:)\j]‘f§[:\ EXpOrt Sample Sheetéiqu lE}{pnrt sample Sheet |
LTHUILS— AL, —ERE

mave Hun

-
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Local Run Manager v2T®D 3 > DEEEHEB

~Sample SheetZ AW\ 3 AL~

2. TX¥RMITARABETIVRR—FLIEEY2UTILE— L+ (csv file) ZHEIC
i U CTHRE

[Header] /ﬁZ’ﬂA - A TT)—DERZHUIDREIZAA
Experiment MNam ,teatcustorr] '
Date,2021-08-16 — 3=
Module GenerateFASTQ - 201 +——FIREL 12— )LEFD/IN—2 3
Workflow GenerateFASTO
Library Prep Kit.Uustom — BRTAITZVAE XY b (WRALELD)
Chemistry,Amplicon - . -
[Reads] j] ./-Q;IZ{'J] [') C
151, } J— RE HUTILE
1[5:'1;& Description

= E=| N = “
~ample [D.Descriptionl? Index [D.index]b Index D, index? sample Froject d {7__ vy AID
samplel, AALAATTT T AAAATTTT.GGGGTTTT.GGGGTTTT, A4 2Tv9 XELs|
sample, COCOTTTT.CCCOCTTTT.COCCAALAACCCOAALA, H JT)L - AT 5k

L AT EICEEHINS

-
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Local Run Manager v2T®D 3 > DEEE LB
~Sample SheetZ AW\ 3 AL~

3. 2THwRELEY U TINY— FELRMTHEARFES |
a. Import Sample Sheet &KL, |
mELEYVTLO— ET7yTO—F P —

b. NBZHE:E L TSave RunZ&IR-7TT

Save Run

-
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Local Run Manager v2TD 3 » DE&EHEC
~HRBALZATZ3)—HRE Ty FOEIK~

1. LRM®O7=—LEEK Y TOOLS—Library Prep Kits % &1R

x'_Klt_]
Name <Enter the name of the Prep Kit (Must bs uniqus)>
N Desoription <{Enter Description of the Prep Kit Hera>
2 Down | Oad Te m p | ate % Jig *R IndexStrategy  <Options sre. All, SingleOnly. DualOnly. NoAndSingle, NoAndDual
" SingleAndDual, Nolndex>
Read Type <Options are: All, Single, and Paired>
. . DefaultReadlengthl <Enter Default Read Length for Resd 1>
lerary Prep KltS DefaultReadlength?2  {Enter Default Read Length for Read 27

| [Resources]
Name Type Format Valus

[ s e
LIBRARY PREP KIT DESCRIPTION SUPPORTED MODULES [Indices]) -~
Name Sequencs IndexReadNumber
AmpliSeq Library PLUS for lllumina (98] AmpliSeq Library PLUS for llumina (96) GenerateFASTQ, DNA Amplicon, RNA <Enter indexes 10 be populated in index dropdown menus>

N701 TAAGGCGA 1
N702 CGTACTAG

3. o0 —FKLE=ToTL—FrIT774)L (sviile) #HE
4. Add Library Prep KitsZ:ZIRL TIRE L7 7MILET v JA—FSET

N

-
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MiSeq (Control Software v2.6 LLHI):

llumina Experiment Manager (IEM) v1.19.1 CD&EH %
~ToTb—bk BTN — > THRET 5 5%~

1. 77 L— kAE®DSamplesheet.csvE{ERLT H1=I1Z. FH{LLDLibrary Prep
Workflow & Index Adapters&:&R (A VTV IV REZAL T, 41 VTV I RAR)
»llumina Experiment Manager Software Guide
2. Sample I DEZEAA, A1 VTV IREFEZ—DHIDEFEHITERLT—ERS
3. A INt=Samplesheet.csvDA T v U XL Z##mE L TRESTK
* COFF, AUy —1EHR. 94—y b EZERLGLKD TEECESL

XKIEMETODA Ty I REBIIDAIDEEIZDOLNTIE, Appendix TSEE 2 &Ly
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https://support.illumina.com/downloads/illumina-experiment-manager-user-guide-15031335.html

MiSeq (Control Software v2.6 LLHI):
llumina Experiment Manager (IEM) v1.19.1 COD{REH %L

~HRBLAVDTYIIDRXY NI PAINEEBTET HAHE~
1. BBEDI7AINEHRELTCHREALA T IYIRXY D74 IILEERL. BI& TRE
2. BEFEODI7AILEREL TCHREZLSGATS)—HRE XY F D74 ILE1ERL. &%
3. ApplicationlZh R A2 LS4 TZ)—RA&EFy FZEBNTHEE 7T

*WINEFVOFILDFY FIT7AMILELEZTLGVE S, TEFELZSW

x BX1E 7 7 4 )LD L Illumina Experiment Manager Software Guide (v09, p. 6~)%
SR

-
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https://support.illumina.com/downloads/illumina-experiment-manager-user-guide-15031335.html

Tailed PCRS A4 735 1)—®
Sty b7V TDEEEIE

illumina



Sty b7y ITDEOEE ST

« 16S7 > >b'}~;&0)7>7°u OVEBO—4 ATl Y4 O9ILTED
HIFIERDOZHEREMNMES LY, O— 2RI A ) T4 —DIRTHARIVYEET

s XIS A T —DIBEEZHEEZE L T5=0HIZ, BENT XD KW
PhiX5A4 75 )—%ZHIZHMT 5 EhHELE é/’l’biﬂ'

e PhiXTZA 7T ) —DRNA 4 IZEEL

TIEFZE5DBuUlletinB KU TENDO T E
j__é j%:ﬂ@ < Tiéb\ Cycle 2
AAEY T EF— 93

[PCR7>ZJYaLUDNASA TS —KE
DLow Diversityb > JILDS—4H RS Y
RS E5aY]

-
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https://jp.illumina.com/events/webinar/2019/webinar-191120-j.html
https://jp.support.illumina.com/content/illumina-support/apac/ja_JP/bulletins/2017/02/how-much-phix-spike-in-is-recommended-when-sequencing-low-divers.html

StybTITOBRNDFE B2

- BESHEMEOSWIAITI)—DHERO—T(VTREL. &—29—0

Denature and Dilute Libraries GuideZzEE#Z

 IEEZREDEBENSATSY—TIlE. ISR E—F

= G ke A

ENHREIVIECGDIEE

BiIELC. #HEO—TA T BED-TERREICT I EAFHELTLVET
s EIDSUFERZVEICREIOO—T 42T REEREL TS
- EE$ L L TCluster Optimization Overviewdt =S B2 E0N

-
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https://jp.support.illumina.com/downloads/cluster-optimization-overview-guide-1000000071511.html?langsel=/jp/

SECTION 4

AHDFED

For Research Use Only.

-
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Tailed PCRZZHW AR FILSA TS5 Y)—4ERK

» Tailed PCRIE* &, BIRDHHHEHEBENADEIRX T -7V ABINTELFETY
o Bl 1 16SA B/ LEHT . BEDNAA A N—O—F 4 VBN, KIS/ 21EVY

« 1-step. HBHWLE2-stepDdT—o 7O0—hHY FET
o 2-step Tailed PCR (Nextera-based)®Di54&  : Primer B2%l—p. 20, 21 / ERE A %E—p. 35~
o 1-step Tailed PCR (TruSeg-based)®i5&  : Primer B2%l—p. 26 / ERE S E—p. 48~

s Sty RTYTHDA VT v RAEIDOANREIE,
AEHDAppendixzE CSHB L EEE LY

¥NRABLZATS)—ERB=HAINIFTOYR—NERYET
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SECTION 5

BIERMEE

For Research Use Only.
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BEER ~MILSTOBREHRE~
AIIZSFHRALAOTYIXRIZEHLT

« lllumina Index Adapter Pooling Guide : 4 T v X T—1 U5 DA EHEIFIR

« lllumina Adapter Sequences CANLNZEFTDAVTYIIARATE TR —DEFIHNEEE
« lllumina Indexed Sequencing ATV IORV—URICET AXE

* Library pooling quidelines for the NextSeq 500/550 and MiniSeqg systems
. NextSeq 500/550%°MiniSeqlZH1+Td. 1 TV IR - T—=)2JDIEER

NeXtera%’r >7_:‘ybx . #_\\J I\O)dﬁélzll:ll:ll:l.a.ﬂ_i’_ l\/\o_:)

 Nextera XT Index kit v2

 Nextera DNA CD Indexes
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https://support.illumina.com/downloads/index-adapters-pooling-guide-1000000041074.html?langsel=/us/
https://jp.support.illumina.com/downloads/illumina-adapter-sequences-document-1000000002694.html
https://jp.support.illumina.com/downloads/indexed-sequencing-overview-15057455.html
https://jp.support.illumina.com/content/illumina-support/apac/ja_JP/bulletins/2016/10/library-pooling-guidelines-for-the-nextseq-and-miniseq-systems.html
https://jp.support.illumina.com/sequencing/sequencing_kits/nextera-xt-index-kit-v2.html
https://jp.support.illumina.com/sequencing/sequencing_kits/nextera-dna-cd-indexes.html

BEEEH ~AMIILST2RER~
AIWZFO—H o5 —DE=HNI6SSA TS —RAETO rajL

« 16S Metagenomic Sequencing Library Preparation (ZE:iEfR)

« 16S Metagenomic Sequencing Library Preparation (B ZAEERR)
—16SA RS/ LEBEITICET A2/ IS TR0 ROl

* lllumina 16S Metagenomics Sequencing Protocol
S16SART ) LEFTIZCEITSS54 75 ) —1ERICELTD., K< HDZER

« 16S Metagenomics Studies with the MiSeq® System

« 16S metagenomics seguencing with the iSeq™ 100 System
—MiSeq¥iSeqZ FHLNTM16S A 2 4/ LEMTIZEAT 515

-
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https://jp.support.illumina.com/content/dam/illumina-support/documents/documentation/chemistry_documentation/16s/16s-metagenomic-library-prep-guide-15044223-b.pdf
https://jp.support.illumina.com/content/dam/illumina-support/documents/documentation/chemistry_documentation/16s/16s-metagenomic-library-prep-guide-15044223-b-jpn.pdf
https://jp.support.illumina.com/content/dam/illumina-marketing/documents/products/other/16s-metagenomics-faq-1270-2014-003.pdf
https://www.illumina.com/content/dam/illumina-marketing/documents/products/appnotes/appnote_16s_sequencing.pdf
https://www.illumina.com/content/dam/illumina-marketing/documents/products/appnotes/iseq100-16s-app-note-770-2018-009.pdf

BEEEH ~AMIILST2RER~
AINZF—452o5—DEHDITSSA ITSY—RAETO kal

« Fungal Metagenomic Seqguencing Demonstrated Protocol (ZE:EERR)

« Fungal Metagenomic Sequencing Demonstrated Protocol (B AZERR)
SERHITSAZ2S / LEWICETS2CMILETFAETO FaiL

 Fungal sequencing and classification with the ITS Metagenomics Protocol
—MiSeqzZ AWVWTHEHRITSA 24/ LB 70 Fa)LE &K UEERER DA

AT )REFEOT7T—FIT79 k

 Bubble products in sequencing libraries: causes, identification, and workflow recommendations
—Z4 7 351)—fERFOPCRIZ & Y 4 L %Bubble productsIZBE ¥ % 1E#k
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https://support.illumina.com/content/dam/illumina-support/documents/documentation/chemistry_documentation/metagenomic/fungal-metagenomic-demonstrated-protocol-1000000064940-01.pdf
https://support.illumina.com/content/dam/illumina-support/documents/documentation/chemistry_documentation/translations/fungal-metagenomic-demonstrated-protocol-1000000064940-01-jpn.pdf
https://www.illumina.com/content/dam/illumina-marketing/documents/products/appnotes/its-metagenomics-app-note-1270-2018-001-web.pdf
https://support.illumina.com/bulletins/2019/10/bubble-products-in-sequencing-libraries--causes--identification-.html

BEEEH ~MILSFTLHREH~
Low-Diversity Library®D>—4 > XIZEAL T

 What is nucleotide diversity and why is it important?

« How much PhiX spike-in is recommended when sequencing low diversity libraries on lllumina
platforms

o—4 g —TLDLow-Diversity Library®D > —4 > A DR D &R

 |Low-Diversity Sequencing on the lllumina MiSeq Platform

* |Low-Diversity Sequencing on the lllumina HiSeq Platform

e Best Practices for Low-Diversity Sequencing on the NextSeq 500/550 and MiniSeq Systems

-
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https://support.illumina.com/bulletins/2016/07/what-is-nucleotide-diversity-and-why-is-it-important.html
https://support.illumina.com/bulletins/2017/02/how-much-phix-spike-in-is-recommended-when-sequencing-low-divers.html
https://www.illumina.com/documents/products/technotes/technote_low_diversity_rta.pdf
https://www.illumina.com/documents/products/technotes/technote-hiseq-low-diversity.pdf
https://support.illumina.com/bulletins/2016/03/best-practices-for-lowdiversity-sequencing-on-the-nextseq-and-miniseq-systems.html

EEEN ~MILZFOBEEH~
Cluster density® i %8

» Cluster Optimization Overview

» Cluster density guidelines for lllumina sequencing platforms using non-patterned flow cells

* Cluster density considerations when migrating lllumina libraries between sequencing platforms

Manifest file @ & pl. 451

« How to convert a custom BED file to a manifest file for enrichment analysis

Non-lllumina5473") —D—4 2 X (AR EF—EFE4})

 Considerations when migrating non-lllumina libraries between seqguencing platforms

* Spiking custom primers into the lllumina sequencing primers
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https://jp.support.illumina.com/downloads/cluster-optimization-overview-guide-1000000071511.html
https://support.illumina.com/bulletins/2016/10/cluster-density-guidelines-for-illumina-sequencing-platforms-.html
https://support.illumina.com/bulletins/2016/06/cluster-density-considerations-when-migrating-illumina-libraries-between-sequencing-platforms.html
https://support.illumina.com/bulletins/2016/05/basespace-sequence-hub-how-to-convert-a-custom-bed-file-to-a-manifest-file-for-enrichment-analysis.html
https://jp.support.illumina.com/bulletins/2016/10/considerations-when-migrating-nonillumina-libraries-between-sequencing-platforms.html
https://jp.support.illumina.com/bulletins/2016/04/spiking-custom-primers-into-the-illumina-sequencing-primers-.html

BE &

AIWEFOEF—

PCR7Z>JYaYDNASA TS5 )—H EDLow Diversityb > JILD—4H RSO

BIhsE45aY

SUEBRNSELEODEELEI) SR —FEEZHTAHHE

OFEMEED A 2 16SHEEMH [4JLSFiSchool ZO7xv a3+ L]

RS —V T o —ZRANV-BREEZETO-HDY Y TILRAEE LBREEE

T—RFFRAL-BEREFE~DER [4J/LZFiSchool 7O 7wy aFI)L]

BB IREMEYDAIN—T—TF 4 Y

IRIEDNADTD CIRE

IREDNADTICE DS LWLWAEYIREE [41J)LZFiSchool 7B 7z v aFIL)]
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https://jp.illumina.com/events/webinar/2019/webinar-191120-j.html
https://jp.illumina.com/events/webinar/2019/webinar-191225-j.html
https://jp.illumina.com/events/webinar/2017/pro_webinar_170804_j.html
https://jp.illumina.com/events/webinar/2017/pro_webinar_171018_j.html
https://jp.illumina.com/events/webinar/2020/pro-webinar-0624-j.html
https://jp.illumina.com/events/webinar/2019/webinar-product-edna-190902-j.html
https://jp.illumina.com/events/webinar/2019/webinar-pro-190221-j.html

BEEAIZSFT O EF—

e MIG-seqi%: : R —4S o —ZRHWVEFELST / LA FIEEERI D [1ILSF
iSchool 7R 2wy 3+J)

« [MiSeq7 v 7ZT— k] Windows 105ty 7 k. 70 Z#4r - MiSeq Control Software
v4 /Local Run Manager v3

- &5 MiSeq Control Software v3.1 / Local Run Manager v2.0 ®#84 [4 JL = FiSchool
DxE+—]

e T — FMERRY—IL : IIIumina Experimental Manager (IEM) D{EHEAE
- RH/N\—2 3 VIEMV1.A5D S84 - [4 )L = FiSchool #1§k]

-
I | Iuml naﬂ For Research Use Only. Not for use in diagnostic procedures. 70


https://jp.illumina.com/events/webinar/2018/professional-webinar-dr-suyama-180905-j.html
https://jp.illumina.com/events/webinar/2021/ts-0402.html
https://jp.illumina.com/events/webinar/2019/webinar-190422-j.html
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SUINADTIDR=I TV

ITATOREETHE 1. Readl Seq PrimerZ L T, Read 1%
Read 1 i7 Index Read Read 2 :/_/7' A
PS5 P5 P7
1 | 2. i7 Index Primerz ALNT. i7 Index%
L”‘ ij =R
: 4
o 5 3 3. Re-synthesis& it
. LF 4. Read2 Seq Primerz ALV T. Read 2%
lP7 I'P7 P5 v—T R
777777777 777777777 TIiTeT7IT
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TaATINATIIR—=IF o0y

1ISeqg 100, MiniSeq with standard reagent kits, NextSeq Systems, NovaSeq
6000 with v1.5 reagent kits, HiSeq 3000/4000/X Systems

1. Readl Seq PrimerZ AL\ T,
Read 1 ncex 1 (i7) Read ndex 2 (i5) Read Read 2 Read 1 % :/_ I7- > Z

1‘ 5 Index ,‘ | I 5 2. i7 Index PrimerzFHUNT, i7
L IndexZ% > —45 2R

NA 4 3. Re-synthesis/ i
ﬁ‘:ﬁ::'i'? 2 - y

L L 4. i5Index PrimerZAL\T. i5
i7 n:wl 5 Index | § |nd9X€ :/_/7- AR
7777

////l//// 7777 TTTTITITT  TTTTITTTT 5. Read2 Seq PrimerZzAHWL\T.
Read 2% —% &
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TaATILA Y

T

HDRO—F2o085

MiSeq, MiniSeq with rapid reagent kits, NovaSeq 6000 with v1.0 reagent Kits,

HiSeq 2000/2500 Systems

Read 1

DNA

Insert

iy

illumina

Index 1 (i7) Read

15 Index

i7 Index §:

171717777

Readl Seq PrimerZ L T,
Read 12—V X

i7 Index PrimerZ FALNT., i7
Indexz>—4 U X

ZA4T3)—DT) v IR

Grafted P5 Oligom 5. i5 Index
=T UR

Read2 Seq PrimerZ AW T,
Read 2% —4 2R
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ATV ADI—4 7 D RAARDEL

CUVILA DT ADL— VADKRE. £ TORETHETY

c TATFNAVTYIADU—r o ADARI, #EICIYELZYFET

c SV NTYTRDA VT VI RABIDAREENBLEGIGENHYFT
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Indexed Sequencing on lllumina Systems %z Z &2 e
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32.INS |39 MO|-

yayi

X4

Index 1 (i7), Index 2 (i5) &Zo—7 VAT H5AMRITEER

ATV RABINEREICHRAZILTT YA VS H5HE. Index 1
(i7), Index 2 (i5) #>—47 VAT HARITEIENLETY

[1] Index1 (i7) DL—H 2R [2] Index2 (i5) DIL—H X [3] Index2 (i5) DL—4 2R
£ TOHE THE iSeq, MiniSeq (Standard) 7 & MiSeq, MiniSeq (Rapid)7s &£
Index 1(i7) Index 2(i5) Index 2(i5)

L1/
9JBLINS |[83 MO|H
TELL L bR,
Gd PANEID)
92elINs |83 MO|H

BT TSy hI+—LIZES T, 3
T3 T3—RNEINEFDEFFANTBHEE L.
ERICHEOEIN T ANSEZENHY £T
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[1] Index1 (i7) DL —H 2R 2THOHETHRE

Index 1(i7)

BIZIE, 2475 )— (5=3) ADIndex 1 (i7) 25 (Bases in Adapter) A
AATTTC f-ot=1BE. ROEIIIGAAATTE R Y FT

v Index 1 (i7) Sequencing Primer#& & &2 51
5'- CAAGCAGAAGACGGCATACGAGAT|-[Index 1 (|7)] TGACTGGAGTTCAGACGTGTGCTCTTCCGATCT - (DNA insert) ... 3’

o TTAAAG {0 s~ —ctitshm

///////

: : MiSeq Reporter Sample Sheet
Bases In Adapter 17 LRM (EIE A7) (IEM sample sheet) (bcl2fastq, BaseSpace manual mode)

($l) AATTTC GAAATT GAAATT GAAATT
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[2) Index 2 (i5) D—4H X

Index 2(i5)

iISeq 100, MiniSeq (Standard kit), NextSeqZ: &

%,_--/L~ BZIESA4TS1)— (55-3) WDIndex 2 (i5) &5 (Bases in Adapter) A%

AAAACC o188, ZTERIIIGCTTTTE AR Y ET

PS5

VIV

| Index 2 (i5) Sequencing Primer#& & &2 51

5-AATGATACGGCGACCACCGAGATCTACAC)-

[index 2 (i5] JACACTCTTTCCCTACACGACGCTCTTCCGATCT- (DNA insert)s ===+« !

TTTTGG < o=t —cs s

Bases in Adapter i5 LRM* (E@EAH) Sample Sheet

(bcl2fastq, BaseSpace manual mode)

() AAAACC

AAAACC GGTTTT

*LRMTI IZHE hEnbSample Sheeth TIEGGTTTTEEREL
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[3] Index 2 (i5) M —4 >R Miseq, MiniSeq (Rapid kit)

Index 2(i5) BlzIE, S4T5)— (5-3) ADIndex 2 (i5) E25 (Bases in Adapter) A3
AAAACC o114,
O—4 o AN EERIEED B TIldReverse complement(GGTTTT) &% Y,

, = ERSI (FAAAACCE Y £F S’
(\ l I
- $
: P5 (Rev-comp) [Index2 (i5) N\
3 TTACTATGCCGCTGGTGGCTCTAGATGTG TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA - D$

(Rev Comp)]|

Dark Cycles

5- AATGATACGGCGACCACCGAGATCTACAC -AAAACC

=i >ﬂ-—’c~ﬁd‘37ﬂb>
(Grafted) P5

[LLLLL]

Bases in LRM (E@A#H) LRM (BEEAH)  MiSeq Reporter ~ >ample Sheet

Adapter i5 MiSeq MiniSeq Rapid kit~ (IEM sample sheet) Eﬁgfg?gtq’ BaseSpace manual

(%) AAAACC AAAACC GGTTTT AAAACC AAAACC

-
I | Ium I naﬂ For Research Use Only. Not for use in diagnostic procedures. 83



Appendix-3

AILZEFTDA TV REEH
il ERAY =)

illumina



(5] €IV FTDEEFEDA T v REEFHI % FIFH — Reverse primerEc 51451

-----------------------------------------------------------------------------------------------------------------------------------------------

SYN—RTSAT—REIH (BEESA4TS)—F) 074 >T v XEIAIE,
i7 Bases for Sample Sheet® &2 %] ) A iBHHERH

i7 Index Name i7 Bases for Sample Sheet

D701 ATTACTCG

e prmRETIRY
Doument s 00000008

apaon

ForBesen s Oy Mot o e i st procedres

% : llumina Adapter Sequences & Y %

EEEw
.‘

lllll
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[(BI] 1L T DERFTFEDA T

R 1_Ste Talled PCR_F ............................
: G50 F TATAGCCT

4 AELFI| % FI A — Forward primerE 5145l

FACACTCTTTCCCTACACGACGCTCTTCCGATCT-(PEig4FEIALSIF)-3’

: 5" — AATGATACGGCGACCACCGAGATCTACACH [i5 index]

D+ ID—FTSA4—RER (BHBSA4 T3 U—r) Di5A 2T v XEIIE,
i5 Bases for Sample Sheet for MiSeq ... & B CECS

lllumina Adapter Sequences

i5 Bases for Sample Sheet

i5 Bases for Sample Sheet
NovaSeq 6000 with v1.0 reagent
kits, MiSeq, HiSeq 2000/2500,
NextSeq 2000 (Sample Sheet v2)

i5 Index Name

D501 TATAGCCT AGGCTATA

iSeq, NovaSeq 6000 with v1.5
reagent kits, MiniSeq, NextSeq
500/550, HiSeq 3000/4000/X,
NextSeq 2000 (Sample Sheet v1)

% : llumina Adapter Sequences & Y %
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