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Nextera+vrNDI—-270—

Cleanup PCR

» JOka—)LIE. KENIEDDRATYTIZAINET,
o 0N LIATSATS)—RARMRIEETT,

< WHELDNAZ [XNextera DNAF YR TIE 50ng.
Nextera XT DNA Fv+TlE 1ng (B2 7% (FQubit/PicoGreen)

< CovarisIZ&AMFIENFRE,

* YRI—IVIRAREDH . HED D IMNEHE,

» BHUT VB F—hA—2 3 3R,
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Nextera&Nextera XT&ED L&

(Trgrluiicr)]:opme RCR
5 s
DEE) (Index{in & tE 1)
Nextera DNA
Nextera DNA 0.6x
50ng Zymo |nde>f adapter; 0.5x: 2x250bp! Qul?lt/PlcoGreen
PCR: 5 cycles 2%300bn MiSe + Bioanalyzer
Tm: 63°C pMISeq
Nextera XT
1TZ
< 300bp -> 1.8x Normalization
Neutralize Nextera XT <500bp > 1.8x | Beadsf& Ak
Tagment index adapter; -
1ng Buffer PCR: 12 cycles > 500bp PCR. chanup/f.
Tm: 55°C -> 0.6x Qubit/PicoGreen
) -> 0.5x: 2x250bp | + Bioanalyzer
2x300bp MiSeq (high-sensitivity
ChipfEf ! )
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NexteraZdvhk&ENextera XTR YD FRE (HELER)

Nextera Nextera XT

Large / complex genomes Small genomes, amplicons, plasmids
Human genomes PCR Amplicons (> 300 bp)*
non-human mammalian genomes (e.g. Plasmids

mouse, rat, bovine)

Plant genomes (e.g. arabidopsis, maize, Microbial Genomes (e.g. Prokaryotes,
rice) archea)
Invertebrates genomes (e.g. Drosophila) Concatenated Amplicons

10

double-stranded cDNA

* Illumina recommends > 300 bp to ensure even coverage across the length of the DNA fragment.
An expected drop off in sequencing coverage about 50 bp from each distal end of a fragment
may be seen. This is because the tagmentation reaction cannot add an adapter right at the distal
end of a fragment. For PCR amplicon sequencing this can be easily averted by simply design-
ing your amplicons to be ~100 bases larger than the desired insert to be sequenced.
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PCR AmpliconIZ®LTERTHIEE
MIm50~100bp DALY INESTZ SR HYET

F SRRV UHADNAD M ERIZ

v v xtLCHEAT 5
~ : v
M sl ume P
(FZ RV AL BT
T — I ————Hi A
P5E5 ) § PCRiENg
Index 2 == am INdex 1 5
. P7ER 5] 1000 2000 3000 4000 5000

- Fr7Udv EOfUE

22 3CHK: Nextera XT sample prep kit product data sheet
http://www.illuminakk.co.jp/documents/pdf/datasheet_nextera_xt_dna_sample_prep-j.pdf



Nextera XT DNA sample prep [SIAELZT v

Nextera XT DNA Sample Prep kit SEBAE A Sl —
— 24 samples FC-131-1024
— 96 samples FC-131-1096

Nextera XT Index Kit

— 24 Indices, 96 samples FC-131-1001 1Y T IVERART AT ORRENE,
— 96 Indices, 384 samples FC-131-1002 P5/P7%8%. Index, TagilEiZz &L T 547 —

Nextera XT v2 Index Kit
— 96 Indices, 384 samples (Set A-D&x 3 N THEAWL-FKEMITLT=384 1> TYIR)
(FC-131-2001/2002/2003/2004)

12

HiSeq V3EGAERDIGSIFTHE

TruSeq Dual Index Sequencing Primers
— Single Read Run FC-121-1003
— Paired End Run PE-121-1003

Sl — TR B DY~V AT —

llumina’



Nextera DNA sample prep [CRAELEF v k

Nextera DNA Sample Prep kit
— 24 samples FC-121-1030
— 96 samples FC-121-1031

SIS —

Nextera DNA Index Kit 1YV TNERRT LT ORENE
— 24 Indices, 96 samples FC-121-1011 PS/P7#l. Index. TaglllEz ELT T 13—

— 96 Indices, 384 samples FC-121-1012

HiSeq V3LEGAERDIG S T E

TruSeq Dual Index Sequencing Primers
— Single Read Run FC-121-1003 =Y —TRERNT DD~ RTZ4I—
— Paired End Run PE-121-1003

e e llumina’
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XyMZfERTAHDNAY T IL(Input DNA)IZDLNT

% JOka—)L:
o BHUEDE LS RELDNAZFEA: 1ng (Nextera XT) / 50ng (Nextera)

*» DNAIF300bp L E (#£E1kbLL L) |
FUDNADG B [FANL YO N =G A RN HYFET

S MIH50~100bpD ANy DL INSIEBIERDLHYET
¢ FETHIRAUK
< ZARTEDNARE ML E 2 A% (Bl:Qubit/Picogreend 4L M EQuantiFluor)

< Quality Checkl& JLiKEI#H D UNME . Aygpnso CRITE(1.8-2D B )
S ERVEDFF)TL—230F5LTHEL

https://www.lifetechnologies.com/jp/ja’lhome/life-science/laboratory-instruments/fluorometers/qubit.html

https://www.lifetechnologies.com/order/catalog/product/P11496
e httpi/iwww.promega.co.jp/Cre_ Html.php?2pGMPID=0526001 . oo
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Tagmentation
< JOka—)L:
< 5 min at 55°CD K I

%+ XT DNA: 5uL DNA (at 0.2ng/uL) + 10uL Buffer + 5uL transposome = 20uL total
% DNA: 20uL DNA (at 2.5ng/uL) + 25uL Buffer + 5SuL transposome = 50uL total

transposomes gDNA

ilumina’




Tagmentation
< JOka—)L:
< 5 min at 55°CD K I

%+ XT DNA: 5uL DNA (at 0.2ng/uL) + 10uL Buffer + 5uL transposome = 20uL total
% DNA: 20uL DNA (at 2.5ng/uL) + 25uL Buffer + 5SuL transposome = 50uL total

transposomes gDNA

il #%19baseZ iR

ilumina’



Tagmentation

s+ Protocol:

< 5 min at 55°CO K i&>
%+ XT DNA: 5uL DNA (at 0.2ng/uL) + 10uL Buffer + 5uL transposome = 20uL total
% DNA: 20uL DNA (at 2.5ng/uL) + 25uL Buffer + 5SuL transposome = 50uL total

transposomes gDNA

ilumina’



Tagmentation

s+ Protocol:

< 5 min at 55°CO K i&>
Nextera XT DNA: 5uL DNA (at 0.2ng/uL) + 10uL Buffer + 5SuL transposome = 20uL total
Nextera DNA: 20uL DNA (at 2.5ng/uL) + 25uL Buffer + 5ulL transposome = 50uL total

s+ Best Practices:

S 5D RIEDEIZIF10°CTRIE,

AR FSURRY—LIE10°CTEIEEZE TR LtagmentationZ &z [TE T,
FTIZRDRAVMESHELH D,

Nextera XTCl&Neutralize. NexteraTl&Zymo cleanupThS2 ARY —LEKERELE
j-o

% PCREE - E—rJOVYDREMNIEE TH LGS [Ctagmentation BN EGEFE L VEH
?‘?6:&#&%(%@1&@#%1&( 78 XETIEFEICT S,

ilumina’




Overtagmentation (B b 9F)

A~

Imrrr 1 1T 11T 1T T
35 150 300 500 10380  [bp]

m T TT T T ITTIrTr 1rTd
35 150 300 500 1000 10380 [bp]

Input DNA = 50ng Input DNA < 50ng
BRI A4T3) A XD =R IA4T3) A XD

H2 7 ILEHB0ng (2.5ng/ul, Nextera)kl izl e
A P —bH A X Hh &Lz S (=over-tagmentation)

ilumina’




Undertagmentation (Bt F{EF+4%)

1L N I B
35 150 300 500 1000 10380 [bp]

35 150 300 500 10380 [bp]
Input DNA = 50ng Input DNA > 50ng
BRI A4T3) A XD BRI A4T3) A XD

H2 7 ILEHB0ng (2.5ng/uL, Nextera)kl &L &
A P —bH A X KELA B (=under-tagmentation)

ilumina’




Quizl

» TagmentationB|ZUndertagmentation(Z7#£ 5 &5 T,
RISEREZRLTDWNTI A ?

.-'CI.A"I "|AI',J-.I"‘W'-'|.1'I'MI I,'JTA

CATTRACACTAL LT ARG
E‘m-‘w Tt F e Wit

ARCUIAAL

ARG OITATE "
l‘n.l'lw)' -.A.ﬁ u A#,;J,*nﬁég‘&'f]#l}l

TATCART II'JEF TT J\J'-J,'
TG d AT AL .I:J'Iﬁ:;;, .III.RA _.I'.-\.-'ﬁ
S TAALCAAAL S TATCART TEALAC TARAT

RTTA
(=1 F.’l:.l'l

TTAL AT
AT TAAGRAT T LT
||‘v’-.if|| AT TEATCCAL
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Ans1: No! Z7OkFa—ILIZTEARYFE-STLEELY,

Undertagmentationm™4£ L5154 .
FIEAREYVDOFIVI. HEAWEIEEFRRMNELLIMERE> TS,

TORI—JLITEERTRENEWD) A DIRLLMGE (.,
ATy EZRE L CRRBIEEZ GV AR THRETTZEL,

20
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Tagmentation: R#EEMICK =T 5

Quiz

0 Input DNAIXEFEEL, #i/K(milliQ)H Tris buffer (10 mM PHS8.5)IZAfESN TLVS,

0 Asggogo M 1.8-2.0 (Nanodrop’i & T)

Carryower Inhibitory Effect Likely Source Methods to minimize inhibition
Reduce the concentrati f EDTA to 0.1 mMin the TE buff
EOTA Chelation of metal ions TE buffer sl EI'I.F e i I e el
simply use Tris-HCI {10 mM) or water to bring DNA in solution.
Alcohols Enzyme predpitation and denatuation Ethanaol, isopropanol, isoamyl alcohol Ory pellet and resuspend

Excess Salts

Template blocking

KCl, NaCl, CsCl, Nafc

Wash with 70% ethanaol or use silica-based purification

Chaotropic salts

Enzyme densturation

Guanidinium chloride; magnesium chlorde; urea

Wash with 70% ethanol or use silica-based purification

Phenol:Chloroform

Enzyme denaturation

Organiccarryover

Use PYP, PYP/ammaonium acetate. Incorporation of 1 2% citric
scid atthe DNA extraction step

Polysaccharides

Template blocking

Dextrans, glycans

High salt precpitation, CTAR buffer, chloroform extraction,
pectinase, cellulase, hemicellulzse and/or a-amylase digestion

Protein

Template blocking

B5A, immunoglobins, PEG

Use 505, CTAR or guanidinium buffers, proteinase K

Fat

Template blocking

Glycerol

Lipase or hexane treatment and chloroform extraction

Detergents / DOT

Enzyme predpitation and denaturstion

Sodium de oxycholate, sarkosyl, 505, Nonidet P-40,
Tween 20, Triton ¥-100, N-octyl glucoside

Wash with 7D% ethanaol

Proteasas

Protein degradation

Proteinase K, sample handling

Phenaol:chloroform extraction follwe d by EtOH precipitation

Mucle asas

Template degrmdation

Sample handling, restriction enzymes, micrococcal
nucleass, 51

Use B-ME, EGTA or 505 during protein precipitation

Exogenous DMA [ RNA

Template competition

Carryover

DM Ase | for DMA removal; RNAse A for RNA, RNA:DNA hybrid
remaval

Camiers

Template competition and/or blacking

RMA, heparin, glycogen

COnly use carriers that do not serve as template or block the
template such aslinear acrylamide, M- or P-carriers

Agamse

Template blocking

Ge| extractions

Use a spic column with chaotropic salt buffer; dialysis

Excess metal ions

Reduce oligo spedficity

Mg++ from PCR buffer

Dialysisagainst PBS (pH 7.4), phenol :chloroform extraction
follwed by EtOH precipitation

llumina’



Cleanup

+» Protocol:

% H5 LFES (Nextera)/ P FIR G (Nextera XT) Ctagmentation & it & LE $Hh PCRIEHE Bif 1=
DNAET #4895,

< AHK20uLZRDPCRATYIIZHERAT %,

+» Best Practices:

o Ay aN\yIF—[XRERBL-TE/—ILBBREER,
S ITR/—)LEENEIE THL ETransposome D F (LY, oo
PCRIBIEM I HEIMMBELY,
< Bioanalyzer (1uL7 754) TiaH &I&£150bp~1.5kbICE—9%&RLET,

< =DFRE (1300xg) ZESFLET . IREZBOT AIREENHYET)

Cleanup

ilumina’




PCRIZIF

s Protocol:
$ A DD TS5A4Y—TH{T55 cycle (Nextera)/12 cycle (Nextera XT)DPCRK it o
220 indexT7 343 —%HM ' (T—)2JLIE{TH)

% Index¥ybDTS5A4T—IZIEZP5/P7 (ZO—)LIZHEE T 3E49) KDLV TLVAS
DTHT HLELIEE,

% PCR Mix (PPC and NPM)IZt,P5/PTERFIZE L TSAI—MNA-THEY 2k
NSAT3)—%18ET 5,

Added by primer from Index kit Added by primer from Index kit
l \ ! \
P7 Index 1 T T Index 2 P5
Rd1seqgprimer Rd2seqprimer

PCR

ilumina’




PCRIEINE

P5 Index 2 Rd15P Rd25P Index 1 P7

IndexT 54T —IZ(F2FEFED A>T v AhME
BLTHEYET96/384i2 DA EHHE AIEE,
— JITLT-96FEFEM/N\—a—K{L A alfE
20 Fa—TDH (12 Index 1 x 8 Index 2)
— Plate Fixture T/\> R V45 BRI
— MiSeq Reporter/bcl2fastq/CASAVATHRY 4+ 1F
FTHHR—F I

a1 o

lllumina Experiment ManagerCH > 7 )L —k J
1R
AVTIIADMAELELF VI EE
(~IEM1.6IZR>NET)

llumina’



PCR#iF

2. Add i5 3. Add 4. Add PCR 5. Add 6. Mix, seal, 7. Perform

1. Add i7 primers to ] .
primers to Nextera PCR Primer tagmented and spin PCR

PCR plate

same plate Master Mix Cocktail DNA

|
PS/IPTELHNE BT DA T YU A& FEMEE THNextera Index KithAHETY !

98°C | 98°C 63°C: Nextera

30s | 10s 55°C: Nextera XT
N 72°C
. 3min 4\
N II
\ N 30s K
- . x 5 cycles: Nextera / 10°C
Fills in 9bp gaps X12cycles: Nextera XT «

97\
Index 1 Rdad 2 Sequencing Primer

Read 1 Sequencing Primg

ilumina’

k| el TAL T 1
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PCRIZIF

< JOka—)L:
% 4 DD T54Y—T4TS 5 cycle (Nextera)/12 cycle (Nextera XT)MDPCR& i
220 index77AY—&HM | (A TVIRERFLHESTHLRLETY)

% IndexF YD TSAT—IZIEZP5/P7 (DO—t)LIZ#EE T HE9) KDL TLNAD
TWHT LELRIEE,

% PCR Mix (PPC and NPM)IZ3P5/PTERFIZ S TS54T—MA->THEY 2D
SATI)—%BIRT %,

< Best Practices

@ E—R)yR{HZEDPCREEZFAL TS,
SZDMOPCREE CIXINENELLAAIEEELHYET,
% PCREEB DR ERABMNEENEIESRIZSLY,

PCR

ilumina’




Cleanup&PCR

 PCREIZIITHFTA—MFINT 51-8H68bpRENKELLE D,

S FSURRYY —LRIZTRETEI—D—EDEINEENDT=6
(tagDER) . 7R TA—HF A< —I[ETruSeqBA4 T kY1 5E<{%H 5,

“»Zymo clean-up (Nextera)ZEf=I&Neutralization 5 its(Nextera XT)ANEIE [Z
THNTWVEWNGEEIE. 47TV —DIREN VLK (BHHNIEZELRITER)TY.
55-60bpMDPCR 754 X—R AIX—MNELAHAIREMEAHYET,

Cleanup PCR

ilumina’



Quiz2

» KtTAED YAV IILETIFIRENERTEEE Ao
- FAONHZE LT TREZZLTELINTTN?

TAACADTARCACAL
B AT TAACTY TIAC

TATCATTAALGAT TACT

ilumina’



Ans2: No! Quiz

TagmentationfZ [Z(X3FBFEDTAF VRN TE TS,
4 N

\ ELWMEDSA4T35Y)— y

FNEFNEEHERIZLI-PCRRETHEIDDIOF M EE SN DA ML H S,

A S B /N701-N712 B /
d 4 4
,'/ A :’/ :’/
7 A Ais01-N508 /B

32 : _ Sk ' llumina’



INEWH A EMIGICRGEEZT7E TA—4F 2D EE
HIZIEESINS

YA VIWENEZLEMDST21TLIBIEBEND

DFRNT7=—ILFTBTmEHN
PCR7S4<—&YLELY

l// \\\ 1000, 1000

}2 e -
c A 1T
A B 2 B/ A-A
g 100} , 1100
g / . B-B
| ——— Q i
— (W] |
o | .
g i} )
[«] " 4
A i A B i B 2 / (!
I N s b M
> . "
z /
]
|| e — o« .
— ] ] | E— | | S— 1= ......-J..., - ,_*__..:._,_, B T e T e |
0 2 4 6 8 1012 1416 18 20 22 24 26 28 30 32 34 36 38 40 42 44 46 48
e —

Cycle

& PCROJA VI EBIIWNENBIMGETHLEALGN T ZEL !

http://www.epibio.com/docs/default-source/forum-archive/forum-16-3---nextera-technology-for-ngs-dna-
library-preparation---simultaneous-fragmentation-and-tagging-by-in-vitro-transposition.pdf?sfvrsn=4

3 | - | o | llumina



AMPure Clean-up

< Protocol:

+» 50uL sample + 30uL AMPure beads

25uL AMPure beads (Nextera DNAT2x250bp/H'2x300bpdDMiSeq>2/)
< Nextera XTOE—XBFH(FY A XIZ&H>TELELIDTIEE,
% Magnetic stand = Ambion, part #AM10027

+ Best Practices:

AL -80% TR/ — LB REFA,
EL\I’J'I/ IWEERATREIAY 1D EBLIVRENELLD,

S E—XDBEFTH(EUNRENDEZH A AN EHBT-0)
FyTORIZAPDFEYLRELLZNKSICFIVY

& FYTDHICE—XDELENKICERY T4 T ETEIZITD,
< 7Aka— /L THRE SN f-Magnetic standzFE A3 %, (E—XDAR-Fx!)—F—/N\—%73<{T1=8)

ilumina’
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» AT —DEE REEHICDINT
y =Y —IITBRIZER T HCE

» JOR—)ILOEEAE, 7O 2—ILEDZE

A A A T AT AT T A T L TAAC GRAOTATCAATT AMIATTAMCGIACCATT & A ATAA AT TRACACACTICTGTT TATCATT, AT
& Wﬁxﬁwﬁ&ﬂkﬂﬂf:g? [REF "Irh'“lsh.-- i .1” s .-:ﬁ I‘g‘ﬁ% ""ATP'F wﬁﬁn&gﬁ%*mé‘%ﬁkﬂa -'Sé.‘-«#?'rc i1
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T
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LibraryTE=

& ZARFEDNABE ML EE A% (Bl:Picogreen&Qubitdh L M QuantiFluor) #{#E .,

& T RO LS —R ThHo7=5(400-500bplE— 4 h33 % A5250-1000bpI= T O—FK),
1ng/uL=3nM conversion factorGiEe E#E T 5,

H#> 7 )L HQubit T12ng/ul
f/ﬁk\\WJ THotb.
L

m T 1T T T TIrTTr 1TrTl
35 150 300 500 1000 10380 [bp]

Example:

llumina’



LibraryTE=

S FERD LS —R T o7=5(400-5000p = — %4 A% B H5250-1000bpl =T A—K),
1ng/uL=3nM conversion factorCie E#E 33,

1ng/uL=3nM/ (library average size in bp /500bp)

Example:

#27 L AQubit T12ng/ul
TH-o1=bH.

35 150 300 500 10380  [bp]

F 154751 —4 A X H900bp

llumina’
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LibraryTE=

S FERD LS —R T o7=5(400-5000p = — %4 A% B H5250-1000bpl =T A—K),
1ng/uL=3nM conversion factorCie E#E 33,

1ng/uL=3nM/ (library average size in bp /500bp)

Example:

H> 7 )L HQubit T12ng/ul
Tho1=6.

mmrrr 1 1T 171151 T T
35 150 300 500 10380  [bp]

1ng/ulL 3nM
(900/500)

= 1.67nM conversion factor

llumina’



LibraryE £

1ng/uL 3nM _
= = 1.67nM conversion factor
(900/500)
Example:
+#> 7 )L HQubit T12ng/ul
THol=bH.
3|5I I1|50I 3(|)0 I5(IJoI o 1IO:I-’.80 [bp]
12ng/uL 1.67nM -
X = &=E20nM
1ng/uL

| 3;9- o : 2 Tk R T llumina



LibraryE&: Technical NoteZZ&M<{I=E0Y

Technical Note: DNA Sequencing

illumina

Nextera® Library Validation and Cluster

Density Optimization

Guidelines for generating high-quality data with Nextera sample preparation kits.

Introduction

Each kit In the Nextera family of samphe preparation [DNA, XT DMNA,
Custom Enrchment, and Exome Enrchment) requires different
corsderations for firal library validation and eptimization of cluster
dansity. Because each Nextera protocol is designed for a distinet
application, It s important to tador the library validation and clustering
processes to each speciic Nextera kit.

The Nextera “tagmentation” reaction simultaneocusly fragments and
tags DNA with adapters. As with other enzymatic fragmentation
protocols, the amount of input DA can affect the outcome of the
assay. Using too lttle DNA may result In Borares with shorter Insert
sizas, and comversaly wsing too much DNA will rmsult in lbranes with
larger Insert slzes. This technical note dascribes best practices for
optimizing the final libraries generated with each Nextera kit

Starting Material

Mextera kils ara |deal for high=throughput studles, providing fast
sample preparation methods with low input requiremants. Nextara
DA and Envichment protocols ane optimized for 50 ng of high-quality
ganamic DNA, and the Maxtara XT DNA kit requires 1 ng of small
ganoma or amplicon DAL To ensure that nuclelc acids aside from
double-stranded DNA do not intarfera with guantitation, Qubit® or
PlooGrean® assays ame recommended to quantify the input ganomic
DA To ansure accuracy, llumina recommends quantifying a
concantrated solution of each sample and subsaquently diluting to tha
Input concentration specified in each samplhes preparathon wser guide.

Organic contaminants (including ethanaol) have bean shown to interfare
with the Mextera tagmentation reaction, and should be eliminated from
the Input DNA prior to quantiation using standard mathods. EDTA In
DA elution or dilution buffers can alse Interfera with tha tagmentation
reaction, and should be avaided.

/ Figure 1: Distribution of Final Library Sizes

hve

# 10
8%
130
E e
i 7 X
i rd \
i 7 \
L L R R R K ﬁ‘lk""ll
s w0 am 1000 1oa80
Fragment Size {bp) /
B
. )
00
E 250 A
L Fill
E 7
g= 7
o "4 LN |
i ML
L | LA AL i
3= w0 a0 1000 10680
Fragment Size (bp)

P

Tre final liorary traces for Nedera DA lbranss wemne geremted using

& BioAnalyzer. Thess example size distributions & also spplicabls to
Mextera XT liorares that have not been nommalized. To optimize clustenng
concentrations based on average library size of 500 bp, the sample shown
in Pandl A requires the conversion factor 1 ng/ul. =3 nhA. Clusteing
concentrations for the =ample shown in Panel B should be converted wsing
the eguation 1 ng/ul = 1.5nM, besed on an sversge librery size of 1 Kb.

14+ 4 X500b
1ng/uL=3nM

FH 4 X 1kb
1ng/uL=1.5nM

http://support.illumina.com/content/dam/illumina-marketing/documents/products/technotes/technote_nextera_library_validation.pdf

AAATTA
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NexteraXTHvrDIGFGE (L.

Normalization beadsIC kY BERBETZS(ZHYUTILEFRRAIT)
qPCR/ZHFBAE T F<IMiSeq !

Index CV for
REBELE51T5— 20-sample pools
000000000000 PoolA  Pool B
000000000000 Y4 Y4 O
S HE I — vz
q QEE = 3 -~
0.00.0.00..O (Triplicate) ﬁ*ﬂ%%n‘l’g Tﬁ*ﬂ&"j’/j 9 15.80/0 182%
060060080080 poTN
000000000000 VAN VAN J
¢' SWFDDS1IZ)—FT— )L TEET IS !
s N 000000000000
o 000000000000
Normalization Q00000000000
<RI 000000000000
b;?,%svtvﬁf > 000000000000 —> > 135%  155%
Eute 000000000000
000000000000
\ J 000000000000

Nextera XT#F@ LI TN DEMI T TEERETHE !
(DEYTINDIFEE, V=2 T/ CEMRAHRT B LETHETT)
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Quiz3

» Nextera XT54 7S5 —ZQubit CeHAIL7=5IREN/INESTEFE T,
ECHN\IRYU T HRENDTLEIMN?

A AATATTAACL AN AL
TALCATIAS JJ--\J-\. ARG TLRAAL AL f.lﬁn.l'l."l AAT

. T4 A TAA 1AM \ i T (i} ]
IAALLI |8 A ] J ._Aw i \ . N ®
T i ; llumina
i 'F - ATIC 3 f ! 14 LA
AT ARG T AR A AR AT T A AT



EETY,

Ans3: 1

REDVELSES1T75—

000000000000 4
000000000000
000000000000
Q.O0.0000000_>_
000000000800
000000000000
000000000000
000000000000

\

o

qPCRTEE
(Triplicate)

~

/

\

FMEEHE

/

-~

o

T=aTILEE
THERETLT
LDT—

~

J

Normalization
beads CALIEE:
Bind, Wash,

Elute

~

00000000
00000000
00000000
00000000

/

\

Quiz

Index CV for
20-sample pools

Pool A Pool B

—>» 15.8% 18.2%

SWFDDS1TS5Y—ET—)LL TEET TS5 !

—>» 13.5% 15.5%

Nextera XT kit Tlx. 547 5")—AHNormalization beadsh 5D ;BZHBFIZNaOHTZE s,
LE=hA>T. Bond54TS5)—I[EssDNALLZYQubit TRINEH A

#&5m: Nextera XT3 —ERmKREYEEELGEWNTOM—ILIZHYET,
1= RUIDEBRDGELHEETETHIVENHSIGEXqPCRECFEHLIZELY,
HAHLVE. Normalization beadsZEERAE T M+ T —ILLIF=ZEL0Y,

43
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AADIIEF—DOAR

» FUrDER-T—U70—OIHEN

— FETARETKRAVELTEP TNV ELBRBINVEDEIZDEELTQUIZELTZER

SETW=EEET,
» DATI)—DEE-RBEZHRIZDOINT
» =Y —[TNTBRRITEERE T AHIE

» JOR—ILOEEAE, FORO—ILEDZEE

e e

CI'I

'."'T[ J.-Tl IATT?PE T Tﬂ I" e TTRACGTAL I:l_
i S fé? L e S

ilumina’
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POOL

IndexDEEHEHHE (NextSeq500%& <A ILZFNGS)

ING GUIDELINES:

1A THREL - FEAENENFNIBT OHLE (FRES= G/T,FES= AC)
Pooling < 6 samples: 27 LAV TYIRATH TS

Pooling > 6: 2T LT aTFILINEELMTHTENEEEEZERET D,

MiSeq Control Software 2.2/HiSeq Control Software2.2.38LL L TIX/N\NTUADELA
VT IDATHAREEEM ., —EBDBRF TAH—/IN\—IFREI—ZH5D %R TH5-EE(T
INTGUREEBEBLIEZIESN I T4—HBRGYET,

Good
Index 1 Index 2 Index 1
705 : GGACTCCT | 503 | TATCCTCT 705 : GGACTCCT | 502 |
| 706 | TAGGCATG | 503 | TATCCICT 706 TAGGCATG | 502 [
| 701 “ TAAGGCGA 504 I AGAGTAGA 701 | TAAGGCGA | 503
| 702 CGTACTAG 504 I AGAGTAGA “ 702 CGTACTAG ‘ 503
L VNNYNYY || VY | NNV |

V=signal in both color

x=signal missing in one color channel

Index 2

CTCTCTAT

CICICTAT _
TATCCTCT
TATCCTCT |
| VY Vo

llumina’



Quiz4

» TruSeqZ473)—&ENexterao (4 75 —%BEET(T—ILLT)
RATLIZNTT, MR TLESH 2

.-'CI.A"I "|AI',J-.I"‘W'-'|.1'I'MI I,'JTA

CATTAMOAGCTACCGTGEAACN
E‘m-‘w Tey e i M)

!A' CLARAL

AAGOTTATE b
AL GANGT Aﬁiﬂﬁ{ﬂ%‘-&"_]m}l

ilumina’

TATCART II'JEF TT J\J'-J,'
TG d AT AL .I:J'Iﬁ:;;, .III.RA _.I'.-\.-'ﬁ
S TAALCAAAL S TATCART TEALAC TARAT

o

GTATCA



Ansé: TERIERIEL— TRLTCRL, o

NexteraZ 4 75 ') —I&TruSeq54 73 ')—¢&
BIEFICEEIT CEEI M ?:

[ C L—>: No!

MU TIIERELRBIBEEDSAIS)—Z2RLCL—2THBRITY
H_tEBEBHLTEYEFEA,
-SATSY—DRINELDEVSRI—DENERY
FWHMMARRE, 74 T4 —IZEEEZE5Z 5,

- IndexD¥AEDHLEEF VI T HIULEHY,

ELC27B8A—+/L: Yes!
AT RADRY D FDINA TSA VIETHELFEELY,

ilumina’




[F£&8] NexterakNextera XTED HER

(Trgrluiicr)]:opme RCR
5 s
DEE) (Index{in & tE 1)
Nextera DNA
Nextera DNA 0.6x
50ng Zymo |nde>f adapter; 0.5x: 2x250bp! Qul?lt/PlcoGreen
PCR: 5 cycles 2%300bn MiSe + Bioanalyzer
Tm: 63°C pMISeq
Nextera XT
1TZ
< 300bp -> 1.8x Normalization
Neutralize Nextera XT <500bp > 1.8x | Beadsf& Ak
Tagment index adapter; 44
1ng Buffer PCR: 12 cycles > 500bp PCR. chanup/f.
Tm: 55°C -> 0.6x Qubit/PicoGreen
) -> 0.5x: 2x250bp | + Bioanalyzer
2x300bp MiSeq (high-sensitivity
ChipfEf ! )
llumina




[E£L8] JES4TS')—Quality Check

P KT AT TR RT YT

m T T T T TIrr rrri
35 150 300 500 1000 10380 [bp]

Input | Tagmentation | Cleanup] PCR | AMPure | JRE&

E—A4m L * AMPurefg B2 RXTHD
YT ILEL>TNS,
TS5A4X—DHHHNBD T,
55bpDHE—4 i% PCRIZEBIALRIDRATYIT
ST IILEOALTLNS,
Y T ILDE—HD * i% LTI BERR(ERIZER).,
fthl=55bpDE—4 EXRyTAUTEIEREIZ,
E—HhN=gd X2, AT INEBEHR (ERIZER),
?&d_%%?%) * * TagmentationB§ D 4= B HEER,

E—~TJOvODFEE,

lumina'




AADIIEF—DOAR

» XYRDOYEE-D—o270—0O N

FETAIRERAVELTER TN EBRINWEDLEFIZDEFELTQUIzZELTIZER

é“d‘fb\f:f:giﬁ'o

» TATI)—DEEBELTHIZDOIT

» =Y —[IMTARIZERET AL

» JORa—I)LOEEAE, FORO—ILEDFEE

CATATE R nﬁ"mr' I:'JTI;‘RI,'AI' & CTTACCTT hAPI?.QJ{.ﬁTATM."ISAﬂ.’LI;; MI;I,'TH;('A"I I" TAL "I:ﬂ CAAL ..lU:l T@TM"‘ "'T.I'U.f‘ TTCTRTTAADL "Wﬂﬂm?ﬁ TATCAWAA'J;FA TACT
T TTCET .iu"‘ AT A AL TARAL "‘1'!' A F'-;HA [ TA. LA ThAATA LE T l"""' TTETE

&[" - IE::@M l'\uk. l::f -'l-.E;ﬁI:l ‘u Qi'h GlA IE#E-IEM-FAG-U TCaAd l_ M.I-J.Tfﬁ:lfn .!.n I-.M.'. ‘E‘Mﬁ hl: WEE& LrMuLaf.Ell.:\

MCTTET = ABATATTRML 'IA" E::I_I'_\'_N.' TCATT E.AAE r TAACOTTAR

L
S S FFE TR R
LLATTA ':lAT rg TAAIL I'_.!!{'Tﬁ'l 'I'I' M,il' CATTRAL I' TMl._ﬁ,ﬁ 1T
Emn‘_‘.a.?lm..ﬁrf '{ l'.1 ﬁ%m& i':': '%Elhﬂ-l'_pq JEEEGMII hh ﬁm&fﬁlﬂrm‘fﬁiﬁ ARCALAL TTCTLET ram_*rrMLE&me.k l“"“’l‘l’.ﬂI E:T'ilﬁ;ﬂ?
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CERARICIEBRAEEC AR LS

Zgo)gﬁ.ﬁﬂ%b§%bji-d_o %ﬁ@"j‘?ﬁ—b&—:)f’j\@_‘/ﬂ—lf'é%f'd'o
— Nextera DNA: http://support.illumina.com/sequencing/sequencing_kits/nextera_dna_kit.html
— Nextera XT: http://support.illumina.com/sequencing/sequencing_kits/nextera_xt_dna_kit.html

Userguide: fIMWFIEFZERNL-EH . ILRAE,
— Nextera DNA

http://support.illumina.com/downloads/nextera_dna_sample_preparation_guide 15027987 .html

— Nextera XT

http://support.illumina.com/downloads/nextera_xt_sample_preparation_guide 15031942.htm|

Experienced User Card: NV F#&EIZEL T AL I—IL
— Nextera DNA

http://support.illumina.com/downloads/nextera_dna_sample preparation_euc 15028285.html

— Nextera XT

http://support.illumina.com/downloads/nextera_xt sample preparation_experienced _user_card _15031943.html

51 : : _ i ' llumina’
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Lab Tracking Form: L= FE D Lotz EZ 5L ix 9 5 AR

— Nextera DNA

http://support.illumina.com/downloads/nextera_dna_sample_preparation_lab_tracking_form_15028288.htmi

— Nextera XT

http://support.illumina.com/downloads/nextera_xt_sample_preparation_lab_tracking_form_15031944.html

WEBEHES - EEEDYRAMIA——HAFDOHKZIZ"Consumables and

Equipment’&ELTHRELTEYET,

User-Supplied Consumables

Consumable

10 ul pipette tips

10 ul multichannel pipettes
10 ul single charmel pipettes
1000 pl pipette tips

1000 pl multicharmel pipettes

Check to make sure that you have all of the necessary user-supplied consumables and
equipment before proceeding to library preparation. These consumables and equipment are
Nlumina recommended for the Nextera XT DINA Library Preparation protocols.

| Gemeral lab supplier
| Genieral Lab supglier
| General lab supplier
| Generallab supptier
| Gt spgdr

Supplier

llumina’



N CEBRTYTEFERLESL

The following diagram illustrates the workflow using the Nextera XT DNA Library

Preparation Kit Safe stopping points are marked between steps.
Nextera XT DNA Library Preparation Workflow (For 8 samples)

Hanets.On: 7 miin/'B samplas.
Tetnt 17 minfd samples

P-mell Flate

-

PCR Amplification

Hencls-Cin; 7 min/B samples
Cyela Tiw: 38 s

P

Indax 1
I 2
A

Amplification PCR Plate.

53

PCR Clean-Up

Hands-On: 15 min/8 samples

Tatal: 3 min/® samples.
Reagsnts
Ampaura KP Beads
Fresh 80°% EvOH

]
Output
Poat-FCR TCY Mot

v
Library Normaliza¥
Hands-Cine 3 mind® semples
Frocassingg: B0 mi/Se sanpke
Reagents
LA&T
LHE1
LW
LAY
MalH
Cutpant
SGP Plats

FETDI—IDA>TWBRTYITILEDH S,

]

Ubrary Pooling for MiSeq i

Sequencing
Handa-Cn: § min

Raagents
HT1
Cutput

PAL & DAL tubes

N

REFEHEIZHES,

SAFESTOPFING POINT
If vou do not plan to proceed to Loy Normdizafion immediately, seal the CAN plate
with Microseal “B” adhesive seal and store it at -25°C to -15°C for up to a week.

llumina’



BADYR—IR—DIZIFELDFEHRIEBH SN TEYFET,
CRIALSEESLY,

[FU] [FU]

LJW B / M

IIIIIIIIIIIIIII ”|||||||||||||
200 400 1000 10380 [bp] 200 400 1000 10380 [bp]

Technical Notes:

Support Bulletins:

o llumina’
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CHEREHYNESITETVEL,

LI BRIz &

‘QF
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