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FASTQERY—ILDEIE (201411 B)

bcl2fastq2 v2.15.0

NextSeq 500 &£ HiSeq X Ten 7—#% % B— A JLLinuxt—/\T
FASTQIZZ#2[@ .

bcl2fastq v1.8.4

HiSeq T—4 Z O— A1 )LLinuxY—/\TFASTQIZZE# [ 1.
HCSIZK A EMET— 2 ITxIE L TS,

X HiSeq V4T —4R [FEMEES N T S8, IHCASAVAV1.8.2T
[T, ThEbZHFEWNT LN

X MiSeq7T—2 TOFA FHR—MNELGYFIMNTHEATRTET.

X EWNAE, 2013/0ct/11 Y R—F I T EF—ZTSEFT LY,

CASAVA v1.8.2

- HiSeq, GAR— 71 )LLinux}—/\TFASTQIZZ#a L. FIZ7
SAAY MOLEEI—)LECASAVATER L - AR .

- HCSIZC &K A EMBT — R IZIXERRJIED =6, EfgT—2 FIHD
5 & IXFASTQZE #2FE Tldbcl2fastq v1.8.4Z L 5.

X CASAVADFTHR CIRIFE TELELL .
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bcl2fastq2 € VX b—IL$

$ yum install -y bcl2fastg2-v2.15.0.4-linux-x86_64.rpm

M R—LR=—UhoAdooO0—RLfzmpmi\ys—2 (VI ko 7)

BE. rootlERBNARELLY FS

Y2 rhHx7sAHoo—brEa—H—H4F;
http://support.illumina.com/downloads/bcl2fastq conversion software.html
UserGuide #1, “Installing bcl2fastq2 ConversionSoftware’& Z5%& { =& Ly
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bel2fastq?2 EIMEE4

A€V 32GB Ll E

64bit CentOS 7> Red Hat Enterprise Linux
(7 A MIE5TOHRFER)

A VARV EINTWDIENKERT AT T 5,

zlib

librt

libpthread

gcc 4.1.2 (with c++)

boost 1.54 (with its dependencies)
cmake 2.8.9

zlib

librt

libpthread

* bel2fastg2 User Guide p.24 Appendix: Requirements
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Typical Run Folder Structure after Bel Conversion and Demtﬂtiplexjng

Betore Bl

Conversion

YYMMDOD_machinename XXX _FC

<ExperimentMame>

Runinfa.xmi

file

o
7]
Er

SampleSheet]
csv file

InterOp

Metrics Fils

Intensities
LOO1 .
(By Lane) Joes files
BaseCalls
LOO1
By Lane)

NEEVBEEQGYFET

— bl bgzf files
LT

bei files

L1 filter files

| BRARICIFX LEEBEER 225 VT HILEN

Atter Bcl Conversion

YYMMDD _machinename

KK _FC

<ExperimentName:>

Data

Runlnfo.xml
file
SampleSheet
csv file

— InterCp

Metrics Files

L Intensities

LOO1
(By Lane)

BaseCalls

locs files

LOO1
(By Lane)

]

bel bagef files

Ve
i files

.
Silter files

/_-

fastg.gz
files
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— = X mEMEE L. EBHEHIEPCIZT
T— 3 [EHEEEED A A — EREFahET
belDZiplEfsH L V. l@BZFF>71= Q ScoreD &5

30X human genome build size
110GB B 2-9 6
DD \ 10-19 15
48GB
w _ 20-24 22
— JEEMPR
g™ )1 m 25-29 27
W 30-34 33
S— 35-39 37
TIA4IF bgzip R U, JEZERIEIR — >40 40
= [EfEL L H-E-H QX7
R & BT Q

FLIN

Total {million)

bel I& >50%%2E; BAMIE ~30%f2E DY 1 Xkl

—
- e =r -

Q Score

* http://www.illumina.com/Documents/products/whitepapers/whitepaper _datacompression.pdf
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BGZF (Blocked GNU Zip Format)

JEFETE R DO E o

gzip DILIERR

IS #R &2 RO D EMRIZgzipL D BT/ NI WA, a7 T L)
SDEWMT 7B AR ERITR D,

samtools TR WA 5EHE,

NextSeqD T HITfREE I AT 25, —IKEIZIFE T Dgzip
774 T NTRITE 5,
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NextSeq 1> TIRXEED 5 X5

O—AIILY—N\FEDOEGEIX. YT — FOERDARE

-

- -U_ “/ 70) l/ :/_ I\ é I EM —G 1"5 E‘z L/ N

— bcl2fastq2 ETEICE % 5
(—4H O RBIEFIAET).

[ ]
»‘ j} bcl2fastq 2.0

\;ﬂ O0—7 JLH—/NTFASTQZE A

\_ /

» BaseSpace

3aseSpace
. ONSITE

NextSeq BaseSpace” 5 K 4> BaseSpaceOonsite F|FRFIL.
—4 2 AR [ZBaseSpace® PrepTab#aeZzFIA L
AOTOREHEH U TILEBBEREZEZRLTH <,
U— U ARBBEICINERTET 5,
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IEM Z{E>f=H > FILS—rDER

IEM: lllumina Experimental Manager, Windows_t TEi{E,
BTN — MEBERV Y —F

http://support.illumina.com/sequencing/sequencing_software/experiment_manager.html

Humina Experiment Manager

Create Sample Plai: Creafe Sample Sheet

Create Sample sheet #EiR

NextSeq® E[{E % E R

NextSeq Fastq Only % &R

Ul ORR. A VT ORED AN TR

ook w2

REF
S5 274+ I)ILAETIZSampleSheet.csve LS &R T
OE—LTHL
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ST IL—RDH

_—
[Header]
BEMYE ba Y eryion 4
I STigatar Name Habslla
Experiment Mamse HiGeq X Len run
Date 11473014
Wi Thow Gersralef ASTA
dpolestion HiSeq FASTE Omby
ALaay TruSegq HT

Deseription PO

~ygE e *HiSeq X Tend il (EABIZRE LE=)
*bcl2fastq2 User Guide p.21

1%
151
Lattirgi)]
ReverseComplement o
Adspter AGATIGCOAACAGCACACGTCTGAACTOCAGTIA
AfspterBead] AGATOGCAACGAGEGTCOTGTAGOOAAAGAGTET
~———
— [Data)
Lares Sarmple_iD Sample_Name Semple Plate Sample Well 17 irdes ID indes Sample_Project Description
—_ 1 1 —_— r '
T2 E— 2 sampl 02 = o2 AccaArks van
3 sample_ 100 testd oo TOOGEGAS Haten
- 3 mampla DS tertd (i TAATOCGE HXten
[Header]
IEMFileVersion 4
Date 2014/11/14
Workflow GenerateFASTO
Application NextSeq FASTQ Only
Assay TruSeq HT

veserpton *NextSeq 500D~ v ZERD
ry P TEIZT—32 €9 >3 ohfl.
[Reads] |EM"7 4 'Ij:_ P':—C1,EE‘Z

151
151

[Settings]
Adapter AGATCGGEAAGAGCACACGTCTGAACTCCAGTCA
AdapterRead2 AGATCGGAAGAGCGTCGTGTAGGGAAAGAGTGT
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CASAVAH O TILO— R EDTEEHEN

IBEDCASAVAR A TDIT4+—<T v FTIFE,
MSRHAS L Bk, AV A DDOWNF-TJ7—45 28— 434 TD7+x—< v b

Dual index [Xindex13ll, Index2%l] (ZFNFNBIDF]IZEE A,

ZHlldSampleSheet.csvTHEIMELHY EHTELLY,
S>ZBIE T 7AILDE ZHA Thel2fastg2i2 & Y BEFZEB NS,
> SVUITFIFETICERET S,
-> --sample-sheet4 7> 3 VX4 LY,

s TR TA—L) S UHERITIV O TILO— RIZEA
(IEMTARTZ7AREY)
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B VNF (e 27LER)

lllegal Characters

20)[]/\=+<>:;“ *M &, ERR—R, 2AXFE

L INLDXENRY UV TILO—RIZEENFT E, ELLWIS—AyE—UN
BREREINEWEFFRERTLEIDOTITEZELLESLY,

*bcl2fastg2 User Guide p.21
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bel2fastq2 A< K54 U4l

DT TFINVEDOHRETHSDORZ A EEZBE(cd)T 5

/

$ cd /PATH/TO/140220_NS500119_0005_AHODWPAGXX

$ bcl2fastq --runfolder-dir ./ --output-dir ./Output
T \ff%%@tﬂjjﬁ‘ﬁc‘: LICWMEE D 7 1V H 4 & tETE

AR—RAESDERST YD AT R=FT NS TINADT

TR—=FNATNATY

- PATH/ITODE R IE. CEY?DERBIZIS L TEDLY FITDTHEABZTT I,
- 140220 NS500119 0005 AHODWPAGXXIZZ Y 7 A IR B TE S VBIZTRKDYFEFIT DT
CHELLEERAEZTTE0N,
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T BT FEEMIT/INTA—4

v =
--barcode-mismatches

--create-fastq-for-index-reads
--use-bases-mask

--ignore-missing-bcls

NE

A OTOREFBEIARAIYTF
T4 E1

(A oTHARZEIZ2FTHEERE
42T AFASTQZEEHT

YA T HIEEEIEETHE

Rigbclz BT 5

HD/INT A —F([ZDEF L TIL, (UserGuide p.15-17) TS ELFEEN,
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EITH B [CEEG ALYFEENTA—F

(UserGuide p.15)

i I
-r, --loading-threads

-d, --demultiplexing-threads

-p, --processing-threads

-w, --writing-threads
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E#%ﬂk;ZL/V P%m,

\l]
grii
pul

NextSeq 500DHOT 22\ T, becl2fastg2T FASTQ Z5H#i % S
~ v 2 d 1CPU 16core 32GB mem

-r 2 -d 16 -p 16 -w 4 1:39:29 (CPU 1479%)
no use (default) 14:34:41 (CPU 103%)

KANVFT—EINTSTVWFERADT, FTRIHACERETHHAL LS
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TeNT Ty I AGERBE Y~ OFAT

Web”7 7 UV TR OLNABHHIMLL AR — K ;

7 7 VX /Reports/html/ Fl T
xml 7 7 A /V(HIMLL AR — R DT —F 7 7 A V)]

7 7 # V4 /Stats/ConversionStats.xml
7 7 #v4 /Stats/Demul tiplexingStats.xml
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43

NextSeqTIl&. bcl 7 7 A ILIXEHI N TS,
Oscoreb EfEEN S @BFF : OScore binning), ZEF,

L—28ICOEFREFTY D FASTQZERT 20N VT RAEDIZE) |
TILVFILYIREREL, L—UBIZH U TILBDOFASTQZ £/,

FILFTLyIRIZE. MEHFSTILo— FEER LA L TH RIEHE
SHTILENH S

ST — MEIEMTHERRT 2 ENTES
CPU 2corell ETEHEDBE. ALY KA T aUhFER, HWY Y —

A2 C TEH E R E = JafE I Be
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http://support.illumina.com/sequencing/sequencing_instrume
nts/nextseq-500.iImn

Log in to get personalized account information.  Quick Order = View Cart =
llumina
Contact Us MylIllumina Tools™
APPLICATIONS SYSTEMS INFORMATICS CLIMICAL SERVICES SCIENCE SUPPORT Search @
COMPANY

Support # Seguencing # Sequencing Instruments #* NextSeq 500

NextSeq 500
\j 7 I~ I'j T 7 Crverview Latest Updates

Site Prep/Lab Third-Party Anal
Environment

= Software and Utilities Tech Mote 06/16/2014
Hlumina Two-Channel SB5 Sequencing Technology 03/08/2014
Requirements & NextSeq 500 Sequencing System Brochure 01/12/2014
Compatibility

User Guides

Supported Kits

NextSeq 500 System User Guide (15046563 D)

Current Consumables
NextSeq 500 High Output Kit—Available in three sizes (300 cycles,
150 cycles, and 735 cycles), the NextSeq 500 High Output Kit
includes one high-output flow cell, the high-output reagent
cartridge, and the buffer cartridge.

=rir b

NextSeq 300 Mid Output Kit—Awvailable in two sizes (300 cycles and

Services B Warranties 150 cycles), the NextSeq 500 Mid Output Kit includes one mid-
N . output flow cell, the mid-output reagent cartridge, and the buffer
Bulletins i .
I\ # a } ) I\ cartridge
webinars Current Software
:'I'de'-lit Qrderi-.g NextSeq Control Software (NCS5) v1.2—The control software
Information interface guides you through the steps to load the flow cell and

reagents before beginning a seguencing run. During the run, NCS
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http://support.illumina.com/sequencing/sequencing_instrum
ents/nextseq-500/downloads.iimn
A—HHAF

http://supportres.illumina.com/documents/documentation/sof
tware_documentation/bcl2fastq/bcl2fastq2-user-guide-
15051736-b.pdf

NextSeqs R F LIZDUNT

http://supportres.illumina.com/documents/documentation/sy
stem_documentation/nextseqg/nextseq-500-system-user-
guide-15046563-d.pdf
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