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TruSight & /\RJL

HE/RIL A=Ky k| 4—=Ky |
BIEF PRI

ILNARIE 0.24 Mb EEHMLGLHENREREIZT+—hR

B EA%E 101 0.33Mb BREICEET S5/ LM EOBITAAIEES

5 94 0.30 Mb EOZXRIZEFZTLIEELEFZF—T Y+

B EE 552 26566 Mb EETEMONRREKRBICETIEGFEI—T Y E
Myeloid 54 0.14 Mb FBHMHEELESICSTIHRHERERDOREICTI+—HR
TruSight 4813 12 Mb B DERRAIREE CRET 548138 F& 72 —7 v b
One

TruSightiREB/NRILICBELELTIEA L F Y R— Dz EF—
[TruSightIRB/NARIVTHEREBEEEEFETZHERL EIR MMEHT

(2014/5/23)

TCHRASETWEWTEY FT

Cancer
One Autism Cardiomyopathy

Inherited
Disease
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TruSight One¥—4 AN\ RIL

( ~
TruSight Exome

Coding regions of (2,761 genes)
\- v,

4 ] 8 13 genes : HGMD + OMIM \

(1,966 genes)

GeneTests.org

(69 genes)

\- v,
( ~
Other TruSight
(17 genes)

\- v,

> TruSight ExomelZ&ET—2 X—XDIFHR % BN
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TruSight One¥—4 V RA/N\RIL
B TLRARI SBITETO—EDOTIREEZYR— b

BaseSpace 7 7'1)

.g ;. Enrichment ’;__,L ' VariantStudio

) LY TILAEBMASDTARREFEDH-1DOT—4H 7O—T,
BESADEFE. 23X FOHIE. EXROBITZEH
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TruSight One¥—4 AN\ RIL
B TILRARI SBITETO—EDTIREEZYR— b

<ZA4TZYFER>

v 50ng DNAD R A — |

v DNABTHIEEEZEZEST R ELNexteras (4 T35 ) AR Z1EH
v 15BLURAIZRT N XA 23 A L5EER)

<VU—TUAR>
v MiSeq. NextSeq. HiSeqWW\§ndD TS v b7+ —LIZHXIE
v 95%LL EDFEE T20xLA LD ANL Y DEE

< T >

v MiSeq Reporterk f=[&. BaseSpacez V5 Z & TEEI—IILFEF TZBETEM
v Variant StudioZ W=7/ T—3 a3 VfEHR - LAR— MERRETZEYR—+
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TruSight One¥—4 AN\ RIL
CERDO—r oY —IZEHhETERS2DO0OFy MER

: MiSeq FHKIt N ( NextSeq. HiSeqHHKit

TruSight One Sequencing Panel TruSight One Sequencing Panel

(9 Samples) (36 Samples)
- ¥ TFy—RAAUT « ¥ TFy—AFY3

o BfE¥ v F3RIE -3V U TILIRIG - EMEXY F3RIG - 12 Y2 TIVIRIG
- MiSeq Reagent Kits v3 (300-H41 4 « =T RAREEFEFELL

L) x3F% v k (NextSeq. HiSeqMiAELHAEHE
TTHEAWEEITS)
FC-141-1006 FC-141-1007
\ VAN
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TruSight One¥—4 AN\ RIL

CERO—oY—ICE8hETERS2DO0OFX Y MERL

10

—h O REE Samples /run

MiSeq Reagent Kit

Read Length

MiSeq V3 3 150x2
NextSeg500 Mid 12 1502
Output
NextSeq 500
NextSeg500 High 36 1502
Output
HiSeq Rapid Run
HiSeq 2500 Mode 36 150%2

17a—t/LHyY)

**NextSeq. HiSeq TTruSight One &>— 7 > X /AL ZHBHZEIE, FIFES— 7 2 XaEZHBA T
BUEHH B, TruSight One >—& > X/ ¥£JLIZIF, VariantStudioD S 72X EE8FEFATLVE,

Humina



TruSight One > —4 U XA/NRIILDTA FO—)L~D v MR~
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TruSight One ¥—72X J—9 70—

Day1l Day? Day3 Day4

5475y HS

Enrichment -
N _:_"—::‘__f'_m [y

TruSight One = -z
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TruSight OneS1/ 7 S UREDDO—oJ0—

XFw 1 NexteraS1 IS UYXFv
AR Ty TTHAIES LU T ZITZ—E4 27w O I DN ZFEH

BED ( NexteratRZE& S U RKRY

- 5:’_”7 ~ % J L\DNA 50 ng O
7/ LDNAR Z— k
. % ®
4
5 ! ! Z ~ 30015 & (] é g

¢ %fézi%;iﬁ;é%ﬁm>< """ ﬁfgigfﬁmf
) W L BT E
i —— . I —

A

P5EZ 5| ¥ PCRIENE A4 T v REESI % BN
N S TRR3YVTILET
. . 15 > CRBERH AT RE
ATy ABES1 == A 2Ty ABLFI2
P7B2%
&
I S s 7 |
MiSeq TN AIBEZZDNABTF (54735 1))

\ J

ZEX@L  Rapid, low-input, low-bias construction of shotgun fragment libraries by high-density in vitro transposition. . i
13 Genome Biology 2010 Dec 8;11(12):R119. | ”U mina



TruSight OneSA 7 SUREDI—oIJ0O—

RT7wT2. 4—4'y FDNADEHEBR 7 7
ExFitTa—J1E2—45y MMBEDONA TIJEFA XLz, ARLTFFEDVE—
ATy TF¥—%175

_:\' _:1. Biotin probes
=

&
' ‘ Streptavidin beads
¥

"

N

c%i
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AFWYWT 1: NexteraSA1ISURSTYY

Input DNAIE50 ng % E&=F

ZAREDNABEMLFEATES
TEHZ L EHE

(Qubit, PicoGreen’i &)

EDODNAZ #2
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AFWYT 1: NexteraSA1ISU A5V

Transposomes

[ Tagmentation ] g

10 ul®5ng/ulMDNA (50 ng) %967 = JULMIDI 7 L — M IZ4E L. Tagmentation& i FH
DHFEEZLH T ILIZINZ % (£E50 ul)

RE R
5ng/ul input DNA 10 ul
Tagment DNA Buffer 25 ul
Tagment DNA Enzyme 5 ul

Water 10 ul

MIDIZ L— k #Microseal BT —JLL. TL— bz —hH—T1oMHiER
(ERy 74 o F10ERETRAT |y -

AR R R R

96 well MIDI Plate

16 llumina



AFWYT 1: NexteraSA1ISU A5V

[ Tagmentation ]

MIDI 7 L— k %280xgT 1 AfERDDODE., 58°CHMicroheating System T105 A >
FanrR—F

15 uldStop Tagment Buffer (ST)Z 7L — kD& T JLIZHET S,

MIDIZ L— bk #Microseal BTY—ILL, TL— bz —H—TIlHRHEERH
(ERY T4 VT 10EEETHREAR)

MIDIZ L— k %#280xgT 1 RRLED DD B ER TA40MA o F a2 R— |

<Best Practice>

- Stop Tagment Bufferl&iEBE 4 L0 VDT, FEA
BICERICHEFBLTNS I L &R
Microseal ‘B'l&/N A5 v F#1DEEMSB1001% =
FERWES I EEHE
58°CDA ¥ 1 R— kD AT v FlEMicroheating
System (SciGene) DERAFH#HE

17 llumina



AFWYT 1: NexteraSA1ISU A5V

o L&k < #E# L 1-65 ulddSample Purification Beads (SPB) #7L— D& T
LIZHE

MIDIZ L — k #Microseal B TY—JLL., FL— oz —H—T1oRER
(ERY T4 VS 10RPBETHREAT)
MIDIZL— & BET8HMEA vFa~n—F

XT3y bR KRTE—XZ&ESH, EFEE T, 200ulD80%IR—/ ILTHET
BIE(FE2EBRYRT

18 llumina
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AFWYT 1: NexteraSA1ISU A5V

[ Tagmentation I Clean-up ]

MIDIZL—FZETRY b AZA VU RFEICEWV-FEFEETI0oEEAREZL, T4/ —)L
& IET

22.5 ul®Resuspension Buffer (RSB) T %4

MIDIZ L— k #Microseal BT —JLL., TL— oz —h—Tl1oEiER
(EXRYT 4 UF10EFEETHRAR)

MIDIZL— FEZERT2H0MEA oF 2 R— DB, 280xgT 1 HHEDT 5,

IRy R RAUKRT, 29HEEBEL. £EFEFE20ulERL. L6 T JLPCRY
L— kIZEIRT B

<Best Practice>
Sample Purification Beads(XERATICABEMSHE L., BERICELTHL
80% IR/ —ILIFEFFHEDILDZERAINSD

llumina



AFWYT 1: NexteraSA1ISU A5V

(gmenaion | Geaman | wrcR

‘ Reduced-Cycle
PCR Amplification

PS \
Index 1

Read 2 Secuencing Primer Ihdex 2
P7

s FRTHIHUTILOHRICEDLE T, FRT DI VT VI RDMAEHLEETRHTEL
(E£#H(LIllumina Experiment Manager® %€ THEM)

» {EAT BIndexl. Index2ZNENDA T v XTS5 4 T—%TruSeq Index Plate
Fixture[ZBRE § %

B) Index 2 Primer tubes (white caps)
C) NLA plate

illumina



AFYT 1: NexteraSAISU AFvT
[ Tagmentation I Clean-up 1 1st PCR ]

20 ulDH > FILDNAIZPCRODEHE# Mz TLL

HE AR
Tagmented DNA 20 ul
Index1 Primer 5ul
Index2 Primer 5ul
Nextera Library Amplification Mix 20 ul

ME—LTTL—rES—ILL, TL— oz —h—TIHMER
(EXy T4 v J10EBZETRA)

TL— h%280xgT 1 HEELDE. PCREEIZTL—rEEY FL, FTEEODTRITS
LERITT S
a) E— kU KA TS 32 %100°CIRTE
b) 72°C for 3 4fdl
c) 98°C for 30 ']
d) 10 cycles of:
— 98°C for 10 ']
— 60°C for 30 #)fH
— 72°C for 30 #fH]
e) 72°C for 5053\FEE] <Best Practice>
f) Hold at 10°C AT IVIRTSAT—DF vy TlE, a2

Safe stopping point h. EOETISE ST, ERREHLOE Yy T
(2~8°CT2 AR TR ) Tt ’

21 llumina



AFWD 1: NexteraSA1ITSU ATV
[ Tagmentation I Clean-up I 1st PCR Ilst PCR Clean Up ]

PCR7L— F%PCREE X YHH L. 280 xg T1H & D
50 uI@‘U‘D?)M’é}&’&? L—hrEYUBHEL. HHLLISwWell MIDIZTL— RIZFET

& < %& & L 1=Sample Purification Beads (SPB)% 90 ulZ AL T. DNADEE ZEiET 5
(%Tﬁﬁ?lllﬁli Clean UpD X T v 7 & F#k)

27.5 ul®Resuspension Buffer (RSB) TaH L. EFZ25ul[EYR L. FrLL6D =)L
PCRZL— MIZEYRT B

22 llumina
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AFWYT 1: NexteraSA1ISU A5V

[ Tagmentation I Clean-up I 1st PCR IlSt PCR Clean Up ]

ERLE=HY U TILODNAREZ., —AHEFENGRENTRGHEAEEEATIET S
Safe stopping point (-15~-25°C T14HM E THREM)

Qubit® Fluorometric B} E &

(Life technology)
Image from
<Best Practice> https://www.lifetechnologies.com/order/catalog/product/Q33217

BUTIVDERGREEEN. RORBATY TORIDF—HRS U b, HAEEIFILT X
ERS

llumina



AFYT 2. =4y FDNADRHERATY T
[ 1% Hybridization |

| <
)|

£H 2 TIL500ngT D%, PCRTIL—rIZT—Y 5 LT,

DNA Libraries for Enrichment

Library Pool Total DNA Library
Iy Complexity Mass (ng)
1-plex 500 ] .
. 1000 9 Sqmple TruSight One Kit
3-plex 1500 ( M |Seq ﬁ )
4-plex 2000
5-plex 2500
6-plex 3000
7-plex 3500 36 Sample TruSight One Kit
8-plex 4000 (Hlseq\ Netheq}Eﬁ)
9-plex 4500
10-plex 5000 9 sample TruSight One Kitl&34 > FJLE T,
11-plex 500 36 sample TruSight One Kit(&12# > TILE
TOT—Y 2 TITHIE
12-plex 6000

24 llumina



ATV 2: H—4'v NDNADRMEAT YD
[ 1% Hybridization |
Resuspension Buffer (RSB)Z £ &M 40 ullZiE 5 K S (2MA S

(ZEMN40UZBATLEL>TLWAHEE, FBOXRREEORNMERBEZRAVTERY
)

HoMUHBEEEL., BRI L f-Hybridizationi#EZ FEED LS 12K T ILIZMA S

Reagent Volume (ul)
DNA library sample or library pool from NLS plate 40
Enrichment Hybridization Buffer 50

TruSight One Oligos 10

Total Volume per Sample 100

PCR7 L — k#%Microseal B TY—JLL., TL— bz —h—TloHEiE#H
(ERYT 4 UF10EFEETHRAT)
PCRT7L— FZPCREEIZEY L. TEED TR T LERET
a)E—kry FA T2 3 2%100°CIZERTE
b) 95°C for 10 %3

c) 94°CHh 5, 58°CE T 1/ fEIZ2°CFDTFIT S
d) 58°CTI0 LA L. R T24BfMEA ¥ a~—+

<Best Practice>
RDRATw T (First Capture) ISELEFATESETIE, TL— MILSSCIZEWLW=FEFIZT S,

25 llumina



AFYT 2: §—5'Y NDNADRIERATY T &

Streptavidin beads
S G > -

PCR 7L — FZPCREE & YEURDD 5, 280 xgT 1 HHEDLT S
YU TIBREEFEIO well MIDITL— MZFET
& < %% & L f=Streptavidin Magnetic BeadsZ% & ™ T JLIZ250 uld" DM & %

MIDIZ L— k #Microseal BT —J)LL. TL— +r 1 —hH—TL1oMHiER

(ERYTF 4 U 10EFEETHRET)
MIDIZ L— k#2572 MIZERTHET S
MIDIZL—b+rZEI TRy b - XAV RIZESE., 20, ERTHET D
BeadsZMW LVAFE LWL SITFELELAL, EXy FTLEFEZEY KL
YT b RE2VEMLTL—FEHNT

26 llumina



AFYD 2: 5—4Fv RDNADBHBATYV D

Hohh LHAEE. ;BF L =Enrichment Wash SolutionZ200 ul§ &2 T JLIZIZ %
Beadh XLy MRTHLKHEBET, ERYToUT L. SHIZFEDE, 10EERY
TAVITHEBYRY

MIDIZ L — k #Microseal ‘B T — LT 3

& 5 H L H50°CIZ L TH L =Microheating SystemT. 50°C., 30984 ¥ a1 X—Fk
95

f==BIZMIDITL— 2T Ry b - ARA U KRIZFEL., 20 BEE
f=bICEFZERYKRL

Enrichment Wash SolutionZ200 uld 2Nz . LiEDwashDiE{E
ZHEYIRT

<Best Practice>
Z MR T v FTlEMicroheating System (SciGene) ZEHT 5 EMNEF L LY
f=t=L. PCREETHL AT

27 llumina



AFYT 2: H—5Fv RDNADEBHBATYV D

28

15mMRA o 8F1a—JITEEANDHED T LI VI REZTENDELSIZHEL., 235Ul
TOEMDITL— FDEITIILIZHET S

Reagent Volume (ul)
Enrichment Elution Buffer 1 28.5

HP3 (2 N NaOH) 1.5

Total Volume per Sample 30

MIDIZ L— k #Microseal ' B Co—J)LL., TL— bz —H—T20REEH
(ERYTF 4 UH10RFEETHRAT)
MIDIZ7 L— F 2 EEBT2HRIFHEDE. 280xgT 1 oREEDT 5

MIDIZL—F+rZITFY b« ARZA U RT20MEHEDE. 21udLEFEZFEURL. FLL
PCRZ7L— MIZHT

4 ulElute Target Bufferz &~ T JLIZMA T, BT S

PCR7 L — k#%Microseal BTV —JLL., TL— oz —h—TLIHRHER
(EXRy T4 VF10EEETHRAT)

PCRTL— FZERT2HMFHENDRE. 280xgT 1 REEDT S

Safe stopping point (-15°C~-25°C T7HRME TR&EA)

llumina



AFYT 2: H—5Fv RDNADEBHBATYV D

1st Hybridization & 15t Capture X 7 v 7T % #&
iR LEME. =712 L IXHybridization Step4{ > e
FarR—2 3 VEHRNELD \

4
aE— bty FA 7S 32 %100°CIZERE
b) 95°C for 10 %> —
C) 94°CH\i>, 58°CET 14fIZ2°CT D FIF 5 ™
d) 58°C T14. 50l L. JRET24/A > FaX—F @
&
» *4

Streptavidin beads

29 llumina



ATV 2: H—5v SDNADEBIBATY D

& < %:F L f=Sample Purification Beads (SPB)%45 ul# L T. DNADKB R *EHET
%) (EMEFIEX. Nextera Library Step@PCR Clean Up & Fl#)

27.5 ul®Resuspension Buffer (RSB) TiAH L. EFZ25ul[E4R L. FHrLL6T T /L
PCR7 L— ~ZEYRT B

Safe stopping point (-15~-25°C 7B % CTHR%EH)

30 llumina



AFYT 2: H—5Fv RDNADEBHBATYV D

31

PCRAREY > JILDNADADPCRT L—  mmmm-ceeeeee > _
FDEDTILIZIMA S (£=50ul) Enriched DNA library <€ ===+ =2+ S
EE 5B

Captured DNA 25 ul @.=

PCR Primer Cocktail 5ul - — .

Nextera Enrichment Amplification Mix 20 ul = — = —

PCR7L— k #Microseal BT —J)LL., 7

L— kY 1 —H—TL15HEERE

(EXRyT 4 2J1002ZETKAR)

280xgT 1 nEHRIDT %,

PCREEICPCRTL—FZHREL. TEEODTOT 5 LFET

aE—hkYw kAT 3> %100°Cl
b) 72°C for 3 53fd
c) 98°C for 30 #[H
d) 10 cycles of:
— 98°C for 10 #[H
— 60°C for 30 #'fH
— 72°C for 30 #fH
e) 72°C for 5 5
f) Hold at 10°C

- =L

-G &

<Best Practice>

Nextera Enrichment Amplification Mix & PCR Primer
Cocktail [ EFFERAE TR YIRS T V=HIZ, M IFIZL
THRRFI D ETHEE
CDRTYTTHOPCRODY AV IILEHITEE LAL

llumina

5



AFYT 2: H—5Fv RDNADEBHBATYV D

HoJI)ILeEE (50ul) ZMIDITL— RS

& < %% L 1=Sample Purification Beads (SPB)%90 ul# AL T. DNADFEE =X I
% (EMEFIEIX. Nextera Library Step®PCR Clean Up & Rl#%)

32.5 uldMResuspension Buffer (RSB) T&EH L. £EFZ30ulEYRL ., FHL L6 T /L
PCR7 L— ~ZEYRT B

Safe stopping point (-15~-25°C T7BEE T&R7EFA)

32 llumina



ATV 2: H—5v SDNADEBIBATY D

EUR L4 2 TILODNAREZ. —AEHEENGREATRELERATEEATIET 5

650 bp#E T, REZFHET S
1)
15 ng/ul
(660g/molx650bp)

x10"6 =34.9 nM

qPCRT®DAITE % AIRE
Sequencing Library gPCR Quantification Guide

http://support.illumina.com/sequencing/kits.html

<Best Practice>
- IFEHELGEEN. BIELI SRAI—FBEZTHHI-OHICE
C=2N —ZIKfEfF?f-,EEI’] HEEHEZEVLT CEBSIEESI L

33

Qubit® Fluorometric EJtEE

(Life technology)

Image from
https://www.lifetechnologies.com/order/catalog/product/Q33217

ﬂ

KAPANGSZ 4 75 A& Fv b
(Nihon Genetics)

http://www.n-
genetics.com/product_detail.html?item_id=4484

llumina



AFYD 3: MiSeq S>> Y hPvD

[ Denature DNA ]

P5 Rd1 SP DNA Insert Index
&

-
Rd2 SP P7

NaOHT
—REIZEMH

S5 4 75 ) —%#Resuspension Buffer©. 1.25 nMIZHFIRT 3

1.5mIYA4A 2 8Fa1—TI(Z10ulD1.25nMT 4 TS 1) £10uld®0.1N NaOHZ;EFfiL. 5
SEA o Fax—F

980 UlOHT1 Buffer®MMAT. 5472 ZHFR - hfl (KEE12.5pM)

A4 8Fa1—TZFKEIZTEWNTEL

LU N

<Best Practice>
_ = Hl S
0.1N NaOHIFZEFFRHE L. pHIBUED LD EFEMLT Hyb Buffer 2 — 7 (HTL)
L=< MiSeqst Z (=18

llumina
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AFYD 3: MiSeq S>> Y hPvD

» MiSeqidEA— MY v O EAEEMORYE LT, B8 OKBTOBEELE)

»  TLoad Sample] (17&) DRI avIZ, F]R - EEFHDDNAS A TS ) —%
600 ulRl— K9 3%

CDE (CARIREHD
S+ JS5UsA®R600 ul
-

SR

MiSeqiEA— K v ¥

35 illumina



AFYD 3: MiSeq S>> Y hPvD

MiSeqD S v DEMEIZIE, Yo TIWo—FREWSISUVDEHFHRELzcsvI 7ML E
lllumina Experiment Manager CYEpX 9 %

fEy Hlumina Experiment Manager 1.8

el = Sample Sheetfjl

lllumina Experiment Manager

MFileVersion
investigator Name Me
Experiment Name My Experiment
Date 2/13/2013
| Workflow Enrichment
Assay TruSight Enrichment
| Description Myself
Create Sample Plate Create Sample Sheet chemistry Detaut
(Manitests]
& TruSight_Cancer_Manifest_A.txt
[Reads]
151
151
[settings]
- - 1 IReal T
Edit Sample Plate Edit Sample Sheet e
VariantFilterQualityCutoff 0
| Adapter CTGTCTCTTATACACATCT
ExciudeRegionsmanifests BRCAZ+BRCAL+FANCC
(Data)

sample_1D Sample_Name Sample Plate Sample_Well I7_index_ID index  Sample_Project Description Manifest GenomeFolder

ennich1 Patient1 EnnichPlate AL NToL TAAGGCGA MyProject a c X e
g Enrich2 Patient2 EnrichPlate A2 N2 CGTACTAG MyProject ject A c _sapiens\UCSC
Folder S B“ln ] enricha Patienta Enrichplate A3 NTO4 TCCTGAGC MyProject A c _ sapiens\UCSC\hg!
Enricha Patients EnrichPlate A4 706 TAGGCATG MyProject ject A c s

36 llumina



AFYD 3: MiSeq S>> Y hPvD

TruSight OneDEED F=H 121X, Manifest file (TruSight One® % —4 v LB ZEHRTE L
f=txt file) & ZHEHBL LY

“WSome of the zenomic variants, geres, nucleic acid seauences, or zenomic regions on this list, and their use in spe

Header

?EferenceGenome C:¥1 1 lumina¥MiSea Reporter¥Genomes¥Homo_sap i ens¥UCSC¥he] 9¥Sequence¥litho | eGenomeFASTA
ezions

Hame Chromosome bmplicon Start  Amplicon End Upstream Probe Lenzth  Downstream Probe Lenzth

AGRM. chr1.955552.955753 chrl

0
AGRN. chr1.957580. 957842 chrl 957570 957852 0 0
AGRM. chr1.970656. 970704 chrl 970646 970714 0 0
AGRM. chrl.976044 . 976260 chrl 976034 976270 0 0
AGRM. chrl.976552. 976777 chrl 976h42 976787 0 0
AGRM. chrl.976857. 977082 chrl 976847 977092 0 0
AGRM. chr1.977335.977542 chrl 97732h 977hh2 0 0
AGRM. chrl.978618. 978837 chrl 978608 978847 0 0
AGRM. chr1.978917.979112 chrl 78907 979122 0 0
AGRM. chr1.979202.979403 chrl 79192 979413 0 0
AGRM. chrl.979488. 979637 chrl 979478 979647 0 0
AGRM. chrl.979713.979819 chrl 979703 979829 0 0
AGRM. chr1.980540. 980657 chrl 980530 930667 0 0
AGRM. chr1.980738. 980903 chrl 980728 930913 0 0
AGRM. chr1.981112.981256 chrl 981102 981266 0 0
AGRN. chr1.981343.981468 chrl 921333 931478 0 0
AGRM. chr1.981539. 981645 chrl 981529 931655 0 0
AGRM. chrl.981776.982115 chrl 981766 982125 0 0
AGRM. chrl.982199. 982337 chrl 982189 982347 0 0
AGRM. chr1.982706. 982834 chrl 982696 932844 0 0
AGRN. chr1.982952. 933067 chrl 932942 983077 0 0
AGRM. chrl.983155. 983275 chrl 983145 983285 0 0
AGRM. chrl.983397. 983745 chrl 983381 983755 0 0
AGRM. chrl.984246. 984439 chrl 984236 934449 0 0
AGRM. chrl.984615. 984831 chrl 984605 934841 0 0
G chr 904340 900175 chrl 980 genies 0

Manifest filez 4> > 00— F#&. MiSeqD TEED A7 —2 3 VIZT7 7ML EEBRELTL =
A

D:/lllumina/MiSeq control software/manifest file
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AFYD 3: MiSeq S>> Y hPvD

38

IEM® Instrument Selection T MiSeql . MiSeq Application Selection® & T.

CategorylZ [Targeted Resequencing] Select Application{Z TEnrichment] %:#E1R
Workflow Parameter Cld., XM & 5 25 R

fe Tlumina Experiment Manager

lllumina Experiment Manager

Sample Sheet Wizard - Workflow Parameters

1% L <IF27Z:#;R.

Errichiment Run Settings

CERAIZTE BAMiSeqit E
:) 0) I D “ichment Workflow-Specific Settings

=k

Reagent Cattridge Barcode'l ME1234567-60043

Sample Prep Kit

|ndex175§_d—’<-(-0)'|j"/70)[/ Index Reads

TA1Z—Y KIGEIE.
1% :ER

Experiment Mame
Investigator Name

Description

Date
Read Type

Cycles Read 1
Cycles Read 2

# = required field

| Use Somatic Variant Caller

[TruSight Enrichment

'] Ihdel Realignment GATE

Flag PGR. Duplicates

Fun Picard HeMetrice

test

Wariant Quality a0

201451530 [

@ Paired End

|

Expart to gWGF

() Single Read Use Adapter Trimming
A9 dMiSeqit ZE (&

15144 & JLPaired end %
SUDEHELTHWS

=B =

llumina



AFYD 3: MiSeq S>> Y hPvD

39

Sample SelectionTI&, XD & 5 [T:EIR

lo|m]| = |

fys Tluminag Experiment Manager
lllumina Experiment Manager

Samples to include in sample sheet

Sample Sheet Wizard - Sample Selection

# - required field[¥] Maximize

| I7 Sequence | Index? (15 | 15 Sequence

Mextera Manifest# Sample Project Dezcrig

H709

Sample ID* Sample Mame | Plate Well | Index 1 (7%

1 M7 TARGGCGH E&03 TATCCTCT TruSight-One-Manifest-

2 M705 GGACTCCT ES03 TATCCTCT TruSight-One-Manifest-
GCTACGGCT ES04 AGAGTAGA TruSight-One-Manifest-

A=—5 Y2 TILID

n

FoyF&a&H2 )Xk
M. TruSight One®
Manifest file #1Z&1R

Sample Sheet Status: Valid

Reazon:

Add Blank Row Remove Selected Rows

llumina



AFYD 3: MiSeq S>> Y hPvD

ATV ADRAEDLEICTERESESW

— YA OLBEYEL—HY—IZHIET HNTIAIDEBRENKE (green = G/T; red = A/C)
LEDY U TIVET—1) 059 B15EIL. Technote: Nextera Low Plex Pooling Guide %

ZHRY 5

http://res.illumina.com/documents/products%5Ctechnotes%5Ctechnote nextera low plex p

ooling quidelines.pdf

— 9 Sample TruSight One Kit (MiSegR) [T 54 0T vV Ri&k. WThDHAEHLE
THIEMISUTTIET—=V A 5H. MREEGZL

Good Bad
Index 1 Index 2 Index 1 Index 2
705 | GGACTCCT 503 | TATCCTCT 705 GGACTCCT 502 CTCICTAT
706 | TAGGCATG 503 | TATCCICT 706 | TAGGCATG 502 | CTCICTAT
701 TAAGGCGA | 504 | AGAGTAGA | 701 TAAGGCGA | 503 TATCCTCT
702 | CGTACTAG 504 | AGAGTAGA | 702 | CGTACTAG 503 | TATCCICT
VANV NARAAEEEY VANV VAV oo
V=signal in both color

x=signal missing in one color channel

40
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http://res.illumina.com/documents/products/technotes/technote_nextera_low_plex_pooling_guidelines.pdf
http://res.illumina.com/documents/products/technotes/technote_nextera_low_plex_pooling_guidelines.pdf
http://res.illumina.com/documents/products/technotes/technote_nextera_low_plex_pooling_guidelines.pdf
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MCSDA 2 —T x4 RIC

AFYD 3: MiSeq S>> Y hPvD

MiSeq Control Software®[Sequence]h . T VIZHE

Welcome to lllumina MiSeq

SEQUENCE

MiSeq run ]

T

AHLN=1=<
BROT, BIEWEEITNIIBREICS VB TEET

‘Basespaca. Lowd Flow
Options cel

Please load the flow cell and wait for the RFID to be read.

Flow Cell# i3 3 & SfEENZ0 T
BEOENICHL, MiSeqlCFlowcellZ 3 E?é

¥ Fiow oo door
+ Clamp engaged
X Flow ol RFID read

m =E s
L | / > 00000
w
Please load the PR2 and waste bottles. 0

J @

(ololu]als)

llumina



AFYD 3: MiSeq S>> Y hPvD

MiSeq ReporterlZ& o T, fastqfEp - 7oA VAV b - EEBIETI VR TRBEEH
[CfThnFT

MiSeq Reporter £ T, &Y U TILDENENDY 2 TILDManifest file EDZNZEND
A—y MEEICRHT 2HhNLy D, BEEFZHEERTEET

vcf fileZ Variant StudiolZER YA Z & T, EICHEMDZEERZRYAL CENTEET
(BEMI(EXTruSightOne T EF—., FSAMHwmEZSHBIEELNVY)

SASATYNY

@7

Summary | Details ‘ Analysis o | Sample Sheet |E| Erors | TruSight One Sequencing Panel Dataset

23538532 |a7071082 70806583 sdf4z124 117677654

Samples 05| |
- Lo+ <> -
#  Sample 1D Sample Name - o
. I chr® ~ . > 7/)T—=vay
s o N T—IN—R
o
2 200 \l‘
3 ) § 150
5 100
U s
[
40
5
20

o 20

o ié E [mees—--2s28- 2Tl

¢ S £ 3
Targets (40000) |Search i | : z g 2 !
A [ 5
¥ Name £ : E

VCFZ 71 )bDA Vik— b = | = H F)T—93U/7 45— EIIAR—b

2667 P2 g6 s3agts] 1™ o™ o 0 o oo (&5 |23 255 Bis

29666 PHF2.chr9 96392252 9639233
- Variants (9 o] .

29683 | PHF2.chr9.96388683. 9639880
29680  PHF2.chio.96407911.9640507/ # | Sample D SampleName  Chr  Posiion |Score  VaraniType  Call Frequency Deplh  Filter ' dbSNP RefGene  Genome
29881 PHED chrd 96411353 96411404 | _ _ chid  0B407983 | 3@ NP C{CM | D49 72 | PASS | s9695734 PHF2  WholeGen VariantStudioT 22 hw TS5 7

296892 PHF2.chr9.96415461.9841564

20693 PHF2.chrd.96416685.9641685
29694  PHF2 .chrd 96418216 9641830

‘ 4 | ’
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TruSight One EDfth &

» TruSight One User GuideZi &
http://support.illumina.com/sequencing/sequencing Kkits/trusight one kit/documentation.h
tml

» TruSight One Data Sheet%i &
http://support.illumina.com/content/dam/illumina-
marketing/documents/products/datasheets/datasheet trusight one panel.pdf

» TruSight One EizF—&
http://products.illumina.com/content/dam/illumina-
marketing/documents/products/gene lists/gene list trusight one.zip

»  TruSight One BaseSpace Public data
https://basespace.illumina.com/datacentral

BaseSpace’

Public Data

illumina


http://support.illumina.com/sequencing/sequencing_kits/trusight_one_kit/documentation.html
http://support.illumina.com/sequencing/sequencing_kits/trusight_one_kit/documentation.html
http://support.illumina.com/sequencing/sequencing_kits/trusight_one_kit/documentation.html
http://support.illumina.com/sequencing/sequencing_kits/trusight_one_kit/documentation.html
http://support.illumina.com/content/dam/illumina-marketing/documents/products/datasheets/datasheet_trusight_one_panel.pdf
http://support.illumina.com/content/dam/illumina-marketing/documents/products/datasheets/datasheet_trusight_one_panel.pdf
http://support.illumina.com/content/dam/illumina-marketing/documents/products/datasheets/datasheet_trusight_one_panel.pdf
http://support.illumina.com/content/dam/illumina-marketing/documents/products/datasheets/datasheet_trusight_one_panel.pdf
http://support.illumina.com/content/dam/illumina-marketing/documents/products/datasheets/datasheet_trusight_one_panel.pdf
http://products.illumina.com/content/dam/illumina-marketing/documents/products/gene_lists/gene_list_trusight_one.zip
http://products.illumina.com/content/dam/illumina-marketing/documents/products/gene_lists/gene_list_trusight_one.zip
http://products.illumina.com/content/dam/illumina-marketing/documents/products/gene_lists/gene_list_trusight_one.zip
http://products.illumina.com/content/dam/illumina-marketing/documents/products/gene_lists/gene_list_trusight_one.zip
http://products.illumina.com/content/dam/illumina-marketing/documents/products/gene_lists/gene_list_trusight_one.zip
https://basespace.illumina.com/datacentral
https://basespace.illumina.com/datacentral
https://basespace.illumina.com/datacentral
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