A4 ILSFTAMpliSeq/SRILBIHZIZLHLS

[EHEITE] MOTOATHLALE. 45
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y ST I4—=IVEKTF7T)Vr—a YA T UT 4R b
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TLEVT—2 a3 &R BHIIC

REHMTHENLTOLWDSAM IS FHEOMBIE, 2018F4AHE
ROBEEAMAERZZSHLTLET,

RKILEUDT—2aVEDLIEFERBEERTAS FEAILE TS
HPTARLET,

RATA FTHNTAREEF, ARARARELELGY FT,
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AIWNEFI2EF— TA4IZFTAMpliSeq/IsRIL
BAZEIICLHEI] YV—XDITERN

-

_ : //\+
BaseSpace ﬁm%
=

~N

AmpliSeq® & G #A /T
4 TZ) R

AmpliSeq®
TEERARMT

4R 25H

« AmpliSeq®! &
BE DRI DAth,
>4 T35 1) —3R
WEBINIED
=667 —o 2
00— & EERFD
TipszHzz L
F9,

J

\_

.

5HA30H

« AmpliSeq®

IHERAR AT D
nh s Ak
RET. BA
INTJLZEBIIZ
BNALET,

NRELTHAY

AmpliSeq®

2/

6AXRFE

.

« AmpliSeq®

HRELTYH
141 DFIEE.
ERIEIEF
PRy FX

Ry FEEE
@t%ﬁbi

AINZFTDBEVIES—IFUTTEEERTA FEARLTWET
https://jp.illumina.com/events/webinar.html
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AmpliSeq for lllumina 7—% 7 A—

ARM™ x EF—TWRBAEFH

rgl n

‘ \ E
CEHE i

7477U mﬂ =R

5 ~ 7HFHE 917 ~ 32>
o NVXA 15/ e ANLSTFTRIbYTL—
e 10RFv S oY —IZxt it

« RMEFREBFAN—LMIYD
o AYFINRIILRIEE
« EE/\RJLTIE 2x151 bp

*, = —CIZER S

HAEDERENEIHEICRESINET .

<

v

\_

P

38 H

iz Hr
A—AILEITI S
KAR—X DEEHT

Local Run Manager
BaseSpace Sequence

Hub

Interpreter

PHTOREARTEFEA,

BaseSpace Variant
llumina



ShlntEyLa>vofin

TEERARIT DET

EEBWICTWELGHNLYD

BRI REROHERE

EERBABER~DT/ T—3ET7aN2)0T

llumina



TEERARAT DT
Local Run Manager &
BaseSpace App
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AmpliSeq DNA AmpliconDfEHr7—4 70—

BEHT—45 IR PR

FASTQ Manifest

Y

v

AT —32 i FZERICTIA A MLET

ToA+* MER

v

Variant Calling
(Germline or Somatic)

FR-NYTFTU b

VCF

ST/ LEINET A AV MEN

FEIDENZERHEL, £8 - /81

72 MEVCFO7A4I)LELTHAL

ia-o

Germline (£JERSIMA/N) 7 > 1)

& Somatic (IAHIREZEE) D —DDEL
LM EERLET,




AmpliSeq DIEHREEFTDEITIZIELocal Run
Manager &BaseSpace®D=2DA T a3 >

Local Run Manager BaseSpace Sequence Hub

#zzx'

o= —EENDPC 95 RIRE
3 L < I, Er*a%’l‘%@Wlndows PC

=Y —ZEE[CTTIZTA VR F—=ILEH vV I—H oY —mhibDataz 7w J0O— KagE

v
¢ vV T URARTRIDFFFEEMFERST v IIVYEBLTEITHLRRMEAAIAE
Q¢ v BEHROWIiIndows PCIZHA VR R—)LAE[RE v T—E2 Lz 7HES
(Local Run Manager Off-Instrument& FER)  v' CNV & W o T8 MR FEMTIC £ X6
vV A=y MERITTE V PCRYITEIITDAUTFIUREFTSIBELLL
o& v — OB IERETNEITARA v BRI OETIIHEE
© VOS5 FBEADT 47y TO0— KHBE

MiSeq = MiniSeq * NextSeql=2 L TI&,. Local Run
Manager[ZOff Instrument®D& L MK L TLVES
A (2018F58), EARIZY ) —XFETT,

llumina




Local Run Manager Off Instrument{ZTDUNT

o Local Run Manager Off InstrumentlX & EHEMDPCIZERTY 7
FYxz7ZA4A 2R F—JLL. Local TIHERBHZTVET,

o WNELHPCOHOARRYSH

- Computing Requirements
>16 GBRAM (AEURERE EEHAAbort LTLEWETY)
> 1 TB of disk space (4% < &£ 4100 GBELE[FAE)

64-bit quad core processor (2.8 GHz or higher) with the AVX instruction set (recommended) or
Intel Core 17-210QE 2.10 GHz (or equivalent) processor with the AVX instruction set (minimum).

Display resolution of 1024 x 768 or higher
- Software Requirements

Windows 7 Pro 64-bit with Service Pack 1 (English-US) or Windows 10 (Personal Edition
versions are not supported *Windows®D/N— 3 U &R L 230y,

Microsoft .NET 4.5.2 or higher
Google Chrome 46.0.2490 (R#F D ¥ D T HNIXOK))

- UTOTRTSLEHDESA VAR F—ILTELRWNGERHY T,
PostgeSQL 9.3, Rabbitmqg 3.5.1. Erlang/OTP 17, C++ 2012 64-bit Redistributable, C++

2013 64-bit Redistributable, C++ 2015 64-bit Redistributable. lllumina Run copy service,
Internet Information Services, Local Run Manager

PCO#FEHEE L (+hif, BaseSpaceTDH S ™ FEBEE CRHA &L INA




AmpliSeq for illuminaDiFRBEHT Y —IL

AmpliSeq RNA

Fusion Gene Gene Expression
Bz FmE) Bz TFHIR)

AmpliSeq DNA

X
¢
S
5 ity L TLVEELY RNA Amplicon Analysis Module
O &
VS
OncoCNV trainer
u ._IllI BaseSpace Labs
DNA Amplicon 10imnn RNA Amplicon
lllumina, Inc. = -@m lllurmina, Inc.
OncoCNV caller
n l_llll BaseSpace Labs -
1nen
llumina

CNVEHT DA, BaseSpaceDEADAppDETHALEIZE S,



15RBITICDELEHD

[Local Run Manager®ig &)
Run FolderEMD+ ®

Manifest File &M ZRTHLEHFRZ 7 1 /L)

- BENARILDEEIE. 41 ILEF T =HILHP7R— k(techsupport@illumina.com)
[CEBNEDHLELES, HPOSIEEBHALTHEY T8 A,

- BRB LNRIILDIFEIE, DesignStudiok Y Fo > O0— KA[EETT .

[BaseSpace Sequencing HubD 5 &)
FASTQZ 74 )L, 3 L&Y —4 vH—%BaseSpacelz D&,
F—a %7y IO—FK9 5,

Manifest File ERZRIHLEFTHR I 71I)

- BIENARILDZEF, BIRERKLYEIRT L EMNTARETT,
- W RBLIRRIILDIGE X, DesignStudiok Y # > 0O— K L. BaseSpace
7y 7B— RS ERBELHYFET,

llumina



ARA L )LDManifest Filel
DesignStudiok Y #FHo>oO— KANAR[EETT

BaseSpace ||

View Designs

DESIGNSTUDIO

SEQUENCING  w

Project Id:

@ START DESIGN

VIEW DESIGNS  VIEW REPORTS ?Help v+ & Shinji v

Customer Email:

el Bl Qesearch:

Legend:
Dual Pool

N Al Ctatan  —

Design Name Amplicon Size Amplicon Count Coverage SEIEGt . Actions

AmpliSeq DNA Nextera Rapid Capture TruSeq Custom Amplicon TruSeq Targeted RNA
Type Design ID Solution ID
Gene (LR [BEILEY L LT R R | 175 1277 Amplicons  99%
Gene NI g [ N2t B | E Ra 175 1190 Amplicons 95%
Gene 4.3 [ - L o 175 1255 Amplicons 96%
Gene o [NELY T L R 175 1161 Amplicons 92%
Gene ng= (§ELE LY [T T R 275 16 Amplicons 99%
Gene 4., Lewra "B R OREL 275 15 Amplicons 94%
Gene o " Taad iP5 == bk R ] 275 15 Amplicons 94%
Gene 1 mad L AR s 275 524 Amplicons 99%
Gene o " ol Ly =i ul Bl 275 414 Amplicons 98%
Gene R Lo, "I W T R T 275 632 Amplicons 98%

| b Copy

' & Transfer

| 04/27/2018 W

. @ Delete 04/24/2018 E
& Download 04/24/2018 W

04/18/2018 W

=] Manifest
03/28/2018 W

Orderable  grch38p2  03/27/2018 m
Orderable  grch38.p2  03/27/2018 W

llumina



@?ﬁ-&] DNA Amplicon
o % llurmina, Inc

BaseSpace DNA Amplicon 7 Z)

Reference GenomelZL\ FZEHAT 5 EMNAIRETT,

. Human, UCSC hgl19

. Human, NCBI GRCh38Decoy
Chicken, Ensembl Galgal4

. Cow, Ensembl UMD3.1

. Dog, Ensembl CanFam3.1
Maize, Ensembl AGPv3

. Mouse, UCSC mm9

. Pig, Ensembl Sscrofal0.2

. Rat, UCSC rn4

Rice, Ensembl IRGSP-1.0
Sheep, Ensembl Oar_v3.1
. Soybean, Ensembl GmO1

llumina



BaseSpace TADDNA Amplicon DEFTEITH %

FATEZ7Z7ITIVS— 3 U EER

SEQUENCE
BaseSpacel HUB v DASHBOARD MY DATA v PREUBLICDATA Q ? [ & shinjiTerakur: ~ llumina

Search Apps n All Cateqories v

All Sequence Hub Applications

% | 16S Metagenomics
' lllumina, Inc

- o %
BWA Enrichment - Cancer Variant Caller — K ChlPSeq CrossMap
lllumina, Inc é Samsung SDS ’ BaseSpace Labs BaseSpace Labs
v G'
a

Amplicon DS Bacterial Analysis ...

GoSeqlt ApS

BWA Aligner

lllumina, Inc BaseSpace Labs

Cufflinks Assembly...

l lllumina, Inc

DeepChek®-HCV
ABLS.A

DeepChek®-HIV

ABLSA

[ SNASEIUOD

DeepChek®-HBV
ABLSA

DNA Amplicon

lllumina, Inc

DESeq2

BaseSpace Labs

DRAGEN Germline ... \ ® E. coli Serotyping
Edico Genome Inc ( % GoSeqlt
. -

BaseSpaceMAPPS & YEITTEH7 T 75—
1> 3> &&RLZFET,
1 AmpliSeq DNAT 1 IE"DNA Amplicon”% .

Elastic Genome Bro...
Strand Life Sciences

2 EDGC Annotator
X EONE-DIAGNOMICS Ge..
=~

AmpliSeq RNAT H 1 [E"RNA Amplicon”% .
BIRL TS,

llumina



BaseSpace DNA Amplicon
INGA—=Z—AN (1)

DNA Amplicon v1.1.0

llumina, Inc.

Configuration

Analysis name: T 74 )L cTF7 T 45— 3>

Analysiz Name © EHAANAYEFTA, EIENZENTHEC L
DNA Amplicon HD200 & HD729 BCTREIERIZER],

Save Results To ©
Select Project Save Results to: @@ fifER#HREIT S5 AT
1805_AmpliSeq_Cancer_HotSpot-v2-Demo 7 I\ E Jgj:R l’ 35 d— o

Biosample(s) &

Select Biosample(s): —

HD200-10ng-E02A-B10: Unknown

HD200-10ng-E02A-B02: Unknown Blosample(s) ﬁg*ﬁ_ %%‘Tﬁ’j— %) _H_ > 70}1/(FASTQ
HD729-10ng-ED2A-C17: Unknown EE?I]) %E*R L/ i T o _Fu-x_ [:384@1$ i -Ggg'??j—

5 ENFIRETY .

HD729-10ng-E02A-DOS: Unknown

b llumina



BaseSpace DNA Amplicon
INGA—Z—AN (2)

bt G Custom Genome (Optional): BaseSpacelZ & 483D 7 NS/ L& f#T
Select Dataset File(s) I BB EIZ,. ERIICUpload L 1=GenomefZ 5l 4R,

Targeted Amplicons: ') X b5 {EMA L -8 & % 1R

Targeted Amplicons © LET., hRFL/ARILIE"Custom Panels”Z:#ER L
AmpliSeq for lllumina Cancer HotSpot Panel w2 (20171207) v TLEE .

Targeted Amplicons ©

LIRS B Custom Manifest File: 71 R 2 L/ SR JL D15
&%, ERIIZT7 v 70— K L1=Manifest% &

Custom Panels (select manifest file below)

Select Panel

AmpliSeq for lllumina Cancer HotSpot Panel v2 (20171207)
AmpliSeq for lllumina Comprehensive Cancer Panel (20171207)
AmpliSeq for lllumina Exome Panel (20171207)

R %

TruSeq Amplicon - Cancer Panel (AFP1)
TruSeq Custom Amplicon Contral Pool 1 (ACP1)

Migmer 'ﬂ TruSeq Custom Amplicon Caontrol Pool 3 (ACP3)
. . s TruSight Myeloid S ing Panel

& BWA Allgner Ampllseqo)%é[i BWA%&*R? Cruustlgm Pa:eeEI(sefgcute:'\cal:iista?:e below)

-

o

O TruSeq Amplicon Aligner

Variant Caller €

_ Variant Caller: % & L TWAZEE(Cx L TER, £EHBRIIOEE

© Germline [X"Germline’IZF T v . BNAE WA HIEZERIL"Somatic’ % :&IRT 5,
® Somatic

Somatic Variant Frequency Threshold (Percentage) © Somatic Variant Frequency Threshold (Percentage): AHREEDEZE. EELE:
N—t o T—CUTOEENZERIZIZVCF I 7 4 JLOFILTERIZ LowVariantFreq®
230 =bEY, DefaultikEIF5. 1~30F TAAFAE

5

Variant Caller Depth Filter €
Variant Call Depth Filter: ZEEEID ) — FDT TRAMEEL Y LIELMEEI(C

7Ly, Defaultl£10. 10~10,000F TA N ATEE

Nlumina’



BaseSpace DNA Amplicon
INGA—Z—AFN (3)

Genotypes of Interest VCF (Optional) ©

Select Dataset File(s)

Indel Realignment © Indel Realignment: ON%:&IRT % &, Hygeak LN 5 A LS FDY—)L T, INDELI
@ On EEIDT 54 A2 FOWEEITD ., INDELOBHEMNEFREIZHE D Z ENBFTES
MDT. ONZEIRT D ERLY,

O Off

Annotation €

® RefSeq Annotation: &£ FDIFBEDH & 73:675“\ 7/ T—< 3 > %RefSeq.
_ Ensemble, ¥ LLEERELLGZVWZRIRNTE S,

2 Ensembl

2 None

Launch Application: /35 A —4 —DREICHEMN G N E R L5,

4 Laxch Aplication D) h £ AR A — kLT,

llumina



Variant Caller® 43— L&

Germline & Somatic Variant Caller(X: 2L \HH 5D T, [&EFFITHEL &£
FEEIE VLA A DAFRMEEZEE(XGermline Variant Caller CIX&H TE 40y,
EHA Y DiHEIZIESomatic Variant CallerZ{E A3 %% &)

Germline Variant Caller

- 20%LLTD/N) 7 2 ME, CallL#iLy, Variant QualityhS20K:#(&, CallLZzLy,

- 20~70%MDIEEDNY T 2 bIAnTOESEELTI—ILT B, T0%DEEFEBAZT-/\Y)
7o MIKREESEELTO—ILT B,

- %% L 1=Variant Call Depth Filter LA~ 0 Depth(Defaultl£10)D ER 4z TldCall L 2 LY,

Somatic Variant Caller
- Somatic Variant Frequency Filter TEXE L =#ERFGDIHEDER - N) TV
~E. VCFZ 7 4 JLOFILTERIZLowVariantFreq® 7 5 ¥ M =5 % 9,

- %% L f=Variant Call Depth Filter LA @ Depth(Defaultl&10)D &4z Tl CallL
A A

-'.‘ EE b3 ILEFEFEDPIsces& LY Variant Callerz FHLNTULVE T,
A llumina


https://github.com/Illumina/Pisces/wiki

BaseSpace DNA Amplicon
THAETIX b+

General Info

Mame DMA Amplicon 96 samples analysis
Application DMA Amplicon | Version: 1.1.0
Date Started Wed, May 2, 2018 3:44 PM
Date Completed Wed, May 2, 2018 4:06 PM
Duration 22 minutes 36 seconds
Compute Charge 15.00 iCredits
Session Type Multi-Node
Node Count 16 Nodes Complete
Size 212 GB

Status Complete

Delivery

Cancer HotSpot v2/\ R JLDIGIRIAZfET T 5 & . 22 min. THEMNITERT L. o X ~E
15 iCredits*& % Y F& L 1=, *1iCredit= 120 (2018&F5ARE)ELHY ET,

BITaX ML, BRHEERET IO - UORELREITEKELTEDY ET,
= SABIRINE. FOREHFHEFTOX MMEIENAY FT,

llumina



Local Run Manager & BI#&r(Z 1B &R ZHT D R4THVAE
BET9Y,

Create Run ona ampLicon

Import Sample Sheet

Module-Specific Settings

Run Name*
‘ TST15-2 Variant Caller* | Somatic - )
Variant Caller Depth Filter* | 10 | o
Run Settings
__“ariant Frequency®
Library Prep | C d ! | 0.09 | ©
Kit* -l
Aligner* | BWA Whole-Genome - 7]
Index Reads*
Genotype of interest WVCF (Optional) « Add a Genotype VCF File

T Import VCF |2

Annotation ® RefSeq Ensembl None (7]

BaseSpace & R#kIZV ) v ViR{ETIRMAEN ZEITRAIEET I,
Local Run ManagerTI&. Indel Realignment®#4 7 3 UNETTEEFHA(ROI8FESHIRTE),

TT AT T IIT ICA
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NAEWST-FHIlRZEEDREICELZ D/ LY

&S

P

EAMRERE., £EHERROEEGLIF7ZFLYARYT/ LIS
FFEELFEEA, COEH, RB/ A XEIVEETIER
MO, Fif-d FHRERZEHEICRET S & IXHEE

T, F-GHHERERZRHIT S-BHICIE, BHTHA
LyPOaWO—7 D ANBETT,

llumina



NAEWSEEHRERDRE ICHELGR DL Y
o

HESHOER - AU 7> b ERELEBEOH.

NAL Y SEBTIEEFHIEE, PValueld/ha < 2% (& YEEEAEMND) |

=1 BEE2HN\Ly JICBIFDHSNPOQR 7

J—-LEnf BREE  ZZI-LOFEE
LI7LYRIEE a—Jb (1%IS5—%") N P B Q 237
ZREL 100 0 1 100 1 0
SNPHEE5% 95 5 1 100 0.004 24
SNPSEE5% 190 10 2 200 0.000046 43
SNPSEE5% 475 25 5 500 1.60 X 100 98
SNP#EEE5% 4750 250 50 5000 3.33x 107 155

Pf& = SNPHYRIZ1E Th ek
QA7 = BIECTHDEE. B VERM

Somatic Varinat Caller(&. ROV VEF)UCEDNT.SNPICETHQRO7ZEHUE T HIA X 3EEBICR T  B8ES5%MSNPICEELTIE. 100xH) (v
PUVT, IS—FHETHITT1 %EREUCIES. QAO7H24, PIEN'0.004E 1D E T (BT DO aEMH4/1000) .

*KOBWEENHOI—/LEEIRT 6/, Somatic Variant CallerTlZ, FRFHNLI o —FEHERLTWVET,

Somatic Variant Caller, illumina Technote: Sequencing Software
https://jp.illumina.com/content/dam/illumina-
marketing/apac/japan/documents/pdf/technote_somatic_variant_caller-j.pdf




N\‘

A ELS T—ﬁsfﬂﬂﬂﬂﬁid)ﬁ BTG HIINL Y

/ 100x AL w 500x hINL v/
0.8.- 0.2-
o164 [ — 5% VAF
0.6 10% VAF
0.144
B 054 0.124
% 0.4 0.11
& 03 0.08
0.2. U'“E'"]
0.04-
Dn.1— Ulnz"
n'_ '-_n \7 ¥ T D"* T 1 _I_‘.l-_ T T T T
0 5 10 15 20 0 10 20 30 40 50 60 70 80
HEINDA2ZEDTELH

100X A/ Ly (A) Tlk. 5% VAFE10% VAFDREIZHAE Y DA —/N—F v THREET 518,
HBENSWICHE-LTWEEREZEVVCTEESETO—IILT A EIEFARETT, Chizxt L., A/ LY
DES00x ULEICEMEE S E (ARILB) | HHENSKICHI-GEWEETELSMEEETI—ILT
HENTAIREE Y FET,

X500LEDANLY STHNIE, 59EBEDEEEZTRICHEET S EMNAEETT,
= Liquid BiopsyZ#¥l & Lz, 1%UTEWVWSFEEICENVEEOEZERZRET AI1C(E., —BHIC
Unique Molecular Identifier (UMNZRAW=Z FUr—a URERENFET,

Somatic Variant Caller, illumina Technote: Sequencing Software
https://jp.illumina.com/content/dam/illumina-
marketing/apac/japan/documents/pdf/technote_somatic_variant_caller-j.pdf




NAKHRERDREICHELGZ DLy D

o EMMEEOLWERETXS00LULED ALYy SEBR=0HIZ. EHTX2,5004H

NLYOEEEFTOU— T URETOIEFHELTLVET,

0~ 7483 —_—

mh

UHLE(ZIE S,

EEHick->T, U—F
DHNLYDIZIFINTDE

ol "ELCLTLESDT., &8
SV —HURTHA

oo EEY - EEE BN D

o =& ZIE, AmpliconEHY1,000DH A2 LSRR IILEBELI-IBE. ALY

2508549 5 A3 —(1,000X2,500)F THDL—T UV RE#TH5EL SIS ‘9‘6

o AAOGHRBEBEENRIVE &E—4 oY —TS5Y I+ —LTIO—4S2R

TEORBBDAAZTADNHY FS,

NAGHIRZREOREZEME LEARZLIRRILOERIE. BODI—5 2R

EFEDIZTO—TORETN., TOHREREZRT, BHEICEL-ANLYDZERET
BE LKLY,

NiNa’




A aFREOE - oY—TFS5y FIF—LTDS U HT-
L) DB (Data Sheet & Y kEr) (1)

% 2: AmpliSeq for lllumina BRCAPanellC#tx N3 )LSF X 3: AmpliSeq for lllumina Cancer Hotspot Panel va2I-#:3

DY—=TFY— ENJAIW=EFV—F5Y—
—. =B SVERbOYIIVE SRR
= 3:?%3; = Seq” 100Y 25 s 16 17857
HHElEE AR MiniSeq> 27 L (PHA) 32 17558
iSeq™ 100V 2 F I 12 17857 MiniSeqv 27 L (ZHif) 96 24K
MiniSeq"YAF L (i) 24 1 78408 MiSeq¥ 27 Ls (v27 =2 hU—Nano) 4 1758
MiniSeqv 251 (BHF) 80 DABSRS MiSeqi A7 L (v24 = A bU—Micro) 16 1 96FE
MiSegq¥AF L (v =X kU—Nano) 3 176504 MiSea>27 L (272 FU—) 60 245E
MiSeq¥ 25 L (v24 =Z ~J—Micro) 12 1 OBSRY MiSeq¥AF L (WVBU=ARU—) 86 3265
MiSea¥RF L (v2r=A KU—) 48 24551
MiSeqy 27 1 (V37 =2 kU—) 80 3085RS & 2: AmpliSeq for lllumina Comprehensive Panel v3IC #1&
ENBDMNWEFI—9—
STEMREATRT I R . R
iSeq™ 10027 s 96 1 7857 =H ?Dﬁgiggﬁfg chi
MiSeq¥RAF L (v2 =X hU—Nano) 32 1785 MiniSeqvZAF L (&EHH) 3 2458
MiSeq¥AF L (v =X rU—Micro) 96 1 9BFE MiSeqyvZF L (V35 =R RU—) 3 32850
RAOBY YT ERILVF T v I A0JkE NextSeq¥ZF L (ditH) 16 pelalic
NextSeq¥ZXF L (FiH#) 48 29Ik

llumina



HAOTHBOBE - oY—TS5y b ITA—LTDS U HI-
Y DEHTHRAS (Data Sheet & Y #REE) (2)

F 2 AmpliSeq for lllumina Comprehensive Cancer Panellc 3% 3: AmpliSeq for lllumina Immune Response PanellC#3%

HERENDIAIWEFY—oy— ENBAIW=EFI— Y-
?ﬂtﬂ&q?li—h (R jﬁgﬂﬂﬂ}m :;; =5 ?U'Jyg;]?ﬁ? 7
NextSeqiZ 7L (BHA) 12 2O MiniSeq" v RF L (FhF) 8 17656
_ _ ) _ MiniSea¥27 L (FitA) 24 24k
i;:u_n;l&;ﬂur Illumina Focus PanellC#REND IV MiSeq" Y251 (v2r=2 FU—) . ABTS
- St b oYY T . MiSeqA5 L (vVBTr=A KU—) 24 3285
(DNAERNADSET NextSeqAF L (FhHH) 96 2B
iSeq” 100251 a8 17058
MiniSeq¥ A7 L (hHA) 18 1785 & 2: AmpliSeq for lllumina Transcriptome Human Gene
MiniSeqv 254 (St 28 yroen Expression PanelTHEEI NS A ILZFOI—5 28—
MiSeq¥ZAF L (V24 =Z kU—Micro) 8 1958 == 5;5%;’ S /B
MiSeq¥ A7 L W2r=ZA MU-) 30 2 AR
MiSeq¥ A7 L W3rEAU-) 48 32 MiniSeq”>A74 (Rt ? 2
N:L‘SSEE E;RFTJLL) S 328
o s LT R A e i)z
Sequencing System Exomes per Run Run Time NextSeq ¥ A7 L (BH7) 40 2905
NextSedSystem (high output) 8 29 hours

lumina



Sequencing Coverage CalculatorD#A7t

» Sequencing Coverage CalculatorZAlL X, hF2 AT /R
WD, Fo—7oY—T539 b ITA—LDO—T o RAGEH%E
BARBDZELHHETY .

Sequencing Coverage Calculator

Thank you for using the lllumina coverage calculator.

The results were calculated based on: Recommended samples per flow cell or lane. Explain the calculations

Application or product:
Genome or region size:
Read length:

Recommended number of
clusters (on target):

Run type
Clusters

Exceeds maximum read length?
Number of units (flow cell or lane)

Samples per unit (flow cell or lane)

AmpliSeq BRCA Panel for lllumina (germline)
0.026 Mbases
150

33,333

iSeq 100

i1 Reagents
4,000,000
per flow cell

Does not exceed maximum (2x300)
0.01 flow cells

96 / flow cell
1Seq 100 i1 Reagents

llumina


http://jp.support.illumina.com/downloads/sequencing_coverage_calculator.html

NAEWST-FIRRZEEDREICKRELG /LY

Q\‘

v

H< EFTRETT .
EHENEL , EREER
/ (1= & Z [£80%) 40%
‘\/ 1S AARIIZ 351 TH
RaED—HIZ%
/ \ ENAof-ETHE
B AEL . EREER
FRILY VETFEINT T 4 (1= & Z1£10%) 5%
> A8 (FFPE)R 5

EBERICES>TR, ThEEFVWINLYPREERSAGLHLE LIERA. T, EREHID
BB;%@%EEE#‘%$‘6560)6~ RITDER. BON-ERFEELFENGTVINZEND
HERLY,

llumina



AHEHRRIITO/N) 7o FMEHRICHELZ DN
Ly

o HRHIRZERSUIEEDREIZIEX2,500BEFTDHNLY DM
WETTHN, £EHMERIIONY T FEBDOFE. X500%
EEFTOINLYIOREELNBELSICO—HTURTHhIE A
Z—_Diﬁéz—ﬂx YZIELEBELK R ==V 5T B EMNAIRET
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BaseSpace DNA AmpliconfZ#T#a R D HER

BNGERICEEN G D ZHELELELD

1805_AmpliSeq_Cancer_HotSpot-v2-Demo

Analysis: DNA Amplic Report’;‘l JTEBIRL.
SummaryZ#ER L TL 2L O 6 & O

File ~ Status ~ Share ~ Move to Trash

SUMMARY REPORTS INPUTY

Summary

L0200 10ng F02A BT AGGREGATE SUMMARY

Report

HD200-10ng-E02A-BO2 Aggregate Summary Metrics| b Export (C5V) ﬁg *ﬁ- L/ T: j— & -C O) @ 1$ 0) ﬁg *J:I- -lj-

Report . S f—
SAMPLE INFORMATION ! 7 U 75\ %E N é ;hr i '3_

HD729-10ng-E02A-DOS
Report
HD729-10ng-E02A-C11 Sample* Sample Name Total PF Reads  Percent Q30 Bases Percent On-target Aligned Reads  Autosome Call Rate
Report

1 HD200-10ng-E02A-B10 592,058 95.46% 97.85% 99.97%

2 HD729-10ng-E02A-DO5 679,966 95.13% 97.85% 99.94%

3 HD729-10ng-E02A-C11 704,438 95.18% 98% 99.93%

RDAZA FhoECEHRT EINETRLET,




BaseSpace DNA Ampliconfi###&5R )i s2
On target Rate, Coverage Depth &Uniformity

Read Level Statistics i

y - N\
sample * Sample Name Total Aligned Reads (R1/R2) — Aligned Reads (R1/R2) A Overall Percent Aligned Reads
1 HD200-10ng-E02A-B10 287,721 /286,054 97.19% / 96.63% 96.91%
2 HD729-10ng-E02A-DOS 329,381 / 327,399 96.58% / 96.3% 96.59%
3 HD729-10ng-E02A-C11 341,089 / 339,486 96.54% / 96.38% 96.61%
4 HD200-10ng-E02A-BO2 223,789/ 222,677 \97.08% J 96.6% ) 96.54%
N >
Show entries Percent Aligned Reads (R1/R2): On Target Rate& L EHhN DX A TIZH

‘ UFEd, EBHEEBIZCT 54 A2 fENf-ReadDEEG*FRLET, *Base
Tld% < Read THEFZRL =5 K LY

COVERAGE SUMMARY
Sample 4 Sample Name ﬂmpllcon Mean Coverage Depth \ ( Uniformity of coverage (Pct > 0.2"mean) \
1 HD200-10ng-E02A-B10 2712.3 99.52
2 HD729-10ng-ED02A-DOS 31046 100
3 HD729-10ng-E02A-C11 32122 100
4 HD200-10ng-E02A-B02 Q109.1 j \ 100 )

Uniformity of Coverage (Pct > 0.2*mean): 15

1 Amplicon Mean Coverage Depth: h/\Ly OF TR
B DEHEZRLTUVET,, KHRBEZEEDS VAN
Ly ST TRANRMBETT,

HNNLY ST TRAOXO02LUEDT TATEDOLN
T35, ZMEBEDEIEZRLTLETY,




BaseSpace DNA Ampliconf##i#& R D2
On target Rate, Coverage Depth & Uniformity

COVERAGE SUMMARY 1

Amplicon Mean Coverage Uniformity of Coverage (Pct > 0.2"mean)

3078.7 95.65

Coverage by Amplicon Region i

[¥] Export (C5V)
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ll;i 1o Reglon: CHP2_FGFR3 2.1
Q
(&} y = y
Coverage: 295 ARRY I\[‘jj—y)b%é*)ﬁ%)&s 7D7I):>%

EHNLYSHRTRENET, /ALy SHENE,

HEDENMAERERDBRHNEERGZWNEELNH Y

x99,
S50DNFEEDRMBEEDHEE I+ 1 X500LL LD

— jJ/ﬁl/J/?f)\'TEfB?I’L'CL\éﬁ\ﬁEE L/gsl./cj:jo

llumina



AZATIINRILBERDARY Y

37

On Target Ratio (%)/

Uniformity of

(e 2 n
INF B Percent Aligned Reads e (R
0.2*mean)
BRCA Panel >80% >95%
Cancer Hotspot Panel ~80% ~9504
v2

Focus Panel >80% >95%
Comprehensive ~85% ~950%

Panel v3
Comprehensive ~90% ~90%

Cancer Panel

Exome Panel >80% >90%
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BaseSpace DNA Ampliconf&#rs R D EER
On target Rate, Coverage Depth & Uniformity
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@ O

New EmA_ET. File>Download >

- AnalysisE EL & RTFaRI 7ML
, (BAMZ7 74 )L, VCF7 7/ ILEED)

E—fE5 20— KT 51 LA

Upload > —G -d_ o

ned Rez isome Call Rate

7%

Download Analyses

BaseSpace Sequence Hub Downloader
ANALYSIS NAME

DNA Amplicon 05/02/201

Avg speed: 0.00 MB/s

@ Install the BaseSpacq

download files. It's a g 1ime remaining: Calculating... §§b§aFﬁ ‘: k % < 73: é : t % % é

and provides fast andd pata downloaded: Calculating...

> >
>
Status: 0.00% done, Total: 160 Completed: 0 0) 2 S . %% 0) 9 I 7 / D 9

Select the file types to b B 1;i??;.A::gpri!figéc?:nii:;chi,«es;aﬁ M8, TransferRate: 0.00 MB/s (B aS e S p ace S e q u e n Ce H u b
o e DownloadenzFALNTH# o vA— k%

O BAM %'Ifﬁ Lz i -g_ o
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1805_AmpliSeq_Cancer_HotSpot-v2-Demo

Analysis: DNA Amplicon 05/02/2018 2:25:52

SUMMARY REPORTS INPUTS e

Files

EEEEEEEEE)EU

NAME

.basespace

HD729-10ng-E02A-DO5_S4.annotations json.gz
HD729-10ng-E02A-D05_S4.bam
HD729-10ng-E02A-D05_S4.bam.bai
HD729-10ng-E02A-DO5_S4.baseCoverage.csv
HD729-10ng-E02A-DO5_S4.coverage.csv
HD729-10ng-E02A-DO5_S4.coverage.plot.csv
HD729-10ng-E02A-DO5_S4.genome.vef.gz
HD729-10ng-E02A-DOS5_S4.genome.vcf.gz.tbi
HD729-10ng-E02A-DO5_S4.report.html
HD729-10ng-E02A-DOS_S4.report.pdf

HD729-10ng-E02A-DO5_54.summary.csv

=

Bc2DI7274)LEXH 00— FKAIRETY,

O ©

File v Status ~

ELFEDFILEDZ O, E<DHEA

SN 7A4ILDEERESLH > O—
KI5 2 L HA[EETT,

gz 81.67KB
bam 20.32 MB
bai 1.49 MB

(:11) 12.02 KB

HAOT7 74 ILAKRTSh, VCFO 7 &
ANWGBERLEBELRI7AILETDTY K

“~ - > A 3 _g_ 10 KB

-~ I:I I\ :EJ E.I- He —C o) -
himl 82717 KB
pdf 709.37 KB
CSWV 2.83 KB
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Varnants ' ‘ Annotated variants
: ',"'“G”n.r;
AGGTTY
ATGCT

—_ —————————

Annotate Interpret Report
o SESTFELTER—RZANVWTERGIREZRHT S

o EMENICEELZER - NUTFVILERET S

o ERELKR—FDEHIL

llumina

For Research Use Only. Not for use in diagnostic procedures.
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HEAKRMIZ, VCFfilelZlX, SHREMNEREL DY/ LUE EEREBHRDEEHDH
(AILEFTDEHRY 7 IO DOAMDERHIZKH LT/ T—2avEERBLET)

#CHROM POS ID REF ALT QUAL FILTER INFO FORMAT
Chr2 48030639 . A C 94.00 PASS DP=12703 GT:GQ:VF:NL:SB 0/1:94:0.0322:20:-40.7136:

(7 /T— 3 DOE]

vV BN BEDREREMEE T

v ANBERIZEITAT7YIVEE

vV EEROHAAUKHBERT—4 RXA—X(ClinVart>COSMIC) & M LL
v v ERREER T — 2 DI1EER (Variant Interpreter® &)

(D45 1)2T)
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VariantStudio & Variant Interpreter D #A4t

VariantStudio

VariantStudio™

HERHRDWindows PC

& v BEAOYILYITEMANTRESHY
& L. 2RAEELIERCE,

v A=y MERIIFE,

2

S vV FoAR—ZARFOLOEFESHL

O v' Variant Interpreter CEE TZ %. RKRHR
BRT—2DEMAEETETEL,

Variant Interpreter

VARIANT
INTERPRETER

227 PRI

v I3 EBELTECTLERBEMNARE,
v BRKERT -2 DEHIEETE S,

v RS TIRE L TLNBA, RIS E
DFE.
v SBEEELOTHET Z0OFEE,
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VariantStudio T 7/ T—a v &4y VY5

) Illumina VariantStudio 3.0 — (o ][ x
Home Annotation & Classification Reports Help &3 @
i M E 2T 1 == — LI TP
)
= o 4 ~
— «
New [§cee Swe swess | ot ad  COSMIC Databasel= B8 MD & 2 ERA DY A
Project
=[] only variants with Cosmic annotation
Filters L= o
— . where matches mutant allele ‘ : 0 S M I ‘ :
Variant « 1 =] where not matches mutant allele Catalogue of somatic mutations in cancer
Gene ) K j)
7
Consequence v
b Al
Population Frequency w N o 1/ < s
2N EOBRENDEE EFARNEETORY AH
Cross Sample Subtraction v
. Thousand Genomes
} [] Show enly varants that are:
Family Based i [l Global Frequency < | 5.00 5 %
" ji 5.00 = %
Custom w Mizzense |:| American Pop Freguency < =
. [] E. Asian Pop Frequency < | 5.00 5 2
Classification v Paolyphen “"damaging” :
[ s. Asian Pop Frequency < | 5.00 % 2%
" 0 "
SIFT "deleterious []  African Pop Frequency < | 5.00 5 2%
7 'f )1/9 l} :/7“ . [ European Pop Frequency < | 5.00 2 2
Frameshift
Stop gained EXAC
Global Frequency < | 5.005 %
Stop lost O e =
[] American Pop Frequency < | 5.00 5 %
Initiztor codon [C] E. Asian Pop Frequency < | 5.00 5 2%
Inframe insertion [C] . Asian Pop Frequency < | 5.00 % %
e L e 4 . [[]  African Pop Frequency < | 5.00 % %
- Inframe deletion i . == |
e e . [T] Eur {Fin) Pop Frequency < | 5.00 %
Splice [T] Eur (NF) Pop Frequency < | 5.00 % % —
[ Etar Hictare |
Filter History
Sample: HD200-repl-001_54 Genes Variants: (40, 110) -= I}

T T T T T T T T T g e

llumina



VariantStudioCTOF7 / 7—> 3> &4 03UV T

) Tllumina VariantStudio 3.0 = =2 [ x
Home Annotation & Classification Reports Help & @
[= Open H . Q Q I‘_* Current Sample: HD701-ep1 5... = |—k\] ﬂ\ ] Select Al “A Smaller | S2VEAS Defadt
Current: - - E Save @ Copy Apply Default
New 4 Close Save As | Import AddVariants Import [ yview All Samples Remove Manage A Larger
hd VCF to Sample  Folder " Sample Favarites [] column order Restol
Praoject Samples Filter Favarites Table Options Layout
ﬁters )\ Gene View o
General v
Variant b
’ - " B = R ’ " Inherited | Alt Variant | Read |AltRead Allelic Custom
Gene Variant Chr | Coordinate Classification Type Genotype | Exonic | Filters Quality GO From Freg Depth | Depth | Depths | Annotmtion
L Y
ce
MPL G>GfT 43815030 RLERE- 4\ het yes LowW... 100 100 £ 9785 193 | 9580,...
Fute SITNEERL TR MPL G>G(T 43315050 w5V het yes  LowV... b1 13 9748 128 9608,...
SampSubtr NRAS AG>AG/A 115256618 e deletion het yes  PASS 49 12.5 43 6 42,6
i MRAS G>GfA 115256621 LEER- 4\ het no LowGQ 25 8.3 43 4444
Family Ba:

NRAS G>G/A
Custom hd NRAS G=GfT
NRAS G>G/A

28
49
25
115256622 LLERE-3 1) het no LowGQ 25
115256622 W m? . Lowcg EHU 20 6.7 45 3 33,3
—— . 115258623 & i) 1_\1 - E;l éﬁi 20.5 44 9 359
209113192 -y it Ves  LowV... 0 46 33984 1549 32430...
g

8.9 45 4 38,4

IDH1 G=G/A
\ ERBE4 TAAAAA=... 212578379 het N Yo R& 5.9 19167 1140 18027...

1

1

1

1

1

1

1

2

2 100
EREBE4 TAAAA=T... 2 212578379 ,!‘ / T’! — ~ Vi E sj 49.2) 19203 9447 | 97355,...
EREE4 TAAA=TA... 2 212578379 letion het yes 100

2

2

3

3

3

3

28.4 19299 5475 13824...
EREB4 TAA=TAAST 212578379 + deletion het yes R3 100 100 7.6 19369 1474 17895...
212578379 === deletion het yes LowW... 84 84 1.4/ 193385 280 19105...
10183870 gAY het yes LowV... 100 100 2 7947 162 7783,...
VHL C=CfT 10191438 RLERE- 4\ het yes LowW... 100 100 2.1 35571 743 34821...
CTNMNEL C>Cfa 41266101 LEER- 4\ het yes PASS 100 100 365.7 16045 5885 10156...

Apply Filters == CTMMEL CCIT=CLC... 41266133 === deletion het VES PASS 100 100 8.8 15983 1406 | 14582...
M4 4 VariantOof 134 » o b
Clear Filters [¥] Show Populztion Frequendes  [J] Show Transcript Info ] Show Custom Annotations  [F] Show Clinvar 7] Show Cosmic

Variants | Genes | No-Call Regions

ERBE4 TASTA[T
VHL ASAT

[=rarrra—|
Filter History

Sample: HD701-repl_S5.genome.vcl Genes,Variants: (39, 134) -> (39, 134)
_ﬂ P | T T T T — T | — S—— e | ] r—mr — 1 mT_—TIT [ [ —, T [ —— ——
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VariantStudioZ AW =AARHBRERD 74 )L
21) 245 0H
cd—J)LENF=N\NYT DS, MEMNMEWNWNNYT U+

Quality Filter SREET,

- HBHRELL—2 3 VISHENT, BEN1%LETRE
EhTWBAYTY FEREET,

Population Frequency Filter

KRR ERDEEMNMEVNNY T FEREFT . HED

Allelec Frequgncy Filter ELAY 7S R, BRSNS Y £,

c NADEKMELER T — 2 R— X THSHCOSMICIZZEED

COSMIC annotation Filter [y e e S ap eyt

CEREVR - FUERBVARAERPE VANV EDHETAIC
BOAAEITVET,

« Bk % 5 #8f8 (WFRE) TCOSMICTHENHHH T,
WRIAHZITVET,

Primary Site = Histolo

BERAOYV IO T7ERAWVTY ) v T, B

BIZERDORYAAHREEITO CEMNAIRETT, llumina
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Variant Interpreter TOF7 / T—a> &I 1R Y

>

SNV / INDELS

Y APPLY VARIANT FILTERS ar Select Saved Filter -~

[F] WVARIANT

-

chr1:115256530 NRAS

rs121913254
REF: G
ALT:T

ucsc

View in IGV
COsMIC

Variant Details

Missense

NM_002524.4
c.181C>A
p.(GIn61Lys)
Exon: 3

In Silico Predictions

Showing 131 of 131 variants.

:‘I ASSOCIATIONS

POPULATION

Cases MyKB BSKN

Predictive
Moal. Class
Prognostic v

Clinical Trials

ON

v

v

v

| FREQ I METRICS I
Filters PASS
Variant Read ...  0.1026
Alt Allele Depth 1382
Total Read D... 13466
GOX 100
Quality Score 100

CUSTOM

ANNOTATIONS INTERPRETATION

-

CASE INTERPRETATION

N T2 D
2.0V,
Curated
Contents

OMIM

~D')
2

TE-N)T Y
;k & Ensemble~
DYy

Associations

MyKB: My
Knowledge Base
network
BSKN: BaseSpace
Knowledge Network

Metrics

EE-N)F7Ub
D B 7 (Depth
. QUALITY)

For Research Use Only. Not for use in diagnostic procedures.
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Variant Interpreter CTOFP7 / T—a>v&ET 1A Y
P2

SNV [ INDELS ‘ -

Y APPLY VARIANT FILTERS [N R ey T Showing 124 of 124 variants.
POPULATION

[¥] VARIANT GENE CONSEQUENCE © ASSOCIATIONS © FREQ METRICS CUSTOM ANNOTATIONS INTERPRETATION

a

¥ chri:115256530 NRAS Missense Cases MyKE BSKN Filters PASS

CASE INTERPRETATION
6ot P (@no1Lye) — Veriant Read Fr.__ 00991

sl B Predictive (10)

Y [F] VARIANT GENE CONSEQUENCE ©  AssoClA GENOME VALIDATION  SUBMITTED  LAST
- TYPE BUILD PHENOTYPE DRUG DIRECTION LEVEL BY UPDATED STATUS
chr1:115256530 NRAS Missense
L | ; icti Predictive =~ GRCh37 Malignant Vemurafenib Reduced Case Reports  llluminalnc.  Aug 25 Enabled
rs121913254 - Predictive 3
L4 RSEF- G ENSTO0000369535.4 . melanoma Response 2016
: c181C=A Mol. Clas!
ALT-T p.(GInG1Lys) —
il ucsc Exon:3 ~I Details Evidence
Clinical Ti
’ WView in IGV )
COSMIC Phenotype/s Malignant mel... Publication (3)
o Variant Details Drugs Tested Vemurafenib Publication PMID: 22395615
- Mechanism Nene specified Support Type Mot Selected
Validation Level Casze Reports Evidence Strength Mot Selected
9* tB IJ \J X /\ @ I) . Cenfidence Not Available Publication Type Experimental Data
= -~ c N Direction Reduced Resp_ Publication Id 22395615
=N I ~ I t\\ —_ N Gene NRAS Evidence Summary In an in vitro study, a M249 R4 cell line expressing BRAF VE0OE (a
A H:H / . J / Transcri NM_002524.4 known sensitizing mutation to vemurafenib) and NRAS Q61K co-
pt - mutations demonstrated acquired resistance to vemurafenib

- 2 E ,-._ -—t %ﬁ Exon 37 treatment. Resistance was determined by assessing cell survival.
Y1) — &L o -ERREE

DLE:H

é :
Explore Interpretation Tools

NUCLEOTIDE (4) AMINO ACID (0) CODON (0) EXON (0) GENE (21) B pred lcuve [1 0}
B BaseSpace Knowledge Network (21) TYPE

S lliumina (21) H Predictive
B Predictive (2) @ )

49 |
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VariantStudio & Variant Interpreter
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BaseSpace Variant Interpreter (Beta!) . — &IXLC& [4 1L

= +iSchool #&%])

N—3 207w TLETAY by FRRVariantStudio v3.0ER
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