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TruSight Tumor 15
Y TNDERBRFEFTHDT—o70—)1—3>

FFPE Library : _

HBonESY FFPEIZ&#E 1k MiSeq V3 MSR /
BaseSpace
HHE-DNAEED  TILFILYIR mBIEEH—Y
HRTGTE PCR DRINGA—H— BEE DL R—F
S1475')—QC Variant Studio

4TS —BRBETTE F—2L V) 21— 3> DREEHASATREIC
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+ CAP (College of American Pathologists : > EE& K%
BEHS) BEREHERORESER CHAER

TruSight Tumor 15 #RREBEEFUAL s o

DAt —TREESNEA4 F54 URERB

U N DS (AP A S

() Gene content: £#RAAKS4> (NCCN, CAP), AE=F ) —4 — HELEDERF(ICTH>TGERE
Y Relevance: REAAMBETEBINDAZEDZNEEFENFREL-AEN
D Focused: W& EEFRKST-BIT TRIANOT —FIMFETEIRIZEIZEIR

Gene

Associated Cancers

Target

AKT1

Breast

E17K

BRAF

Melanoma*, *Lung

VK600E/K/R/M

EGFR

Lung*

Exon 19, 20, 21(L858R), G719A/X, S7681, T790M, L861Q

ERBB2

Breast, Lung

A775_G776insYVMA

FOXL2

Ovary

GNA11l

Melanoma

C134W

GNAQ

Melanoma

Q209L

Q209L

KIT

Gastric, Melanoma*

KRAS

* Gastric, Lung*

Exons 8, 9, 10, 11, 13, 14, 17, 18

MET

Lung*, , Gastric

Codons 12, 13, 59, 61, 117, 146

NRAS

*

Focal Amplification

PDGFRA

Gastric, Melanoma

Codons 12, 13, 59, 61, 117, 146

Exons 12, 14, 18

PIK3CA

Lung, Breast, Prostate

Exons 9, 20

RET

Lung*

TPS53

Lung, Melanoma, Ovary,

MO18T

Full CDS

lumina
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TruSight Tumor 15
HiatE

Option #1 (MiSeqa—H¥—M )
TruSight Tumor 15 /A2 KJL

H42045 &S OP-101-1001
E{fi 749,000M

1 Library Prep (24427 JL53)
& 3 MiSeq v3 600 Cycle Kits (3% k)

SATS)—REE—H R EHET31,209H
I 2T

Total “All-In” = 9> JLEL(f 31,209

Option #2 (2 E1—Y—MR 1)
TruSight Tumor 15 S475) —RMDH

H420%5 &S OP-101-1002
E{ffi 450,000

1 Library Prep (245> 7L %)

SAISU—HROHT
18,750 / 4> 7L

lumina



TruSight Tumor 15
HG A

PEAUT YR (20 ng) M5,
- 5% LEDIEED/INYTURE.,
SIRIARBFICRY)—=2

DA

54T S — TR

>
~
BELTVWD/INU TS bORERRE

DETAIL
DNA-T>Tw & | 20ng
J RIS A
(ErsEEeE) | A4kb
7>y 94X
(x PHTH—DA XESFEFER) | 10175 bp

~250 7>JU3>

7 B3R, 3.5 B\ XA A I
27 B5f8 (MiSeq. MiniSeq X5 /\)
151 X 2 bp

8RR Z1S /"C‘ﬁﬂ‘ﬁ] (MiSeq v3iHZE)

5% i_C‘]

> 97% DIBEN > 500X TZ—T 2 A=NdDL

Hlumina
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TruSight Tumor 15

SA4T75—ET—o70—

Amplify and Tag Targets
Hands-on: 30 minutes

Total: 3 hours 20 minutes
Reagents: TPA, TPB, TTE, TTM

Index Targets

Hands-on: 15 minutes

Total: 2 hours 5 minutes
Reagents: Index Adapters, TAM

Clean Up Libraries

Hands-on: 15 minutes

Total: 35 minutes

Reagents: Fresh 80% EtOH, RSB, SPB

Check Libraries
Hands-on: 50 minutes
Total: 1 hour 5 minutes
Reagents: RSB

Prepare Libraries for Sequencing
Hands-on: 10 minutes

Total: 15 minutes

Reagents: RSB

@ Pre-PCR @ Post-PCR

SRTw T GBS

OREp4ER I T BT ILFTL Yy APCR
(~3F¥ M)

@QPCRTT7ARTR—EA T YO RN (~185R8)
QUHSRE—XTHEE (~ 305 1H)
@DZ4TZ)—DEEF VY (~ 305 1H)

& —r o ZAD#ElE (~ 305 )

lumina



0. 1> 7YDNADZEEE

> FFPEWMRADISE (I#HET Y TDNAZHH
GAHEIIXRILT7—E ) —KEEIH D)

» AllIPrep DNA/RNA FFPE Kit (QIAGEN)
 QlAamp DSP DNA FFPE Tissue Kit (QIAGEN)
» ReliaPrep FFPE gDNA Miniprep System (Promega)

FFPERR D # i

/O LTOEYE. 2140 mm2 2R (FEAS/—< i)
[EEEZE30% LU LEEL L

DNADEE L HE(E

HH % ODNAEEZ — S HEDNAY R E S E 2% (AccuClear, Qubit, Picogreen’i &) CHRITE
2ng/ULU L DRENERTESCE *RERBEXILT—ETV—KTITS
{AFE10 pIA L (2ng/uITL0 pl, 5120 ngll L) Z 4 f%

10

llumina



TruSight Tumor 15
VIFILvIXPCR

Forward tag
. Forward primer

A gDNA

Reverse primer \
Targeting / Ampilification Reverse tag
i5 adapter \ l
i5 index

i7 index N\
Indexing / Amplification i7 adapter

Paired-End Sequencing

Read 2 Sequencing Primer

Read 2 Sequencing Primer

* T547—  BRIEETTYMNIEHE

Hlumina



Amplify and Tag Targets

Hands-on: 30 minutes

1. Amplify and tag targets

| Reagents: TPA, TPB, TTE, TTM
DIZRFEEIZT T BTILFTIL YU APCR (~3RR)

Target Amplification & Tagging

Tag Forward Gene-Specific Primer

| gDNA

Reverse Gene-Specific Primer \_Tag

Hlumina




TruSight Tumor 15
VILFILvIXPCR

TPA: 1357 )oY

Forward tag
. Forward primer
Reverse primer N\
Targeting / Amplification Reverse tag
i5 adapter N\ l
i5 index

i7index "\
Indexing / Amplification i7 adapter

TPB:1187>J)ay

Forward tag
“\, Forward primer

I =i
Reverse primer ™\
Targeting / Amplification Reverse tag
i5 adapter l
\_i5 index

i7index N
Indexing / Amplification i7 adapter

gDNA

Paired-End Sequencing

|

| |
3 3
r col
|

19T INICDE2SA4TS5)—%4EH: Pool A & Pool B
(ERT—3mI—oon0—hEREHE)

Paired-End Sequencing

|

Read 2 Sequencing Primer Read 2 Sequencing Primer

Read 2 Sequencing Primer Read 2 Sequencing Primer

S llumina




1. Amplify and tag targets

Total: 3 hours 20 minutes
Reagents: TPA, TPB, TTE, TTM

? Amplify and Tag Targets
Hands-on: 30 minutes

| Mix A — — - ]
[ Mix B — - e —— — ]
. * Mix AEBTIBIEEIE T 245
RSB T 5B « Mix A, BETIS Bt T
foEsOEEEEH/N—

2EBEDTS147— (Mix A, B&LUMix B)T

RELREFZEIE0E

FIASEFEBoOx 1):

 TruSight Tumor Targeting Mix (TTM) : PCR/\wJ7—
 TruSight Tumor Targeting Enzyme (TTE) :EE%

« TruSight Tumor Primer Mix A (TPA) : 754 —3v9 XA
« TruSight Tumor Primer Mix B (TPB) : 754~Y—3v/-XB

Hlumina



1. Amplify and tag targets

PIsEE D!
=TI AIS—DRERENEFRLEDT, A—F—HAFIZHR>TEHRET D
BEMABLIVENZYVEIVEELLRE (FTERFRE ~ 36FMHE)

M Amplify and Tag Targets

¥ Hands-on: 30 minutes

Total: 3 hours 20 minutes

Reagents: TPA, TPB, TTE, TTM

The TST15 PCR1 program requires specific ramp rate settings. See Thermal Cyclers on
page 26.

Choose the preheated lid option and set to 102°C

98°C for 3 minutes

16 cycles of:
96°C tor 45 seconds
70°C for 1 minute
54°C for 3 minutes
72°C tor 15 seconds

72°C for 5 minutes

Hold at 10°C

15

Down:

70°C for 1 min -> 54°C for 3 min

Up:

54°C for 3 min -> 72°C for 15 seconds

Thermal Cyder

Bio-Rad C1000 Thermal Cyder

Bio-Rad S1000 Thermal Cycler

Applied Biosystems Gene Amp PCR
System 9700

Applied Biosystems Veriti Thermal
Cyder

Eppendorf Mastercyder ep Gradient

Eppendorf Mastercyder ep Gradient-5

TST PCR1

Estimated Run
Time

3:08:02

3:51:52

2:55:00

3:06:00

3:14:00

2:50:00

TST PCR1

54°C and 72°C Cyde Steps

Ramp Rate*
Down
Up
Down
Up
Down
Up
Down
Up
Down
Up
Down
Up

0.1°C/s
0.1°C/s
0.1°C/s
0.1°C/s
7%

7%
4.2%
4.0%
6%

4%

2%

2%

lumina




Index Targets

Hands-on: 15 minutes

2. Index Targets Reagents, niox Adeprars, TAM

@Q@PCRTT7HR T A=A T YO R (1K)

IS5 Adapter Target Indexing
i5 Index
i7 Index
l i7 Aclapter

Paired-End Sequencing

Hlumina



Index Targets

Hands-on: 15 minutes
Total: 2 hours 5 minutes
2 " I n d eX Targ etS Heagents: Index Adapters, TAM

EIEL-PCREMIZAILIF>—42H—H
DT TE2—%N

FERREAEE S PCREWYIZREZEEMN
ERAY b

FETR—IZIF YT ILRR D= D/ \—
-k (AU TYIR)bEENSD

FIFASEE (Box 2:-20°C, —BEXZL\FA)

Tumor Amplification Mix (TAM) : PCRY XA2—3v49 X
Index 1 (i7) +4 Lo oFvyT (AVTIYIRTZA4I— ()
Index 2 (i5) +EEF vy T AOTYIRTS5A4I— (EH)

Save the following program as TST15 PCR2 on a thermal cycler with a heated lid.

|32 » Choose the preheated lid option and set to 102°C

(E]LE{%) Ny Y * 98°C for 30 seconds

TruSeq Index Plate Fixture * 17 cycles of -
CorcChrnons | AERAHGESEODT, B
— 60°C for 30 seconds Al N —
— 72°C for 45 seconds F8YPCRZE X

*  72°C for 5 minutes
¢+ Hold at 10°C

Hlumina



Clean Up Libraries
Hands-on: 15 minutes

3. Clean Up Libraries Total: 35 minutes

Reagents: Fresh 80% EtOH, ASE, SPB

QMR E—XTHEH (~ 304 H)

Paired-End Sequencing

Hlumina



Clean Up Libraries

Hands-on: 15 minutes

Total: 35 minutes

Reagents: Fresh 80% EtOH, RSB, SPB

3. Clean Up Libraries

> RIGBBEPDIAELGDFZRE
> S473)—DFHELR

\
T Reverse Gene-Specific Primer "\ Tag \
agd N\ Forward Gene-Specific Primer

| KRREHF. BEUBESR
i7 Index N -
Ar:?ztliL i7 Adapter ﬁ#% ° E%?

« T35 —
- $5TIDNA

N\ /

Atmptcr\
i5 Index

v

Qﬂdex 705,{7_@47_

i7 Adapter

(
.

Paired-End Sequencing

Sl RS TS— [E14R

Hlumina




Check Libraries

4. Check libraries Lottt uclen

Reagents: RSB

Amplify and Tag Targets
Hands-on: 30 minutes
Total: 3 hours 20 minutes

Safe Stopping Point Reagents: TPA, TPB, TTE, TTM

Optional Cvernight Incubation
Index Targets
Hands-on: 15 minutes

Total: 2 hours 5 minutes
Reagents: Index Adapters. TAM

Safe Stopping Point
Clean Up Libraries
Hands-on: 15 minutes
Total: 35 minutes
Reagems: Fresh 80% EtOH, RSB, SPB

Safe Stopping Point
Check Libraries

Hands-on: 50 minutes @5/{7‘5 )—DREFvY (~ SOﬁJ\FEﬁ)
Total: 1 hour 5 minutes
Reagents: RSB

Safe Stopping Point

Prepare Libraries for Sequencing
Hands-on: 10 minutes

Total: 15 minutes

Reagents: RSB

@ Pe-PCR @ Post-PCR

Hlumina




4. Check libraries
> EMEIEE ES/4TS—BELREND2IELE

o Check Libraries
Hands-on: 50 minutes
il: 1 ho nutas

R rjle g &

C D

C HEBEINTESA TS U—EE (20 nglul)

21

ZEHZ TLDH
—EHHDNAICHEMEDSD DHILTES]
(AccuClear. Qubit, Picogreen’a&)
THRITE

Mix A, B3E(C20 ngiulZi X NITE#EZ
o) fc

s A XET—FT+4 T70 NERBOBE
« BEY X (~350-bp) TSI SU—H1E5
nrem
« TS5AY—5 4~ — (~150bp)HYiEF] (CAZEk =
NTULVRLD

[FU]
150 I

100 “ ol ‘
50 \

Y,
0

/
p—— e

|||V“.‘|‘”| I I I | |2 |
15 100 200 300 500 850 [bp]

lumina



4. Check libraries

—H U RA[REE AN,

Eixst
70547— EEEE"]E DNASA —
BAR—0#H | 5475)— 77

™ A

SATS5)—IEH20 ng/pZETFTE-1=514T35)—I%
= ARRICLEWNCEZED S,

= URERETHERII. TETI—FAI—DHTHENEEFEREL

THHEN
[Fu]
150 '
100 o
50 “ J ‘ ‘ _ _ .
0 ks N e A: Targeted Amplicons B: Primer dimer
mrr 1l | | | I -

15 100 200 300 500 850 [bp]

22 llumina



o Prepare Libraries for Sequencing
Hands-on: 10 minutes

Total: 15 minutes

Reagents: ASB

5. Prepare Libraries for Sequencing

Amplify and Tag Targets
Hands-on: 30 minutes
Total: 3 hours 20 minutes
DAL Reagents: TPA, TPB, TTE, TTM
Safe Stopping Point

{ 1 IncuoDat

Index Targets
Hands-on: 15 minutes
Total: 2 hours 5 minutes
Reagents: Index Adapters, TAM
Safe Stopping Point
Clean Up Libraries
Hands-on: 15 minutes
Total: 35 minutes
Reagents: Fresh 80% EtOH, RSB, SPB

Safe Stopping Point

Check Libraries
Hands-on: 50 minutes
Total: 1 hour 5 minutes
Reagents: RSB

Safe Stopping Point

P Libraries for S ' s . 3

b eedrpc ol B —7 U XD %R (~ 307 )
Total: 15 minutes

Reagents: RSB

/ N
/ \
‘ @® Pre-PCR @ Post-PCR

A /"

Hlumina




Prepare Libraries for Sequencing
Hands-on: 10 minutes

Total: 15 minutes

Reagents: RSB

5. Prepare Libraries for Sequencing

> WESAT3)—DREEZEZ— 5ng/ullZFHR
> SA4T3)—REHA100 ngEKFEDHZEILTL—k (NLPTL—h),
100 ng/ulZ B Z =15 & 131.5 mFa—T (NLPF1—7) TOFREHLE

PLPTL—Fk NLPZL—Fk

000000000000 _ 000000000000

000000000555 mmb 650000000060

<JEE100 ng/ul k> 000000000000 - 000000000000
L ' 000000000000 000000000000
000000000000 000000000000

000000000000 000000000000

000000000000 000000000000

PLPZL—Fk

"u-\M/J‘J\AY GATAAL TG 4
QALY \w‘*’rr‘atr,w TTAAGAL

S AL

Hlumina

w:.{ VM’ x -w
M_‘_Jr TAAG AL




o Pre |J I yraries for Sequencing
mi nes

NS .':_\.;;,

5. Prepare Libraries for Sequencing

> WESAT3)—DREEZEZ—E 5ng/ullZFHR
> 5475')—:3‘:(:13)\?0)/;[&’1,(\, ’.)—C* ﬂE

1. #ERK Clvi=CoV2 [ZBRHEFAALTV2OHIEZETE

Cl: SA473)—E=E

V1: FRICFATHS54T3)—AKE — 8 UITERE
C2: HREDZATI)—RE — 5ng/ uITEE

V2: FEIREDSA4T ) —IKTE

2.(V2-8 ) Z5tHET5H > FRICBELGN\YI7T—EDRTEDLY

3. (V2-8ul)DFERN\YI7—EHMADTL—r HAWNEFa1—TIIHE

4. 54T3)—8 WEeFHRN\vI7—LEE

Ex. E2{E 50ng/ulDSAT3)—DIHE:

1. C1V1 = C2V2%&teE
50x8=5xV2 = V2=280l

2.(V2-8yl) 25tE
80 ul =8 ul =72l

3.2 UDFERN\YIT7—EHRADTL—MHiE
4. 4T3 =8 uEHF/N\vI7—LEE

25 | _ | llumina



5. Prepare Libraries for Sequencing

S14I7SU—BE%Z— 5 ng/ullCFA%E

S—OIRAFEDSATSU—&E—@B4u9D
PNLF1—TJICAND

PNLF1—TJ DHEI uiZDNLF1—T(CE L.

RSB/I\Y J7— 41 nl&BS

RT3 —I > AREDFIBFIRAICHD THIR - £

GTATCATTAAGATTACTTGATCCACTGAT TCAACT TALL
TAAGY

TAACGAACGTATCAATTOAGACTAATATTAAD
AT G
CN 3

TALCGTA
A L s

TOAM

Prepare Libraries for Sequencing
Hands-on: 10 minutes
Total: 15 minutes

Reagents: RSB

R
000000000000 NLPTL—k
000000000000 (5 /|
000000000000 S4IS—CEl=SMhTINS
000000000000 ~ |~ 77 =<7 )
000000000000

PNLFa1—7

= Gngul, 3A4T3—T—)L)

a DNLF21—7
= [0.9ng/ul (~4 nM) . AT Z)—T—)L]

¢ SGARL
3 WY
SATAACANGCT

Hlumina




TruSight Tumor 15

27

ATvT

FFPERR A DR

DNA®D i H & #E{F

5475 — RN

—rURfER

QCFi&

SO —LTODEY]

HHZDODNAREZ —EHEDNAKF RN
BAE=ETRE

BA5 175 — I8 % = EEDNAKEM
REEEBETHE

SA4TS)—D YA XHERFHT4T Ak
A—JL LISt

LR—hDHERR

QCIEH

2 140 mm?2 (FEAS/—<HER)ZF
F
IESEE30%NU LET L

2 nglULLL EDIRENHERTESC
&

20 ng/ULLL EDIRE M FHNTLY
BHZ¢E

~350bpDH A XD N FERTE
52

97%LL £ DIEEA x500LL L DA
NLYDTHRENRTLSIE

llumina
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S GRS e S RN

\Q‘;{}“l\ BT, X »

s B LS e MOV RV L % >
% S AN Mx;;

c,ch"”‘ _
A CGEECATAT G oSN
GP‘“ P‘AcccAcATaATMq S
17
TSR
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TruSight Tumor 15 @#fr7—oo0—

ErDhgl9) T7L R /LI
TIAA ML NYT U
 a—/L

T4 AR
FEI—)L

E SAV a TST15

- MiniSeq
TruSight
Tumorl5 (2x 151bp)
' BRI CEYFRIRE DS,
= EEREORNLL S ERORET
MiSeq DY AH AT EE
(2x 151bp)
SAV: Sequencing Analysis Viewer
TST1S: TruSight Tumor 15 Workfolw / App

sl e e s et et e lluming



TruSight Tumor 15 @47 a>
(#1: O—AhJLEEHT)

MiSeq Reporter (MiSeq)
Local Run Mager (MiniSeq)

SATSVRE

i B
e e i

MiniSeq
(2x 151bp)

£\ | Variant
= | Studio

TruSight Tumor
15

Windows OS 64-bithk

(7, 8, Server 2008 LL[&)

MiSeq
(2x 151bp)

30 | " : lHlumina



TruSight Tumor 15 @47 a>

(#2: BaseSpace Cloud)

BasesSpace”

T oA Ak

Ww L

=8 - - 4TST15
e -1

5 -\ | Variant
| Studio App
: MiniSeq
TruS|g;1t5Tumor (2x 151bp)
T—RQCLIEDMEMZEET
225 FIRE TRt
MiSeq
(2x 151bp)

STl e e S e llumina



BA T a1
O—hJLEEHT
MiSeq Reporter / Local Run Manager

A ',k.(;p\u\\cmvsx\ckf’" p
e \»‘rﬁx\. . ACCgGGCA‘A\O)(?. L Y <
+CR X CATGAT Ay, T < '
GP‘P‘C T“\CCC’:\CAYGATAI\&::&‘S = v&@@&vﬁ,’s‘% 7
-‘Q’f‘ cP ACCC AATC BT T ATvrS R It T o L e ppton ch"p e /‘:’ 4
GMcﬁﬁ TACLACAAS S SN e 7,
o Cesagams e
G * ;

Hlumina




MiSeq Reporter / Local Run Manager
T DR

> U= URLE LR—MERETEITE

SA4T51)— T ST
Z4T 5" —{E&l =R LR LR ZEDLER—F
- Librar)_'
o
Sample ﬁ 8 s \?aarri';‘r)'llti
0 ; “i{mels (=) — [=
- g —
U E = -gvef vof. pdf. txt
« FASTQ - gVCF * VCF
- BAM PDFL7R—k
- VCF TEFARLR—F
lumina'

LICIgRMECTIA




34

MiSeq Reporter / Local Run Manager

J—4~2o0—LR—bDFESER

TST159—0—4%EDODHAT7AIL

Run Metrics Report

[ ). Libraries

i. Logging
i. Plots
J. Reference
L. VariantCallinglogs
851 12878-1.genome.vcf
(] 12878-1.genome.vcf.ant
. 12878-1.genome.vcf.ant.idx
53 12878-1_Report.pdf
. 12878-1 _Report.tt
85 12878-1_report.vcf
(€] 12878-1_report.vcf.ant

. 12878-1_report.vcf.ant.idx

%h] aggregate.summary.csv

.. AmpDefinition.txt

. AmpliconCoverage_Ml.tsv
. AmpliconCoverage_M2.tsv
=] AmpliconRunStatistics.xml
|| baseline.txt

. Checkpoint.txt

=] CompletedJoblInfo.xml

. DemultiplexSummaryFllL1l.bt

EL) ErrorsAndNoCallsBylLaneTileReadCycle.csv

€& Mismatch.htm

.. ReportDefinitionsUsed.txt
|| results.txt

| RunMetricsReport.txt

. SampleMetricsReport.txt
(EL) SampleSheetUsed.csv
€ Summary.htm

=] Summaryxml

llumina



MiSeq Reporter / Local Run Manager
7 — 70— R—FDHER

271IL1; RunMetricsReport.txt T e

V= AERERLRH i3

« Bt
« HEEYTIL

S SS_ Run Metrics Report
i \jj l\ |'7 17/ \_ya ./ R::ortenre::: = 7/23/2015

TruSight Tumor 15

Report Time 747 PM
MiSeq Reporter Version 2.6.1.17
O 2. ‘\* MiSeq Control Software Version 2.6.0.11
« NRTAIE—EZED)—FE o
RTA Version 1.18.54
RRRRRRR TST15 07062015
RS Run ID 150714_MO0806_0053_000000000-AGDI2
'Y I) — I\ &O)Q3O Instrument MOOB06
— Sequencing Start Date 7/14/2015 0:00
Sequenced By User sbsuser
Results
Metri val Guid
9l Reads PF (%) B85.5 ==
ﬁﬁﬁ Q30+(R1) 91.6 ==
Q30+(R2) 84.8 »=

3 | llumina



MiSeq Reporter / Local Run Manager

J—70—LR—rDFESR

v

1S2IZDZT1T7AIL

ETOYUIT LS DRBEST
BlRARYYEOLBIFREST

TS54<T—3vHR AEBIZHITTERRE:

LiR—kT74)L2: SampleMetricsReport.txt

|| SampleMetricsReport.txt

TruSight Tumor 15

ISample Metrics Report
FReport Date
Report Time

Results
ISample Mame

10/23/2015
22:39

Coverage

On Target

MixABases==500x (%) MixBBases>=500x (%)

MixAONnTarget (%) MixBOntarget (%)

HDC749-Repl
HDC7A49-Repl2
HDC749-Rep3
HDC749-Repd
HDC749-Rep5
HDC7A9-Repb

HDC749-Rep7
HDC7A9-Repd

100
100
100
100
100
100
100
100

100
100
100
100
100
100
100
100

86.3

87
86.2
86.2
B86.4

86
87.3
B86.8

89
B89
87.7
838.1
88.7
91.7
91.8
91

« 500X EDHNLyOEFHDBEEDEIEY (Coverage)
o EBHIZTIAAVPSN-EREDEIS
(On Target)
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MiSeq Reporter / Local Run Manager

J—70—LR—rDFESR

- LIR—kT74JL3: Sample_Report.pdf 5 12878-1_Report.paf

H T ILZ EIZPDFOLFR—RHE A | et ot e o e e e
8097—}3&0)%&,\°|J7/I“':n§gj-6ﬁ%b§&h'i§ﬁ? TruSight™ Tumor 15

HDC749-Repl

fRPTRAEIZFFT-7EL N 7R E No Calls LTS S,

Report Definition: TST_l5-ReportDefinition-vl
Report Generated On: 2015-10-23 22:39

Variants identified as specified in the report definition

- ‘sl N — N N7 Detected SNVs, Insertions, and Deletions
° 809/ 7 F'i 0) / \ ) j / I~ (iﬁ% ( |E ’lu - ﬁl] B% ;I\ nl Gene  Amino Acid Variant Nucleotide Variant Transcript
Change Type Change Freguency
BRAF  p.Val600Glu missense variant  c.1799T=A 0.123 ENSTO0000288602
EGFR p.Gly719Ser missense variant  c.2155G=A 0.254 ENSTO0000275493
73 -+ o EGFR p.LeuB58Arg missense variant  c.2573T=G 0.04a ENSTO0000275493
® q: 1 ‘n b/ \ P D F Or I X I V‘ F 7 P KRAS p.Glyl3Asp missense variant c.38G>A 0.170 ENSTO0000256078
> KRAS  p.Glyl2asp missense variant  €.35G=>A 0.061 ENSTO0000256078
~ =i R = NRAS  p.GInSllys missense variant ¢ 181C=A 0.099 ENSTO0000369535
)L b\ b _n — @ AN b\ =£ = zs* PIK3CA  p.GluS45Lys missense variant ¢ 1633G=A o.078 ENSTOO000263967
ALy PIK3CA p-Hisl047Arg missense variant  ¢.3140A>G 0.186 ENSTO0000263967
No Calils
Gene  Chromosome Coordinate Failed Filter
EGFR | chr7 55242464 Low Variant Frequency
-~ & — -~ > ~ EGFR  chr7 55245071 Low Variant Frequency
- l \ O a S TP53  chrl7 7579650 Low Variant Frequency.Low Genotype
N — Quality
TPS3  chrl? 7579666 Low Variant Frequency

_Cw — TP53 chrl7 7579684 Low Variant Frequency

o H/\LwP 500x XK
o INUTURERE2.6%KH




MiSeq Reporter / Local Run Manager

AmpliconCoverage M1.tsv
AmpliconCoverage_M2.tsv
Sample.genome.vcf
Sample_report.vcf
ReportDefinitionsUsed.txt
RunMetricsReport.txt

aggregate.summary.csv
SampleMetricsReport.txt

Sample_Report.pdf
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BaseSpace DASHBOARD

Applications
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A
b

-
Cufflinks Assembly & DE

Mlumina, Inc.

FREP RUNS PROJECTH

E

ix Pathway Sy 1
(GePS)

Genomatix

APPS

lllumina VariantStudio Desktop

ﬁ

Integrative Genomics Viewer

lllumina, Inc. BaseSpace Labs
iPathwayGuide LoFreq Rare Variant Caller
Advaita Bio Genome Institute of Singapore

I’nmﬁﬂ?

PUBL’

[Appslz2')vy

| Search Apps

Categories

ChiIP-Seq (7)

De Novo Assembly (10)

Differential Expression
(14)

Gene Fusion Detection (&)

Metagenomics (17)

Methyl-Seq (7)

Proteomics (8)

Quality (10)

Resequencing (28)

RNA-Seq (19)

small RNA (8)

Synthetic Long Reads (4)

Targeted Sequencing (23)

Tumer Normal (12)

Variant Analysis (26)
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Applications

e

|

Amplicon DS

lllumina, Inc.

DASHEOARD

PREP

RUNS PROJECTS
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TruSight Tumor 15
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PUELIC DATA

Q
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TruSight Tumor 15v1.0.0
lllumina, Inc.

Analysis Name: TruSight Tumor 15 02/18/2016 7:59:59

S - DREFLEEEIR

Sample Pai Select Pairs
Mix A Sample Mix B Sample
Meck Maock

1all groups are valid.
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R

?
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TruSight Tumor 1577 QR RO RER

Sageﬁpace . DASHBOARD ~ PREP  RUNS  PROJECTS  APPS  PUBLIC DATA

Projects: MiSeq v3: TruSight Tumor 15 - Sample HDC749

About Analyses

Analyses I ] NAME LAST MODIFIED %

samples o ETruSight Tumor 15 10/23/2015 2:28:24 Oct 23,2015
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Basebpace

10/23/2015 2:28:24

Analysis Info
Inputs

Output Files

: HDC749-Repd

ir 7: HDC749-Rep?
: HDC749-Repé

r 5:HDC749-Reps
r 4:HDC74%-Reps
r 3: HDC74%-Rep3
2: HDC74%-Rep2
1: HDC749-Repl

Analysis Summary

MiSeq v3: TruSight Tumor 15 - Sample HDC749: TruSight Tumor 15

DASHBOARD PREP RUNS PROJECTS APP3S

¥

Rl
Download Analysis

Resulits for Pair 8: HDC749-Rep8
BHOTLD
fEATIG R

FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES.

HDC749-Rep8

Sample Name: HDC749-Rep8
Report Definition: TST_15-ReportDefinition-v1
Report Generated On: 2015-10-23 22:39

Variants identified as specified in the report definition

Detected SNVs, Insertions, and Deletions

PUBLIC DATA Q ?

Gene  Amino Acid Variant Nucleotide Variant Transcript
Change Type Change Frequency

BRAF p.Val600Glu missense variant  c.1799T=A 0.122 ENSTO0000288602

EGFR p.Gly719Ser missense variant  c.2155G>A 0.265 ENSTO0000275493

KRAS p.Gly1l3Asp missense variant c.38G=A 0.147 ENSTO0000256078

]Tj'. & Takaaki Miyaz.. ~

N
&
Rename Analysis

By

Move to Trash

llumina
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TST15 LAR—M R

Detected SNVs, Insertions, and Deletions
Gene Amino Acid Variant Type Nucleotide Change Variant Frequency Transcript
Change
KRAS p.Gly13Asp missense variant C.38G=A 0.541 ENSTODD00256078
PIK3CA  p.Glusd5lys missense variant C.1633G=A 0.495 ENSTO00D0263967
EGFR p.Leu861GIn missense variant c.2582T=A 0.532 ENSTO0000263967
No Calls
Gene Chromosome Coordinate Failed Filter
NRAS chri 115252203 Low Coverage, Low Genotype Quality
NRAS chri 115252204 Low Coverage, Low Genotype Quality
TP53 chr7 7579651 Low Variant Frequency
TP53 chr17 7579654 Low Variant Frequency
TP53 chr7 7579660 Low Variant Frequency
TP53 chr17 7579666 Low Variant Frequency
TP53 chr17 THT9671 Low Variant Frequency
TP53 chri7 7579679 Low Variant Frequency
TP53 chriy 7579684 Low Variant Frequency,Low Genotype Quality
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BaseSpace | DASHBOARD

10/23/2015 2:28:24

Analysis Info
Inputs

Output Files

.||| Analysis Reports
Pair 8: HOCT49-Reps
Pair 7: HOCT49-Rep7?
Pair 6: HOCT49-Reps

Pair

w

: HDC7459-Reps
Pair 4: HDC7459-Repd
Pair 3: HDC749-Rep3

Pair 2: HDC749-Rep2
Analysis Summary I
[ Analysis

Summary %
70979

47

PREP RUNS

MiSeq v3: TruSight Tumer 15 - Sample HDC749: TruSight Tumor 15

Analysis Summary

Sample Metrics Report

PROJECTS APPS PUBLIC DATA

a 2

,d

Bl
Download Analysis

]TI[. & TakaakiMiyaz.. ~

N
7 by

Rename Analysis Move to Trash

Report Date 10/23/2015
Report Time 22:39

Resufts
Sample Name MixABases>=500x (%) MixBBases>=500x (%) MixAOnTarget (%) MixBOnTarget (%)
HDC749-Repl 100.0 100.0 86.3 89.0
HDC749-Rep2 100.0 100.0 87.0 89.0
HDC749-Rep3 100.0 100.0 86.2 87.7
HDC749-Rep4 100.0 100.0 86.2 88.1
HDC749-Rep5 100.0 100.0 86.4 88.7
HDC749-Repé 100.0 100.0 86.0 91.7
HDC749-Rep7 100.0 100.0 87.3 91.8
HDC749-Reps 100.0 100.0 86.8 91.0

Humina

®

Stop Analysis

MIEMNOT L LT
ARG

lumina
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BaseSpace

DASHBOARD PREP RUNS PROJECTS APPS

MiSeq v3: TruSight Tumer 15 - Sample HDC749: TruSight Tumor 15

10/23/20152:28:24

Analysis Info
Inputs

Output Files

.||| Analysis Reports
Pair 8: HDC749-Repd
Pair 7: HDC749-Rep7
Pair 6: HDC749-Rep6
Pair 5: HDC74%-Rep5
Pair 4: HDC74%-Rep4
Pair 3: HDC749-Rep3
Pair 2: HDC749-Rep2
Pair 1: HDC74%-Rep1

Analysis Summary

] ) (] ) [ (] (] (=3 I

Output Files

NAME

Libraries
HDC749-Rep8.genome.vcf
HDC749-Rep8.genome.vef.ant
HDC749-Rep8.genome.vef.ant.idx
HDC749-Rep8_Report.pdf
HDC749-Rep8_Report.txt
HDC749-Rep8_report.vef
HDC749-Rep8_report.vcf.ant

HDC749-Rep8_report.vef.antidx

PUBLIC DATA Q ?

7 »w 7
J J Download Analysis

Folder

vef
ant
idx

pdf
txt

vef
ant

idx

[ & TakaakiMiyaz. ~ Hlumina

N =g
Z i ®
Rename Analysis Move to Trash Stop Analysis

SIZE

3.21MB
7839 KB
0B
13474 KB
2.66 KB
6.50 KB
824B

0B
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BaseSpace Cloud (TruSight Tumor 15 App)

Sample.genome.vcf

Sample Report.pdf
Sample_Report.txt

Sample_Report.vcf
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Horizon HD-C749[Z2L\T

G E N ES | S ™ :)_\/I 7—_“4,7—_4 PRODUCT INFORMATION

. e Verified Mutations Chromosome Expected Allelic
S5 5/R5— AL THE o

L,T: |E_| EE{E %%E H@** i)\ rQ 734 BRAF V600E 10.50%
DNA %ﬁﬂ-sjjojl/§1lﬁ% 4911912 cKIT D816V 10.00%

HDXD % 838 A% 2 4% il e o
‘ié—c\ -I_ﬁj\':##{i&{d- (-}-éh 7pi2 EGFR T730M 1.00%

T:ilﬁr**h\la{/ﬁ%l/\ #EE@E 7p12 EGFR G7195 24.50%
{EE,‘]/“‘JOO 57>F€ﬁj—é 12p12.1 KRAS G13D 15.00%

12p12.1 KRAS G120 6.00%
1p13.2 MRAS Q61K 12.50%
3026.3 PI3KCA H1047R 17.50%
3g26.3 PI3KCA E545K 9.00%

https://www.horizondiscovery.com/quantitative-
multiplex-reference-standard-hd-c749
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© Tlumina VariantStudio o x]
| Home | Annotation & Ciassfficition  Reports  Help NG
LI T4 7 [ select Al
e B B & ¢ & E— Bsecan
J Current Sample: HDC749-Rep... ~ _ [ Copy .
New [ Clpse S3ve Save As | Import Add Varants Import Remove Fitter A | Layout
hd VCF o Sample Folder Sample Favorites = |:| Colurnn Order -
Project 4 Samples u Table Options
Filters 1 || Gene View o
Che T EGFR 18834
General v || | I ||| | || [ |
1 ] 55,273,133
Variant = : Alter ©
A Quality GOX Ale
Pass Filter X
Qualty >0 ERBB2 G=G/T 17 37851328 1 snv het yes PASS 100 100
- . o EGFR,EGF... G>G/A 7 55249063 1 snv het yes PASS 100 100
=
[ R Depth > EGFR 55259515 ian... 61 61
Al Variant Freg =0 EGFR 28 28

SRS [ Poss Filter |2 F v/, o

[] Inside genes O
RN L FE/NAL TS o
Only variants without dbSNP ID EGFR 100 100
EGFR \ IJ i: F @ %X L) A ﬁ 100 100

Only variants with Cosmic annotatio || » EGFR 100 100
[] where matches mutant allele EGFR T=T/TA 55159715 1 insertion R8 100 100

["] where not matches mutant EGFR A>NAACAC 7 55155747 4 insertion het no R8 100 100

EGFR A=AfRAC 7 55155747 2 insertion het no LowVarian... 100 100

Only variants with ClinVar annotatio | goep AAC>AACIA 7 55155747 2 deletion het no RS 100 100
L] where matches mutant alele | ggpp AACAC>A... 7 55155747 4 deletion  het no R8 100 100

[] where not matches mutant || |ggrr AACACAC... 7 55155747 6 deletion het no LowVarin... 62 62

EGFR A>G/G 7 55128207 1 snv hom no PASS 100 100

EGFR G>G/A 7 55121139 1 snv het no PASS 100 100

[REEE Y| Ecrr G>G/A 7 55007226 1 snv PASS

DHR57B

E

Apply Filters ==

131 =>73 /\)TF7 >k

llumina




58

\YPUCADT /T—23> GER)

) Tllumina VariantStudio

Home Annotation & Classification

Repaorts

Help

Ao @ W

&

&0

&

BT

Pass Fitter
Quality =0
[ Read Depth = |0

Alt Variant Freq = |0

Show only varants:

[ ] Inside genes

[] In conserved regions

Only variants without dbSNP ID

— 3N

Chr7

\—ADFHRZEIF

ERBB2

EGFR,EGF...

EGFR
EGFR
EGFR
EGFR
EGFR
EGFR
EGFR
EGFR
EGFR

G=G/T
G>G/A
T=T/G

AGGAATT...

G=GA
A=AT
G=G/A
A=ASG
G=GfT
G=G/A
G=GfA

37851328
55240063
55259515
55242464
55241707
55228053
55222755
55220177
55214647
55188688
55187715

Annotate ustom Custom Gene  Annotation Set Default | Apply Classifications  View Classification  Classification
- Afnotation  Annotation Options Transcripts from Database Database Settings
Annotate a Classification a
Gene View

1 snv

1 snv

1 snv
15 deletion

1 snv
1 snv
1 snv
1 snv
1 snv
1| snv
1

snv

EGFR

Tl =l l|=|=5

llumina



/\

59

NP UCADT /T—3a> GER)

COSMIC - COSMIC
i) Wildtype

COSM625... G;G

COSMEZ223  AGGAATT...

COSMS80;... G;G
COSM45985 G
CO5M295... T;T
COSM249... AAAAA
COSM22413 C
COSM184... AAA

CO5M150... C
CO5M145... G
CO5M143... A

COSM132... G;G
COSM127... AAA
COSM125... G;G;G;G
CO5M114... C;CCCC
COSM113... (CECECC
M4 4 WYarant 120 of 131

COSMIC COSMIC

Allele Gene
AT EGFR;EGFR
A EGFR
T;C MRAS;MRAS
T TP53
AG EGFR;EGFR
C:5;T:G; T PIK3CA;PIL..
T PDGFRA
G;T;C BRAF;BRA...
T MET
A EGFR
G PDGFRA
A KIT;KIT
G;T;C KIT;KIT;KIT

A CCA PIK3CA_E...
T:A;T:G;A  KRAS_EN...
T;A;G;A;T;G KRAS_EN...
L |

COSMIC
Primary Site

biliary_tra...
oesophag...

[ver, cervix...

ovary

lung;breas...

large_inte...
soft_tissu...
skin, prost...
stomach

large_inte...
large_inte...
bone,farg...
soft_tissu...
oesophag...
oesophag...
oesophag...

COSMIC
Histology

Carcinoma...
carcinoma...

haematop...

carcinoma

Carcinoma...
carcinoma...
gastrointe...

carcinoma...

carcinoma
carcinoma

carcinoma

haematop...
haematop...
malignant...
hrmphoid_...
haematop...

ClinVar RS

rs1042522
rs121434...
r5121913...

rs113488...

rs121913...
rs104886...
rs112445...
r5121913...

Clinvar Ref

rs289204495 G

[y

[ T TRy R =

Clinvar
Alleles

AT

C:T

AT
AG:T

Clinvar allele
Type

somatic

germline
germiine
somatic

somatic

germiine
somatic
somatic
somatic:g...

Clinvar cl =
Significance Di

other:pat... MNone

non-patho... not_
other Ader
other Kera

other:pat... Astr

pathogenic  Mast
other Kera
other:pat... Brea
other:pat... Panc -

¥

Cosmic*°ClinVar@ 7 /T—a = hER

llumina



COSMICT—AR—ZX~ANS A

Gene View n
Chr 7 BRAF 150.8Kb
| |l [ Y e e | . I |
'uu,uz,alz uu,su,ssal
Conserved =~ COSMIC COsSMIC COSMIC CO5MIC COsSMIC COSMIC - : Clinvar Clinar AIII
fels Sequence ] T Wildtype Allele Gene Primary Site = Histology Cinvar RS ' CliinVar Ref Alleles Type
¥
EGFR yes COSMB25... G ATH COSMIC
MRAS fexs COSM580:... G logue of somati jons in cancer
TP 53 CGSM""SQ‘BS G Home v About v Resources v ‘ Curation v Tools v Data v News Vv Help v ’_ Login v
PIK3CA fes COSM249... A
Cosmic » Mutation » Overview » BRAF »p.V600A / c.1799T>C
pDGFRﬂ HES m Tissue Distribution S ll Pathways Affected f es
» BRAF yes o
MET r"ES o ': Gene Name: BRAF
- Mutation Id:  COSM18443
EG FR, EGF... yes COs5M145... G AA Mutation:  p.V600A ( Substitution - Missense )
CDS Mutation:  ¢.1799T>C ( Substitution )
PDGFRA yes M A GRCh38:  Ensembl Contig View #7:140753336..140753336
KIT ac CCISM132 E COSMIC Genome Browser: COSMIC JBrowse 7:140753336..140753336
4 S CDD: NP 004324.2 %
KIT "'ES COSMIE?. v .lﬁl. Homologene: 2197 &, dick here @to look at the multiple sequence alignment.
P 1}{3 [:A '-95 I:I:I S M 1 2 5 » E Ever confirmed somatic:  Yes
KRAS yes COosMii4... G ZarEEL-r py — - o
KRAS yes COSM113... CGCCCCC T:AGA;T;G KRAS EN... oesophag... haematop... rs121913... C AG:T sormatic:g
ERBBZ yes 51136201 A G germiline
M # 4 Vargntgof 15+ B B A ¢
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Horizon HD-C749 ZE7L JLHEE (Rep 8)&
TruSight Tumor 15CIRHSNT-ZEET7LIVEE QLB

R A TG AT

Horizon TruSight Tumor 15

Chromosome Gene Variant 7L JLSAEE BT LU SERE
7934 BRAF V600E 10.50% 12.2%
4911-q12 cKIT D816V 10.00% 11.4%
7p12 EGFR AE746 - A750 2.00% 1.7%
7pl2 EGFR L858R 3.00% 2.5%
7p12 EGFR T790M 1.00% ND
7p12 EGFR G719S 24.50% 26.5%
12p12.1 KRAS G13D 15.00% 14.7%
12p12.1 KRAS G12D 6.00% 7.2%
1p13.2 NRAS Q61K 12.50% 10.3%
3026.3 PI3KCA H1047R 17.50% 19.6%
3026.3 PI3KCA E545K 9.00% 8.0%
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Illumina VariantStudio A2,y 7R
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TruSight Tumor 15 Fv b F&&
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(KACcGGGCN‘ Y ;\\ vs""f‘:y
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TAT CAT TAAGAT TAC TTGAT CCACTGAT T CAACG TAG OO TAACGAAG GTAT CAAT TOAGACTAAMTIAT TAACGITACCATIAAGAGC TACC G YOO AAC T OAAAACAATGATAAL, "YM('J\(‘JJ‘.F"YGTVW‘CT“V%(;P SGTATCATTAAGATTACTTOATC
KA CACAC TTC T T TAACS T TAAGAT TAC T T OAT (AL T GAT ARG TAL GO TAAMAY IACT T GATCCAL: \'ﬁ.«rrcmﬁ'ofnci‘?ﬁn’»&’f;uf?' TATCARTTA ."AEYAMN‘?@ACGMC‘.Ar‘fa;.cw'}'.cﬁ.\cc-::,:a? A ACACT TG TRAL
LI3T G AANCACACT TG TIAMCC T TAAGAT IAC T TGATCCACTG, o) 1 TGAL "MA:M?I:)&G. AT TAGAGC TACCG TGLAACTAC ; > AL

/3

£ EAG IACAGACT TG ¢ i A TCAMCTACCOACGAACG TAT CAA G : AVAACAAGE TAC G TG AACAG TAACACY
EITCE T AT TACTTGATCCAC TOATT CAACGTACT A A AT A A A TR A ARG AL 1T TG AT TAAGA TAL T QAT C A TGAT CAC GTAMEACAS T TG ARG TTAA
e e e e e e B e ek e e

ENCEATT) 2 5 AT TGATCCAGT STACC TAACTAAL TEAGAL VAL CAT SCIACE A - AL, T ANATAT YA T AG
A Y eV L 743 T T TV, AT AR TAC G TAAC AL AT CANTT AL IATAT TARL G TAL CATTAMAAGL TACCG (A AACAATUATAACAG IANC A INARTATEAACIG TACAA o7
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