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[llumina FFPE DNA Prep with Exome 2.5 Enrichment

QEA Z2utA2l(Genomic profiling)2 CHYgt 79|
TL0A AT Hetgo] e REA Holo EME
molsty| ot HAE el B A E1=2 X2 Y/ASL
HE Al AR A (Whole-exome sequencing, WES)2
A4 P9 (coding region)S ZHQSIHAH 2telst 4= 9lo,
ot MO assay= T H7|AE &HOl(single nucleotide
variant, SNV), &/ &/Z 4l (insertion/deletion, Indel),
QEX} 2x|4= #H0|(copy number variation, CNV),
Z ek #Ho| 2Ef(tumor mutational burden, TMB),
HO|E K| 224 M (microsatellite instability, MSI)
J2(1 M5 1Hxg 28 (homologous recombination
deficiency, HRD)Q| A2 X|AgL|CE>* ot 210|822
ZH|(Library preparation) 2 QI2|X|HE (enrichment)
o YUMo = Qe M2 o] DNAZE WES A+t
hstA, BM0| L2 ME, OAF0ME X2l 0,
o2t ofj(formalin-fixed, paraffin-embedded, FFPE)
Xt Zto| =292l 0 Al DNAS| 2ZM(integrity) 2t
(yield)2 XMSIAIZ 4= Q= 7t Agl(crosslinking) &
H
5

=3

-
o
=
mst(fragmentation) 7t ZAstE 4
Aol X HTt o= ASLICE

[l

o
S0 M8E= A4S
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[llumina FFPE DNA Prep with Exome 2.5 Enrichment=
M2 2O FFPE DNAS AFE5I0 WES 71 & TIlie == A
st FLICL® 0] assay= 2t0|22{2| ZH|, 24 QI2|X|HE,
A B 2K 24 THAIE SHLPel /32220 St
CIZINHE = A& TMo| 2H 2 FYS ERICE StEZ
TE H0| & RTA| Hio|0 (biomarker)oil tieh SefQl
A7F Tt SHHELIC

0| assay= &

OF-F A (tumor-normal) MZo| EMg 2xo2
THEE|AOL =

o
S O HA MBS B

L.

HE Y ZZ0F IYE|0] ASLICE o[2{2t oS 2
HIAMIZEH R (non-small cell lung cancer, NSCLC) 2t 20|
oo 2 2ot 00| 0| S| T E HEHO] A TIEHO]
O|RO0IX| 0 AXE MAS SHAMTH ZZ[0] M F = 2ol A

Of SE2{ELCE o] Z M et 22 e o] MstHo|2 2
TICH Yoo MNMO 2 AFSE|H, QIS HY TR HE oY

[=]
=Ho 2 MH|E| AL BREX| Q&L

0| Technical Note= lllumina FFPE DNA Prep with Exome
2.5 EnrichmentE Ar8dH TIlEH S TH=(tumor-only)
WESS| «§& HIO|EE MS gLt o] dg2 #o| d= 45,
CNV 24, 12|11 TMB, MSI, HRD & |7%H| 0| 20tH9|
itz FEEJASLICHL FHHO = oA 22 ZHE BN
St A A IHE assay?! TruSight Oncology

5002 H| ot B th=s MES9| HHO|20FH =X X|et HotLt
UX[SH=A] ZelMSL|CE

= - Ak

HFEH
o =
IXT
ME Z=H|
ofzf ZRO| TN CjESIE 212te| FFPE B £ 4ES
A

fAMO 2 PTAGLICE Of7|of ZetEl REo| BERE=

22 (Amsbio), Z&(BioOptions, DLS, Cutting Edge
Biomed), ZH(Amsbio), Hl(BioOptions), =t (Avaden
BioSciences), ¢l(Tissue Solutions), Zf4(BioOptions),
Xt=(BioOptions)O| JAESLICHE 1).

To

RHH DNA(Genomic DNA, gDNA)= QIAGEN AllPrep
DNA/RNA FFPE Kit(QIAGEN, 7tEf21 H35: 80234)&
A8l FFPE #E0|M FEHSLICE

FFPE DNA &Z&2 lllumina TruSight FFPE QC Kit(lllumina,
I 20 #HS: 20139070)E AHESH BIHSI=H, MES2
ZEF QC(AQC) gt Hel= -0.8(22 S22 FFPE DNA)OIIA
4.6(42 A FFPE DNA)Ql e 2 EHEASLICE

Cor 242 DNA HO| Z2Z, CNV 24, 2[00 TMB 8!

HRDS| IItofl= AYU20 2 H2E = &x & (reference
material) & AFESIASLICHE 1).

Seraseq &= 2& 2= Tumor Mutation DNA Mix v2 AF10
HC(SeraCare, 7227 #3: 0710-0094), Solid Tumor
CNV Mix, +3 copies(SeraCare, 7}2f2 1 #5: 0710-
2866), gDNA TMB Mix Score 7(SeraCare, 7tEZ2 1 #HS:
0710-1326), gDNA TMB Mix Score 13(SeraCare, 7t&2 1
H#$: 0710-1586), FFPE TMB Reference Material Score
9(SeraCare, 7t&2 11 ¥155: 0710-1308), HRD gDNA High-
Positive Mix(SeraCare, 7221 #H%: 0710-2879), HRD
gDNA Low-Positive Mix(SeraCare, 7tE2 1 #H: 0710-
2880), HRD gDNA Negative Mix(SeraCare, 7tEZ 1 Hs:
0710-2881)7F ArE=|AELICE

2to[E2{2] FH| % AIAY

gtojee{el= MEE 40 ng®| FFPE DNAS AHESHH] lllumina
FFPE DNA Prep with Exome 2.5 Enrichment Z2EZ0j|
et F=H|HSLICH 2to|Eef2| EH| thAl= DNA M2, 1Rt
EXt AEXHunique molecular identifier) S 2&3tH= O{HE
2t0|7{|0| M (adapter ligation), Exome 2.5 IS 0|2¢t=
sH0|E2|= M (hybrid—capture) QIZIXHE, 12|11
QIZ|X|HE T ZZ(postenrichment amplification) 22
THEAGLICE oA =H|= etoj=eie)= AFEAS

2[5l assay HE Atetof w2t FE =t (quantification),
Hrtsh(normalization) & 2&(pooling)S A& SLICH

AZAES NovaSeq™ 6000 A[ZA A|ARICZ 2 x 157 bp
HO{E A= 2|=(paired-end read) S &80 LM &LICEH
AEA H(run)2 3L HEY 2[4 100M(million) 7He] A2
A= 2|=(single-end read)E SEZ HEUSLIC

ZM H=: M-KR-00372 KOR
& 2M: M-GL-04165 v1.0
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Illumina FFPE DNA Prep with Exome 2.5 Enrichment

T B WESS| 2} 2tolof EBHE ME

AREMEZR A3 ME Z3(ACq)
FFPE 3¢ X%)° g, A%, 2k o, a2, ol Xt3 =%zt 24 -0.8~4.6
Ho| &= 23 Seraseq Tumor Mutation DNA Mix v2 AF10 HC 1 N/A
KU EMSHE EF Seraseq Solid Tumor CNV Mix, +3 copies 1 N/A

:
FFPE TMB &= EZ° Seraseq FFPE TMB RM Score 9 1 N/A

Seraseq HRD gDNA High-Positive Mix
HRD &= 2% Seraseq HRD gDNA Low-Positive Mix 3 N/A
Seraseq HRD gDNA Negative Mix

a. F=E TR

FFPE = formalin-fixed, paraffin-embedded (X222l 14 ni2tzl Zolj), gDNA = genomic DNA(S A DNA), HRD = ho
N/A = not applicable(siY 212), TMB = tumor mutational burden(Z% #0| £&), WES = whole-exome sequencing(™

Hlo|Ef H4

0| A 22 (Base calling) 2t CIZE[Z2 A (demultiplexing) 2
Totst= 1A EM2 lllumina AIEA A|AE AT EQZ
MBS &L} 24F 242 DRAGEN™ Somatic TH0| X2}l
AHEdH lllumina FFPE DNA Prep with Exome 2.5
Enrichment Z2EZ0|| w2t Megi&L|C,

2= Q17 #E A (reference genome)of E&E
(alignment)M&LICH e EF AHHE|X|(target coverage),
A=l HHZ|X] Y22t (threshold)S EA4 Tt EFZIC| HIE S
motste B2 22| M E2IA(quality control metrics)=
DRAGEN Secondary AnalysisE Soff LMo 2 MHe|=
HIO[E HIESA S AHSSH0] HIFAHSLICH

Ho| &0l &AM B5 2|= 0t (duplicate marking)S
Tl & LICE HO[(SNV, Indel), CNV, TMB, MSI &!
HRD O|E2]A = DRAGEN Secondary AnalysisE Sdi
M= ASLIC

ZAM H=: M-KR-00372 KOR
HE 2M: M-GL-04165 v1.0

mologous recombination deficiency (&S =g ZH),
AL AIEY)

TruSight Oncology 5002}2| H|

lllumina FFPE DNA Prep with Exome 2.5 Enrichment&
Ar8eH TP FFPE 3 th5 WESS| Z2HE TruSight
Oncology 5002 2 =test Zutet Hl mai& Lt

FFPE £ DNA ME2 TruSight Oncology 500 2| A
7to[=of et Me[HELIC Al Ho[E = 0| what
TruSight Oncology 500 ¢/t DRAGEN Secondary
Analysis 2= TruSight Oncology 500 Local App
L2TEQ0{2 EMFMSLICE

= assay®| HI0|E YX|d 2A10]= #HO| H=1 TMB 2 MSI
FEAL A E AL


https://support.illumina.com/downloads/trusight-oncology-500-reference-guide-1000000067621.html
https://support.illumina.com/downloads/trusight-oncology-500-reference-guide-1000000067621.html

Ilumina FFPE DNA Prep with Exome 2.5 Enrichment

?EJJ‘I_I. Exome 2.5 Enrichment= 40 ng®l FFPE DNAZ AH&3H)

100M 7| A2 Q= 2|=2 A|FAUES ©f VAFZF 5%21 Indel
llumina FFPE DNA Prep with Exome 2.5 Enrichment 3 SNVE ©f 90% dEMSLIEHAE 1). Y= (Sensitivity)=
A2 A| CFOFSE B10| S AL @A HFO|2OFHO| CHSH ZQ VAFZF10%2 th 100%0l ESLICH dE M52 Ho| 2aiA
CHE WESS| M52 FFPE 9 ME1 &% 212 ¥8ot Furol] 2 el LhepSLIC

Hor&LICh Zof ChE WESL S2Ust MZ0fA| TruSi
S8 U= = S=2 s ruSight Oncology 500
BN IfE YIEERE MBS e HEEX AYATE HOIE
Myl Ho| ZHE Azt AlEMELICE 7F 3 FFPE ME0IM AEE CHEZEQI HOol=
HOl| ROf=[0] ASLICHEE 2).

Ho| HE s Cret tHE R TAL Bl (variant allele
frequency, VAF) 2i[#io] HO|E Zalst= X S2E

AbE5td HIFHELICE lllumina FFPE DNA Prep with

—— : a8 o ! B 78 59 B WESE S8 M ¥
e S A o= E-'—I'
m 7° E T 40 ng®l FFPE DNAE At&dl =tolst
KK"S s [llumina FFPE DNA Prep with Exome 2.5
g Enrichment2| SNV % Indel HEE. THI2

25 90% A= AAZS LIEtH

FFPE = formalin-fixed, paraffin-embedded
0 (Z=Y2 1M, or2HEl Zof), SNV = single nucleotide
2-3% 4-5% 6-7% 10% 2-3% 4-5% 6-7% 10% 2-3% 4-5% 6-7% 10% variant(‘i*%' %7“\1% ﬁo‘)v WES = whole-exome

sequencing(HZ A& A|ZA)

H 2: 2t ZA FFPE ME0M S BHE WESEE AZEER Lt TruSight Oncology 5009 2= AEE|X| gf2 H#HO|

COSMIC 211 COSMIC &tol

= QUM 9K QHIYRFAID | VAF(%)  COSMICID mor o A 210]
Chr12 11546742 PRB2 N COSV66982301 & (EE) o]
Chr9 66457027 ENSG00000288838 14.7 COSV63402916 o, 2 o]
Chr9 66457051 ENSG00000288838 13.9 COSV63402360 oh 0
Chr9 66457076 ENSG00000288838 14.2 COSV63403156 CHa; MEu 0
Chr9 66457259 ENSG00000288838 8.5 COSV63401697 CH 0
Chr9 136065941 N/A 23.4 COSV63004546 og 0
Chr9 136065942 N/A 24.3 COSV63004548 RS 0

FFPE = formalin-fixed, paraffin-embedded(Z2%2! 1, nj2tE Zol), VAF = variant allele frequency(CHE § F A} BIE), WES = whole-exome sequencing(T& 2l& A|#4)

ZM H=: M-KR-00372 KOR
& 2M: M-GL-04165 v1.0
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KU EX BM M2 XY FIHC 2 3719

5t Y tH= WESE
12709 REX}F ZE0iA
SEO| HEEHJSLICE B8 22 RTA EX ¢ Hx 222
BHE dts A3(replicate) 2t0|E2212] 8712 Hi (mean)t
FZEMAH(standard deviation)JL|CE 2HEHEl B

Hat(fold change)= MIZARE 209 oA Ztotel HI WS
ABSLICHOE 2).

rlo
0

BRAF, EGFR, MET S %% RTEXI0IM= &2 S5 €l0|
TEHERED, Ol FEHOE SHE = AHo| = 2712
et MZE (synthetic construct)0] &= S20f Z&H &[0
Q7| WEYLICE F, S5 X S7h= ofFA FEH
Y S0l 2N LA RTX SH|+ OHE 7S +

UAGLICE

4
o
B o3
<+
=
o
2
i
:
0
AKT2 BRAF EGFR ERBB2 FGFR3 KIT KRAS MET MYC MYCN NTRK1PIK3CA
Ly
I ozt |
a3 2: 3Y TS WESE S% R8A S4|~ X 22| RHXt
SEds 2

lllumina FFPE DNA Prep with Exome 2.5 Enrichment&
AtEo FEXY FIHEO 2 37H2| copyE X dt= Seraseq
Solid Tumor CNV Mix2| R TX} EX|+ EAS 3lfet 2HEE
SE S uts A 2to[E22| 874 Wit EETALS LIEHLD,
0| 2/2 SeraCare0f| A £ 105t 0f & Hif=> Halet Bl mst

FFPE = formalin-fixed, paraffin-embedded(X 22l 17, oja}& Zof),
WES = whole-exome sequencing (M 2Al& Al 4)

TMB "7} A1t

1 Mb(megabase, H|7tH|0|A)2] gDNAY TMBE &%l
TMB ™7t Q= gDNA Sl FFPE &= 2XE AHE3H0
HILMSLICH 2EE 242 B=(nominal) TMB &7t

1 Mbg #H0] 774, 97 B 13702, &= SE | of & &2t
UX[ASLICHE 3).

<
@

FFPE MZ 2371o| Z9f CHs WESS St 22 T
Z=FX[& TruSight Oncology 50092 Y& g1
AKX ge BASLICE LR 24 Za, Hotet

Axl Z2F 7 %= (coefficient of determination, R
0.999%¥&LICHOE 3).

Hr

o
=

Aof]

e
o

N

)

H 3: lllumina FFPE DNA Prep with Exome 2.5
EnrichmentS A%t 2 H= WESS| TMB H7t 23t

IUES g U= H1E TMB
oc WES>® e
TMB Mix Score 7 7.52£0.21 716
TMB Mix Score 9 8.91+0.43 6.07¢
TMB Mix Score 13 1314 £ 0.16 12.57 £0.02°

a. H|E2/(Nonsynonymous) TMB E4=£ H|S2| MM E H0|E DRAGEN
Secondary Analysis2 A3 ZHEl
b. TMB ®= SeraCare?| #0| 7|E3 LK|3t= A E 1|
Mix Score 7 % TMB Mix Score 132 43| gt5 AM3o| WRI BEMALE,
L

29
o
=
3
z
@

c. SeraCare0llA 25t g}
d. TMB Mix Score 92 X|HE|{OLt, SeraCare= TMB 45 6.072 218t
e. 21E TMB Mix Score 13 4= 33| tha AEo| Wy 9 EEMALS Lietd]
FFPE = formalin-fixed, paraffin-embedded(Z2%2! 1, ojatm Zof),
TMB = tumor mutational burden(EY 0| £&),
WES = whole-exome sequencing(H% 2l AR A)

R2=0.999 e
600 P
< e
bl e
2 g
£ 400 -7
%) -7
w -
= e
5"_5 200 L §§ At
m .- E:
) Pe i
K{o A’ 0 20 40 60 80
0 ,I‘
0 200 400 600

TruSight Oncology 500 TMB H4=

a2l 3: £ thE WESS} TruSight Oncology 500 Zt
Ux[st= TMB B

Illumina FFPE DNA Prep with Exome 2.5 Enrichment&
ARS8 &2 TMB &= TruSight Oncology 5002 AtSdh
U2 TMB E2t =2 XM E B, S5 StEe E22 TMB
=7t 80 TMB/Mb 0[5tQl 717Hs LIEH

FFPE = formalin-fixed, paraffin-embedded(Z 22 1A mj2tu Zaf),
TMB = tumor mutational burden(Z% #0| £&),

WES = whole-exome sequencing(T% al& A|RA

ZAM H=: M-KR-00372 KOR
HE 2M: M-GL-04165 v1.0
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MSI "7t A1t

Y H=E WESE €2 MSI M+E FFPE ME2 TruSight
Oncology 50022 2438} A2 &2 H|wSEL|CH
TruSight Oncology 500 |IEE2 R0 M= MSI Bt
20ELCt 2 22 MSI-highZ EFELCE & 28He MSI E+=
Pearson &/ Al==(correlation coefficient)”t 0.984 £,
ME &2 gXd2S EGLt 25 W52 & assay?l

MSI E=0i| XtO[7} QJARUSLY, HEHEQI ME QE X = fl=
FA=ASLICHE 4).

H 4: lllumina FFPE DNA Prep with Exome 2.5

HRD "7} 21t

HRD M= &x 249 3 ts WESE 8ol =2 2y
(high-positive), &2 24 (low-positive) L= 54
(negative) HRD AEiZ 2350 HIHot = [llumina
TruSight Oncology 500 HRD2} ;"7W°| I o
(orthogonal method)g H &5t 2 MZEAZF 2109 HRD
H2f H{OASLICHE 5).°

HRD 2 ME9| 22, 3 = WESE 2 H47t 21
TruSight Oncology 500 HRD ®=ELCt 7t =2 ZI0 =
LIEFSOLE, Ol= VMMl 2lu HE g S8 ==& et

EnrichmentE A% £ tt= WESS| MSI B2t ZapeP

AX|MSLICE HRD S4 MBO| Z2, DE wiof 2H Upte
L2 stolst 2 QoA L|C

=3 FFPEME  Zgos  Jrusioht
(ACq) 55 WES o
0.8 N 0.29 30 H 5: lllumina FFPE DNA Prep with Exome 2.5
: - : : EnrichmentE At&%t £¢f £H= WESS| HRD H7+ 21t
1 =R 1.37 4.92
Xl Z4= diH
1.1 2% 38.96 55.65 S TS SE
s o= ,
1.4 Y 1.48 4.96 M= WES_| TruSight
2B M A2
15 e 134 4.84 Oncology ~ £FHA
500 HRD?

1.6 =2 0.25 2.42
1.8 ZEt 118 561 F2 34 9A 82.5*35 723 81
1.9 =Py 56 68.03 S of M glA 77521 54 %2 77
2 Hl 0.2 08 =N 285+21 3122 30
2.5 7t 0.91 3.2

a. lllumina TruSight Oncology 500 HRD & £24 AZ 22 HRD M=
27 H 0.73 4.07 Seraseq FFPE HRD Reference Material data sheet0f 2 0 El &4-9f x|t
2.7 ggu 0.73 2.42 FFPE = formalin-fixed, paraffin-embedded(Z2%2! 1, oj2tm Zof),
2.9 7t 0.22 0.8 HRD = homologous recombinétion deficiency(&& X EE Zq),

WES = whole-exome sequencing(H% 2l AR A)
2.9 | 0.18 2.5
3.1 i3 12.39 14.05
3.4 | 1.16 4.07
3.4 | 0.39 2.54
3.9 | 0.92 2.44
4 i | 0.22 4.8
4 | 0.26 2.59
4.1 4% 30.68 39.52
4.1 2 0.25 1.64
4.6 2% 38.69 60

a. MSI JDsum H4=-E LtEFH. TruSight Oncology 5002 MSI B4=7t 202
HoH MSI-highZ EF8t
b. Pearson &2 A4~ = 0.984

MSI = microsatellite instability (310|248 2etE4d),
WES = whole-exome sequencing(H% 2l AR A)

ZM H=: M-KR-00372 KOR
& 2M: M-GL-04165 v1.0
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lllumina FFPE DNA Prep with Exome 2.5 Enrichment2|
SY t= WES Al 52 Chfet Ho| SeHA L RTA|
HFO|20HHE CHESH= FFPE 2 ME0 X SHES AMESHY
BHIFASLICE O] assaye= LTl HO[7F Qe &= 2HE
AHERE I 40 ng2l FFPE DNAOCHAT VAFZF 5%2! Indel

3! SNVE & 90% HEJSLICEL RUX EF H=2 Hotet
D EFZU0IIA of &gttt X IS BASLICE TMB,
MSI 8! HRD F&X| ot LXI}HOH, TruSight
Oncology 50022 ¥ =2 A dE ERSLIC
olefet 2= FFPE &Y 4 ES =l Al OHAE T4
ME0| gl= Z2 lllumina DNA Prep with Exome 2.5
Enrichmente &2 5l LICh

- o
Ir
X

},
tet

ﬂﬂrmﬁg_

e Ko

¢RIl
sl &

[iy
o

kx|

I
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oM =
[llumina FFPE DNA Prep with Exome 2.5 Enrichment

DRAGEN Secondary Analysis
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