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KAPA Hyper Prep Kit 8&U SureSelect Adapter Zf£F UTzFFPE Genome DNA H'50 PreCapture PCR Product D{F&

® FFPE 4°/Ls DNA DR

Picogreen CRERIE

qPCRT® FFPE DNA DGE 5

50ng~200ng @ FFPE %°//s DNA 7 50uL #8932 (Volume up (CIF 1x Low TE ZfEH)
@ Covaris 012

SureSelect XT Kit @D Protocol [CHEW), Covaris ZFULC DNA OiF{bZ29 2

Cycle #l& 3 cycles ICERE (60sec, 3 cycles, total 180sec)

(f51) Covaris S2 DERTE

Duty Cycle 10%

Intensity 5

Cycles per Burst 200

5 60sec, 3cycles

Ty hE—K Frequency sweeping
RE 4C ~7C

® End Repair & A-Tailing
KAPA Hyper Prep Kit @D Protocol [ZHEWL). End Repair 8&U A-Tailing Z112

RIENRDER Thermal Cycler DFEE
Fragmented DNA 501 20C 30min
End Repair & A-Tailing Buffer 7L 65T 30min 1 cycle
End Repair & A-Tailing Enzyme 3ul 4C oo
Total Volume per well 60uL H—<ILPA2S5—D HotTop |& OFF [CLEY

@ Adapter Ligation
KAPA Hyper Prep Kit @ Protocol [C#€L). Adapter LigationZ175

RIGRDHEK Thermal Cycler DRE
End Repair & A-Tailing reaction Product 60uL 20C 15min 1 oyole
Nuclease-Free Water (%) 5uL 4T o0
Ligation Buffer 30uL H—xILPATS—D HotTop |& OFF [CLEY
DNA Ligase 10uL
SureSelect Adapter Oligo Mix (%) 5ulL
Total Volume per well 110uL

* Adapter (&, FFPE gDNA DA UFTA4RET. [RBZFERTHH. BRRZEATHND. BPIHZRDD
Adapter EZBPTHEIE. Nuclease-Free Water ZE5T
® Post-Ligation Clean up
KAPA Hyper Prep Kit @ Protocol [C4EW) Clean up Z17D
Elution (& Nuclease-Free Water 204 T1TD

® Library Amplification (PreCapture PCR)
Primer 8% 2.5uL. Annealing J8E% 65T [CZFE L. PCR Z17D

RIGEDEK Thermal Cycler DRE
Adapter-Ligated Library 20 uL 98T 45sec 1 cycle
2x KAPA Hi-Fi HotStart Ready Mix 25 uL 98T 15sec
SureSelect Primer 25uL 65C 30sec 14 cycle
SureSelect ILM Indexing PreCapture PCR Reverse Primer 2.5uL 72T 30sec G0
Total Volume per well 50 wulL 72C Tmin 1 cycle

4T o 1 cycle

@ Post-Amplification Clean up
KAPA Hyper Prep Kit @ Protocol [CfiEL), PCR Product @ Clean up Z175
Elutionl& Nuclease-Free Water 30uL CT1T72

TapeStationt UL IENAF 7P F 54 Y TR
TapeStation D1000 B UK (3. Bioanalyzer DNA1000 ZFWT. PreCapture PCR Product DFHfZ1T S

®© PreCapture PCR Product Di2##
PreCapture PCR Product 750ng (#££750ng. RIEHNEE 500ng) ZE#E (Thermo Scientific ¥t SpeedVac DNA120 Z{EF)
Nuclease-Free Water 3.4uL Taf#

Hybridization ~ Capture Library M{E&
Agilent SureSelect XT Human All Exon V5&/\A TUFAE— 3 VEEZREL). SureSelect XT Kit @D Protocol ICHE2T.
Hybridization 15173
@OLAREIS. Agilent SureSelect XT kitd 7’0 FJLICHELMEE

(%) DNA DHEFEEICIEUT. PCR Y1)z RE L
L&E T, SureSelect D)\ A TUSFAE—3V(CF
750ng DINEDETT,
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SureSelect XTS5+« 75 U DOFHE

FvIFv 54 TSURE : SureSelect XT Human All Exon V5
Pre-capture Hybridization Post-capture
Adapt
Sample Name DNA quality * pUBINA PCR Cycles — Yield comment amount Yield
[ng] dilution
[ng] [ng] [ng]
FFPE7_Cancer Good 50 14 No 1179 2nd peak around 400-1000bp 750 264
FFPE5_Cancer Good 50 14 No 1083 2nd peak around 400-1000bp 500 402
FFPE2_Cancer Medium 50 14 No 1340 2nd peak around 400-1000bp 500 157
FFPE3_Cancer Medium 50 14 No 1694 2nd peak around 400-1000bp 500 122
FFPE4_Cancer Medium 50 14 No 1231 2nd peak around 400-1000bp 750 460
Poor 50 14 No 500
FFPEQ_Cancer 1-r-r-ootrreeetoeeeceooeneeo e e N0 el 20
Poor 200 12 No 634 634 187
* Use original gPCR method for FFPE DNA quality evaluation, not published.
50 ng DNA of FFPE5 (Good quality)
Adapter No Dilution PCR Adapter x15 Dilution
Yield: 1083ng x14 Yield: 1850ng
F [\ FFPES,UN; TUJ ; % ;Fwss,c,xzs,xw
\BA®3 [\ mHm
PreCapture = i) i o \mH% |
PCR Product - | | o } / ; }
| ] \
w0 / | | o0 ‘ i
i L w\
3 - ] 35 100 200 300 wn-sw 2000 10380 ool
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rs , s oo n00 | s
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| | |
Exome Library { \\ | l |
1 |
e \ i |
= (G Ve [ o :
Sequencing ; ’
PCR-duplication 6.6% 26.4%
+ 975 Adapter En'& 2 & duplication (FET Adapter %559 & duplication D EF
50 ng DNA of FFPE9 (Poor quality) 200 ng DNA of FFPE9
&~ PCR S \ 4 PCR
Adapter No Dilution x14 Adapter x15 Dilution Adapter No Dilution x12
Yield: 1019ng Yield: 280ng Yield: 634ng
: rencse zesn . e s 50 -, ‘ oot
B i | Wi WEiE |
PreCapture - : o ' \ o b |
PCR Product - H of / \ i X \ })
I 8 N 1Ly &8 A
\ | i | e I
- ‘ - -
SureSelect Exome V5 (500~750ng)
o) ; rves,c,mw,mu,xm T FEPES,C_Fxame. xzn; 7] ; ; FFPES_C x15.x10
@ : : j o \ \
ol : ~ 1 . | |
Exome | | i . | !
Library ) TN ‘\ S22 | E2s! ! \
iy “ I N |
v i i - T
Sequencing ’ ’
PCR-dup"cat'on 44-4% 51 -2% 23-3%
DNA O@mEARUE duplication B EF EEDEVDNATHIHEEZIEP L. T07F
Adapter£7%Z B 13 Duplication(d iz
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NGS#ER (2014F98 TaERETH)

Input DNA

Sample Name DNA quality * el Initial fastq Mapped mapping rate duplication rate on target rate
FFPE7_Cancer Good 50 67,960,522 62,814,748 92.4% 8.2% 66.8%
FFPE5S_Cancer Good 50 70,034,926 67,040,360 95.7% 6.6% 66.0%
FFPE2_Cancer Medium 50 72,517,124 67,819,596 93.5% 14.0% 67.9%
FFPE3_Cancer Medium 50 63,595,416 59,910,508 94.2% 15.8% 69.1%
FFPE4_Cancer Medium 50 63,394,208 60,942,730 96.1% 7.2% 65.0%
FEPES Cancer -] Poor B0 109,083,544 91226884  836% 44.4% | 57.2%
Poor 200 69,105,486 63,668,336 92.1% 23.4% 66.6%

* Use original gPCR method for FFPE DNA quality evaluation, not published.

FED

e FFPE @ DNA5ONg (&> JIL) h'5TH Exome Seq WAJEETH S

¢ gPCR [CKoTFHiiLfc FFPE @D "B’ [CK DT, performance h'&7E2

e Adapter [FBERIZWLWNTZIEFDAINEN LHD . Duplication Z#HI CEDOREM NG D

o SATSU—EREFIC "Hump IR T DD ENHY PCR duplication DG ED FFPE DNA Sequencing DRI &S EBEET HAIEEMN T D

BBIRT —YDEESPHMEREER)\DENDIcH. FFPEY > TILDNGSEMT D, 5% KHHNTWNE
TR BRY— O TV ANDRBEEZR I8 8. BEDERIEEL S WBIEFFPE 2R SDDNAICH T
BNGSHEHTICE LT 555D DU EIC D & 3. FFPE 24D SDDNAIE. PCR duplicationh3E1C% <
(BFIC(F50% L B). T—=FDEDHEULNS. .. EHBUERLTH D F Uiz hY KAPA Hyper Prep Kit DS54 75
U —BEDPRDBE(F ELINREDDTUIz.KAPA Hyper Prep Kit [&. FFPEZBWCDERIRY — I TV X
DFEICKELA VI Nedple DT EIFBVNS D F AN Ry — I TV AR EX [CBA. ERD
BEHEOIAV b FFPEUN BN IV K SRR D% 45D KAPA Hyper Prep Kit 12&  EEDFFPED A S 1 D5
MDDNA (50-100ngi2E) CTHMEIINGSSA TSU—DEENTEDREMUN D EOD T IFRICHEETT,

<BFIIRTAIABHXBHADSDOIR/R>

FRONERE CTNREITRIFHFERZH UCUVEEE thIISESHIRERICIFAZRHH U THDE T,

—MBICIFFFPED > TILIE EDMEDNAT Y TV BENGSTA TS U—ZER T DEIF. BRIE 7Y TH—D A X—=Z R UZ W
. TV TIU—KTBU TS TI—EDTREANEELLDEF T, THICY—ITVRICHEFSATSU—ENESNEHWH, 2—
DITVRT—YDEMTICBENT. FERMIC duplication rate B'E<1ED. T27F coverage ° sequence depth DMFSTEVC EDERE
EIEDFET,

KAPA Hyper Prep Kit [FEZFETON IV ZARBICHBUIEC EICKD., EBICEWTY T5—SA5— 3 VERZRRTCEE U
S, COBNCHEEENRFFPERRD Y/ LADNATH 7Y T —ZHRUIEVWRETEDNRICSA TITU—ZERL. BRIFFEN
Duplication RateZ8 & &ICED oflcEEZBNF T,

KAPA Hyper Prep Kit iluminaB54 75U —HA&F+v b~ N@’o il
RERE  —20CTRERKDIFHMEETEET. ,
KK8500 HyperPrepKit 8EIB L | poee « T RURPRAT—UYS JwTP— -+ DNASAH—2 :
KK8502 Hyper Prep Kit 24E1F s ITVRURFPRA-T—UVT Bk + HiFi HotStart ReadyMix
- SAT—Y 3V T — cSATSU—RTSAI—Zw IR
KK8504 Hyper Prep Kit 96[EA PITI—FEZFENTHBDFEA. XWIE—X" AMPure XP" [FZFNTHOFEE A,

IV - Fo/09—1t Y-y bFrTIFrFvb
SureSelect Target Enrichment plus Adapter TPFD-KB ILM, 96

Cat.No. 1931171
FvhARE I\ A TURRE. Adapter. Primer. 961> 7 v X (96Kt

KAPA BIOSYSTEMS# S5+ 75U —iR+ v ~&SureSelectZEHED B TESRICHE FIVYRRBIIDOEFLTE PILU S Tﬁ/D/ HRAEHED
FEEDAOICFY T, BRFELIEDE T, FRICBBLEDELEE

SureSelectD/\A TUFAEB—YaVADHEF Y M. Adapter&SureSelectF v 7F v sy < 10 = sy o

B DRI LB EPrimer, 961~/ F v I AN HBLT . 7IVYR-F5/0Y **itr\*i

AFw hDPrimerld 4 d. &F v MIZFNDAdapters Y FCTRIBLEE L, A4t 7192-8510 RR#/\EFMEEMO-1
FEcR&. @EESureSelect XTF v I F v 54 TSUBEBKDLIEE L, AANRTVEZI VS — [@Eg0120-477-111

HRREPELSEETHBANHDEHT,

Copyright(C) NIPPON Genetics Co, Ltd All Rights Reserved. 2014.SEP

ANV y s A LI http://www.n-genetics.com
Ggrerys BRI X T4 AB%ASH [ 03 (3813) 0961 [ 03 (3813) 0962 [ info@genetics-n.co.jp



