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NGS illumina V- & DNA #1322 M 2 6 V3(ERHEER) T illumina 5538 &0 57 & 7 K& 1B
DiERERAE, ZAREE R B, RKImEE . A — BB, BE—RARFEE ST
Fr BT A], 38 S 4] S R E], AT DOREAS [R5 N B UEE DNA BEAL A B A [ K/ DNA B, B
1/ o SR 7 B ik DNA AHEL, BEVERCRTE i, SBREWIME, 4% 7 @RS ). %70 & 3% 1-500 ng
AFIKIE DNA, [F]H %5 FFPE DNA. A&7 & A& DNA /@it iz, [ 34 7 SCPE g T R .
PR BRI BT AR G0 7 A K PR A R T RESGAE , B KRR B ARIE T SCPER g R R B
o

= WS KA

it NS | Nt |
FBA&RIE& N A B V3 240 uL 960 uL -25~-15°C
F B L& RIB &N A il V3 312 uL 1248 uL -25~-15°C
puzEzAlH 48 uL 192 uL -25~-15°C
Box 1

HERZ MW 480 uL 960 pL X2 -25~-15°C
2XPCR ¥ R & 600 uL 1.2mLX2 -25~-15°C
A Bz 3k (illumina “F &) 120 pL 480 uL -25~-15°C

Box 2 DNA e afifb i 2k * 1.4 mL X2 11.2mL 2~8°C

*E: Box 2 SRAMB KBV AL R, WL, 1 B17RE DNA 73 204 R BR (A EREE ) 25 i ] sl H A ) 45 2
HES™ it o

=. 5 H

Boxl: -25~-15°C1®fE, TUKiz%i.
Box2: 2~ 8°CIRAfE, vKINizH,

. &K

ToK B ddH20. Qubit™ 1 X dsDNA HS Assay Kit B H A 725 T fg = i . DNA
PR EH A R 45 T 8= it o illumina “F & 438 51 7)(7 index) (PR BRI H) 5% .

W358 PCRAY. AL BE.OAL. IRIEIRT 7% Qubit & &A= # HoAt 2
BCHAD 7 BT, 200 pL PCR B B \IEHEE . 1.5 mL S0 E 5.

5.1 FEAFF B

TP IR AL HEER A BRI

AL Agilent 2100 Bioanalyzer
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5.1.1 SEESFFAGHT, @A Qubit 71 B Hofth 5L T 9 61 U7 50 DNA BEAREAT i & .

5.1.2 FEARTI AT oo PR AR A, AR RS 2, EUUE A 2 X BEEREEAT 4l fk, IRl
H ddH,O BEATFEAS T

5.1.3 FrBALEG A LR FRIEREA, 0T FFPE FEAS, G UCHRHE M AR BE i B AN IR] F BOA I ] o

5.1.4 BRI TR U, @O T BB S, SLEIRON PCR AU

5.1.5 ZREARFEINEEAT B Bofb,  BUCEDK BB R BB NN 200 pL PCR S8 75 8 B T UK 1 1) K
A ash, Ma—el. IREKR, BikE R Bk a2 5 S 800 v B = 2 7l K.

5.1.6 FBALIRT, 15 4°CHily PCR .

5.2 #kEE

521 WA EAEEY I, TEPMRN, FAIRIEF FTCARAEARR ™ &, illumina &9 8519 (&
index)-96 N (L5 96 XX index § 4 5[4))  illumina “F & # 5 ¥)(F index) R A-24 N (L5 24
YW index §7H#9 5[40) < illumina 7 &3 14 51 9)(% index) & 41 B-24 N (L5 24 YW index 18 514)

5.2.2 HeSk i B RIS A K B BB R R R RO KO . Sk Al R m T R e AR R B Sk R A
P& BUR T RE S M E R BOR RO =& . R 1 502 THERART &, AR DNA B8NS HER MR
B FRRek A TE Zri) .

1 1-500 ng DNA BT LA IR

DNA B\ & LR BIREE
50 ng-500 ng N T 15 uM
25 ng-50 ng 3 fEMRE 5uM
10 ng-25 ng 5 fEH R 3 uM
5ng-10 ng 10 {5 # B 1.5 uM
1 ng-5 ng 20 &M RE 0.75 uM

E 1 RIEAF DNA BNE, RN ER P ESIRE @, BB TE i, PRESCAARSE (5 L), Bt
n, e S S Ul
TE 2. BN EIE— e P LT DR S EEFE H, JUHY DNA ONEEMRRT, HJ7 DNA SNERT 25 ng. WFHMRAL
TR, AT DR ERAERE I ARAE T, BN LA S BER BN B (R 10 VBN, W8Sk SR B R iR M
B, A DO R RSN BRI . (H R B SRR B R RE SN S Bk I AR R IR 9

5.3 BEIRAAL K ik

5.3.1 WAERRLLRAF T 4CHAF, AR TR RN

5.3.2 WAERAEFIAT, H7E7) 5= 1RSI Bl P R A I IR 5 o

5.3.3 WEBRIEREAE B S C B 1 80% L7

5.3.4 JCPERAS T BT BUP R PARYE T BT, W, @UECRERR e A ik, AW
B, BOERRS MRT E A IR EE PEGCR & —RE), 2% XUHe i = ARG

53.5 B miFr L LIEN, VERANZRHEER, 15 PR R0 SO B R

5.3.6 FEYNBEIHT, WEERIITE TR, BT TRIT R, HEERTRANTE 3 B I TR R R
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5.4 JCEY

SCEEY G TR B AR RE A BN, SUEP B EREOE &, K BOCE i g
HEREHIN. ¥R RZRERHL.

5.5 HAEREMR

5.5.1 ARG ORI E AT, A AR VG B 15200 I 5 I 0 200 W47 I8 U B AT A

5.5.2 WEGAE AL AC TG, A A PR AR Sk, WA [FIRE B BE etk

5.5.3 J MOVRACE I BT B AR, FHER R IR

5.5.4 PCR P RIERAEAS A 2 7 A AR IS e, TS SEZBG 5 SR IO VERA 1% o HEF7 4 PCR B4R 2
Bl X A1 PCR P ai A er il DX BEAT s PR RO BERR B85 A & FH IR VR 88 S5 s I 58 I X 2% S8 DXkt
1B (A 0.5% X SEBRINER 10%iI5 FFEHTHEE B, DLORIESCIS MBI 14

5.5.5 ANEAEATEIE A BOWRRA, ASFEHER I A RER A .

5.5.6 JRFERT F A% W0as 75 B A, ORUEANAE AR AER 1 o
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D b Iy
N BAEPER
6.1 DNA H B8/ A

6.1.1 ¥ F BAL&RE&IN A Pl V3 EiRfRE, BHIRS, HEEOEE TK &M,
6.1.2 K BAL&ARIE&IN A B V3 B TIK Efifdk, BHIRSY, HEROFETIKESEH.
6.1.3 ¥ PCR {UTHA % 4°C,
6.1.4 {EE FUK L PCR B ER 2 FHIAKR:

&2 DNA FBM/RWEE/M AR

il A

DNA* X pL

R BAL&RIB&IN A IR V3 13 uL

FBAC&RIB &N A B V3 10 pL
ddH>O UP to 50 uL

Total 50 uL

*: DNA NYAMET ddH,0 1, W DNA REEMET ddH0 /1, I 2 X iRk T2k R 8 T ddH.O i kfT i B
tho

6.1.5 BRSBTS EIRGIRS, HEEEOE NS OEEK.
6.1.6 LRI PCR BTN TIA K PCR A, 8173 3 FFHGEEE 75C):
R 3 DNA FBA/REE/MN A BF

BE P 18]
4°C 1 min*
32°C 5-15 min**
65°C 30 min
4°C )

*VE 1: DNA FBAURT, A sl B cR, il ERY), RMBRTFRIHLRE 4°C, FHEIURERSE 4°CR, K PCR
BN PCR 1,

#+7% 2. {# ] Human Blood gDNA iR, A BALI 6] 5-15 min, $33LIEHE 0.8 X MIBR4iAk, 1530 FIELE 250-650 bp,
U T ARG H SO B, AT AR R ARE A SR X B I 1) HEA T3 2

3. RMGEHE, BRI TR D IR

6.2 BLERE

6.2.1 KEBZ i =R, BYIRA, FEHEOEETIKEEM.

6.2.2 KrE g E TUK AR, BiRS, MEROFETIKESH.

6.2.3 ¥ DNA J BUb/RuifE /N A 251 PCR & TUKk b, MEX 4 1 iER(AF DNA HNEfE
RIS IR B B 77 N 2 TR 1):
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R4 BLERBR

W AR

Fr BAL/ARSRAE RN A 7Y 50 L

RGP 20 uL

pus Al 2L

B A 423K ((llumina ~F 6)** 5uL

ddH>O 3uL

Total 80 uL

AL DUEHACE N B T oK BERAE, ERRS. ERERE T I S BUR, (R B4k (illumina T &) R E MR, Bl
Pk FIE.

A 2 ERRLOR LB, W L FEUE. R, RORASHEE LR .

*RVE 3: B ALK ((llumina T E) BN ROREF 5 ul, BERMESEI, RN EREIRRBRIRR I 2 UL 1.

6.2.4 fFHBMASHERSTSREIRGIRS, FEEEO0E NS OEEK.
6.2.5 K PCR BN PCR AXH, 12173 5 PG RA):
RS BLEEER

BE B )
23°C 15 min*
4°C 0

HE: ERACRAER, FREARIER [ % 30 min.

6.3 EE AR 1%

6.3.1 EEF=W4L

1) ¥ DNA Zrik 2lifb i 2k HOKFE R, SR T72Y 30 min. FCHI 80% 1% -

2) IR BT F RS MR K DNA 43 i 2L RERR IR S

3) FHEREFE N 64 uL(0.8X) DNA 43k 4ifb iRk, i HEdR okl F R s R T iR e, =
¥ E 5 min.

4) ¥ PCR BRI EOEE THIE b, FHEMRIE G (4 5 min), N0 B, HEAZERBIM.

5) {#%F PCR B URZTHE THE/IZE L, NN 200 uL Freffcfi 1) 80% L BEE Ve fiEk, =R E 30 sec,
NNy 211 S i

6) HELIE S,

7) # PCR B B0 BT W /158 F, 3] 10 pL BRSSO, TR SRk m 29
U758

8) ¥ PCR % MR /128 FECH, I 21 uL ddH20, R HENR % B0 A B s R R IT R /IR, =RE
& 2 min,

9) ¥ PCR EHE S LEETHAIA L, FHEREEEE S min), MO 20 L B35 2751 PCR
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V/
B
Ve SLBBRE LU, AULE AT LB T 4T/20C, RAET-20°Cl e R VR, SRR T RSB
2 MXERBESE, EREUAT 6.4 UEY HPE; MRBIATXESE, WELEREEEIET 6.3.2 5 6.3.3 E&E=Y

6.3.2 EEYI GG B %)

1) ¥ DNA Zrik 2lifb i 2k HOKFE R, SR P72 30 min. ACHI 80% 1% .

2) IR P BT F RS MR K DNA 43 i 2L RERR IR 2]

3) [EFEF=Y I 64 pL(0.8 X ) DNA Frikafifb iEk, IniedRys Bl R AR S 2 AT RS, =
I 5 min.

4) ¥ PCR B EOEE THIE b, FHEBRE G (4 5 min), N0 B, HEAZER B,

5) {#%F PCR B URZIHE THESIZE L, NN 200 uL Freffcfi 1) 80% L BEE Ve i Ek, =R E 30 sec,
NNy 271 S o/

6) HELIES,

7) 4 PCR B8 B0 B T W /158 F, fHH] 10 pL BRSO, TR SRk m 29
U758

8) ¥ PCR & MHE/ 4L FHUH, N 105 pL ddH20, iR iEdR T sk ff FH A M2 i i AT 72 r iR S), SR &
# 2 min.
9) ¥ PCR &R0 E T L, FHRREERE 5 min), MO 100 pL EiE 2= 1% 1) PCR
.
10) [A] 100 pL E3EF A 65 pL(0.65X ) DNA Fr ik 4l At Bk, i e i % B H 7% W48 42 e T 78 70 TR
5], ERMHE 5 min.

11) ¥ PCR B4 E B0 )5 B THIZE b, FREITEGEE (2 5 min), /NOFEFRS 160 pL FiE 2)F% 11 PCR
B, ERAER BRI

12) [a) 568 J5 1) _E3E NN 20 pl(0.2X ) DNA 73 i 2EARERK, i e 3R 3% B Al F B8 0 # S St AT 78 70 TR
%), AW HE 5 min.

13) ¥ PCR BRI E S LEETH IS b, fFFEREIEEE 5 min), MO G, EEAERBEE.

14) {R%F PCR EIHRZIE THESIZ2E, I 200 pL B fic fil i 80% L B Ve i Tk, =M 30 sec,
NIy 211 S o/

15) EREIDE 14,

16) ¥ PCR B E S O B TR, (10 uL RS RE IR RN L8, THREMSRER S
MG

17) ¥ PCR & MHEI 28 EHUH, N 21 puL ddHO, VR HEHRS Bl R 2 R R dT 780 A1, s
& 2 min,

18) ¥ PCR EHIE &0 J5 & THIIZE b, RIS S (2 5 min), /MO 20 uL BIEZET4% 1) PCR

i
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V/
B
e WOBRSE AT AR, RS LB T 4°C/20°C, fRET-20Clt o ik, REGETEED %,

6.3.3 EEYMER(EREIE)

1) ¥ DNA Zrik 2ifb i 2k HOKFE R, SR P72 30 min. FCHI 80% 1% .

2) IR BT F RS MR K DNA 43 i 2L RERR IR A

3) HEkIER RN ARG, I 85 uL ddH.0, #hEARZE 165 uL.

4) T RS IR A NN 49.5 nL DNA Frik 2B, Wik B0 B A R T 78 4y
R, EIRME S min.

5) ¥ PCR EHE B ORETHARL, FHEMEEEE 5min), MO 210 uL BERITHH 1.5
mL/0.5 mL B5.08 RO B SRk .

6) [R5 1 FiE I 25 uL DNA Frikaifb ik, IRy s B as BT e s, =i
% # 5 min.

7) ¥ 1.5mL/0.5 mL B0 MR B 05 B T4 L, RREIEIE S (49 5 min), /NOFERR BIE, R
ANTER SRR -

8) fRFF 1.5 mL/0.5 mL B0 4 20 E TRES128 1, N 200 uL S EERC 1 80% L BHE ik, =ih
¥ 30 sec, NOLFERR .

9) HELIK S,

10) K PCR B E S 0GB THAZE L, 10 uL RS RE IR AN L8, THREMSRER 2
MG

11) ¥ 1.5 mL/0.5 mL &0 W#EJ7 58 EHCGH, TN 21 Ll ddH2O, iR e HR 3 B F #  # J B R4 T 72
SRS, EiRFE 2 min.

12) # 1.5 mL/0.5 mL E.O0EHE EOEE TS F, fAERETEE S min), N0 20 ulL B
Z 141 PCR &,
Voo MCBBRETTLLEE, SRS RS UEAE T 4°C/-20°C, fRAET 20 C S RSV, RAOIET B8 IR,

6.4 SCPEY I

6.4.1 ¥ illumina “F &9 8 51 ¥)(% index) EIRMTR, BHRS, HEBOEETIK L&A,
6.4.2 K 2XPCR ¥ R G E TUK LR, BHyiRS, MESORE TIKESH.

6.4.3 WAL ML ERERT Y E Tk E, BER 6 Tk R:
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'
Ko EY KR
vl AR
R Y) 20 pL
2XPCR # $8RE 25 uL
D5XX Primer 2.5uL
D7XX Primer 2.5 ulL
Total 50 uL

6.4.4 1AM RBRVATSBGEIRZIRS), HEEE OB RMIEELEEE.
6.4.5 ¥ PCR &N PCR X, E173R 7 EFGAREIRE 105C):

RT ETHEER
BE Ff 8] (EEN
98°C 2 min 1
98°C 20 sec
60°C 30 sec X*
72°C 30 sec
72°C 2 min 1
4C o0 1

“UE: JEH POR MEF MR AR BN BN R AT %, BRI B F .
RS Y MR

DNA A& 1 pg SO BAEFR A S
500 ng 34
200 ng 4-5
100 ng 5-6
50 ng 6-7
25 ng 7-10
10 ng 9-11
Sng 10-14
I ng 12-15

*E 1: DL PCR G HUREIE SR = aifb J5 ¥ 3875 3 4
2 ERWIREY G, YOIGIERAAE RGN 1-2 IR
*V 3: FFPE [#MEFEECBErEARE R, Y IGia3rAE N3G 0 1-3 /MIEFE .

6.5 EEY M= HyLilk

6.5.1 Kf DNA Zr i aif ik ok AP, =iR-T 72 30 min. BT 80% L.

6.5.2 IR BUAE F RS MRS WK DNA 433 SEALREER IR S

6.5.3 1] PCR =4Il 50 uL(1 X)) DNA Zri& 4 mizk, ek & 58U R A R R AT R iR S,
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Yo
Z 1P E 5 min.

6.5.4 ¥ PCR ER BB OB THIRE, FREREIERE 5min), MNOBER B, HEREAZERIIE
ko

6.5.5 fFF PCR BIRZIHE THEIZE ., TN 200 pL HEERLHIK 80% L BEE i Ek, =R E 30 sec,
N FERR B

6.5.6 EELIR6.5.5,

6.5.7 ¥ PCR M E B0 5 B TR E, ] 10 uL BB R IR B 0 28, TR EMEkEm L2
PLE o

6.5.8 K PCR & MHEFIZE LEUH, I 31 uL ddH,0 553 TE Buffer, i iediR% o8 F £ i o e 4T
FROTRE), FEiRFE 2 min.

6.5.9 ¥ PCR BRI & LIFME T b, FAEREEE (2 5min), MNOFER 30 uLb EEETH
B, PR T-20C, B R B VRRL

6.6 SCEEFAL

6.6.1 1§ Fl Qubit™ 1X dsDNA HS Assay Kit 5% HAth [7] 46 0 R 7 56 S0 PE kAT & & .
6.6.2 ffiF Agilent 2100 Bioanalyzer B¢ Ath - Bt 70 B A SCEEAT I BE o0 #T

. RFEEH

SRS, AR T IRR SR ARSER, SMP=AER—aR, dskiiEkE, An
AT AR IR R, SR E S S U R, R R d s KA.
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