Septin9/SDC2/BCAT1 Z K FF FEAL K WA & (PCR-RIEHRET
%) BT

[™=maHK]

B AFR: Septin9/SDC2/BCATL H: K H EALAG MR & (PCR-%IEHRENED
[ 38 ] 30 A&

[FiHIAZ]

AR T Ah s A N AhJE I 2% - Septind. SDC2. BCAT1 & [K f) F
b

Jos NN I ALY Septind. SDC2. BCAT1 J:[A Al LBt DNA HRFFy 18
BRI R o A R0 A T I PR B I S Y B A I, A DT AR I A 22 B B R 2 I
DR G v i B s W A6 5 B S Bl s B, ASBRAE AR R W S 2 AR, ASRER T
TN BRI TR A o AR SR A S5 RV 5 L T 1R e B2 T I R R I 255

Septind (AEF 9 2= EATH RIS EGEND septin KEW R Z—, |
PARET NAZ0 i, BA EZW Mg asiE A, R ERA0IE st 5 45 5 1) R AR %5 )
FHXK. SDC2 (ZELAE LI RME-2) (E4i R 7w Mgk, S50 RGH. T
A0 -2 AH ELAE A, T DB 2 Rl a2 i i T . BCATL (B2 2 IR 5 7 Il
D NI MYC EE RN MR —, HRWBAETER TS Wit (558
W, BEMRRA. R, 45 EWE B E MK FEA T Septind. SDC2 & BCAT1 — %
(RS 30 7 DX 3 52 v B P Ak o HR AN AT S IO (R S 52 B0 ), DT s i 5 TR 11 1 3%
15, FHE A DRk k.

[R5 FEE]

FERUIML I H (3725 DNA, SR 5 B WP BRI 6 3 AU A 28 W SRk 1) B, e it A 3
SRR A PRIGEE TR £h, R A HA R A 1) PR s v U AN 2 e PR P R e At o ¥ W R R A 1
] DNA (BisDNA) i & PCR ¥ 14, PCR N H 540, #RERE X 43 H FE A0 FAlE H 3
g, IR AR EIY 1, S5 L Septind. SDC2. BCATL J&[K 41 4% 57 1t
GEA TN R AREF AT LAFE PCR N P& — MR I 64k 55 %1 . A SR ACTB (B-
actin) FEFH TIPSR DNA 225 25 .

[EEHBS]
WA 5 FEBS R CE
1.PCR RV ifi #JE3) DNA KA. dNTPs. MgCl2 0.6mlx2
2. 51 IRAE T 519, BREF 0.24mlx1
3P R ANKEEEZ DNA. BSA A TE 4.2mix1
A BV RS %%Eéﬂ DNA. Hela 4ifi3% X141 DNA. BSA Al 4.2mix1

PURsAIAFEM R AR & AR, (EXHZSR AR
® [T ES DNA SR UM LRI sh e AL iRl & (R A4 iR IRIEHGR; &5
T BB 20180004 55 AFIARR: AERCTAC T R IR A F]D;
® LKL
® 15 mL R E L A BIERE, TCH;
1

® 15mL E0E, [T A BRI E Y 1) % B 5

® FLyigy, BFE 1ml. 200pL, 20uL A 10uL FRA%

® RV ARIEREL I ks

o kMR iA:, WLIAELEE B, K 15em, AT E1% 5mm, REWEL 5 mL ik,

® i )I5E;

o [HEEHERH;

® 8IHE PCR & KA s

® XM%&: & EDTA P &EF M AT KXIME (BD Vacutainer®, 6mL, [E #E it

20152222083), BliFE DNA RIME (FEmthkad, 5SmL, J5biiE#E 20192220059, 5%
Streck Jif 5 DNA % Ifi % ( Streck Cell-Free DNA BCT®BLOOD COLLECTION
TUBE, 10mL, %5 218962),
[EF&HRBRH]
1. WRFIET-20£5°CHEM, BARIWN 1240H.
2. VMBS MR, ARLR AT EAREIRH . B R GR, &Z kR 4
Wo TEFE—WHGE, A FRFIFE-20£5°Crl {78 6 Ji . AEr= H A &H RO 7 W EAR K
I AR A .
[EAEE]
%41 PCR 43#T £ 48 SLAN-96P. Applied Biosystems 7500, Roche Lightcycler 480.
[FEAERK]
MR AR AR 3 DL 34T
A IMRE
%JI[L% 5ml.
o XIF¥: XM EDTA HiktE s sml kil (E2 KM%, BD Vacutainer®,
6mL, HEmkyEdE 20152222083, Hijif 2 DNA R, BEAML, smL, JR0RITdE
20192220059, Streck % 2 DNA K I &, Streck Cell-Free DNA BCT®BLOOD
COLLECTION TUBE, 10mL, %% 218962).
@ EDTA H2 K ME R P RSLRI 0 B K, AR SR 73 B K,
NTE 2~8°CIRAT, PRAFIS[AIASEE I 4 /NEFs A8V S DNA SR ILE R A5 LA v DL IR
TRAF 4 Ko AFUKERIEE
L3RS PRy 1) 28 L 3% PR A
o IR ELHLRME (U5 ThaE, CABTIEREIR M40 E
® OB AR 12 08, B0/ 13502450rcf. MBSO ECH R, H—
ADFE N — IR E M R R B R G T FHERH 15ml ZO0E .

® .0 MAE 12 Jrdd, B0 f) 135050rcf. FHFTIH— IR ER A 2.0ml ML AFrid
U B IR R ) B O

® [l KA AT LA-20£5°C F RAFANEIE 30 K 1E 2~8°CAAUAELE 12 /N IR FEAAN
CIRVS

- MRS DNA SRR AR 2344k

® (AL AR BT BHE A IR A A AZ IR FE DGR (ot B Mg 20180004 5), &%
FRIREGAAN AU PR AL, WARR 41k . BisDNA FEA TS LL-20£5°C N RFEAGEIT 4
K, FTLLTE 2~8°CAEM AL 16 /N . BisDNA X ] il 1 7.
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[R5 k]
1. M3EHE DNA REUK WAREE 254k

P IEAZ R PR B FT S UL PR E . IR ik 2ml Mg 2ml FidE &) U
DNA, 375 35U WHiER b1k 1) DNA (BisDNA). SAFEANNE 34 PCR B1L, THi
FREh ALY DNA (BisDNA) HEHRAAFIARFE DT 32U

i AL A BRI B A BR A A RZ R TR BGAF (it B M4 20180004 5), #%IR
PR A B BRI R
® AL

Vel AERRT, SR AR, I 40ml To/K L BEHA TR R

Vel B R AT, AU TARZERTN, I\ 65ml Tk LB T R

R ACREER VI IRAE I, DA 2RI B8 58 1~2 S0 B L REBR 78 53 70 B
o Ziff

4 2.0ml MLIRAEA S V2 B F AR Ic i 1 15ml 2508 s I 3.0ml 247K DL.
EEBELESR, WERS. fELEETRREKESSR L, SERPE (KL
10~20rpm) JiEkk 20 435k
® DNAZH

¥ 100 BERR CEritEys) wing) 16ml B0, 5 %E08%, BiEES) 5~6
Wo EEOEE THRRRERAZE, =iRP#E (K2 10~20rpm) gk 60 438t .
® DNA ik

# 15ml B0 HCE TR 128 BV 1~3 438t N0 B GEEA TR ER,
Bl EERRRE 15ml BB A TR IZ8 Do B MR REA R R ERAS R R 12846 35
2, EE BRI 15ml BN, 0N 2.5ml Z R IR EEE 5 5~6 K, BEHTN
B 158 AT HEER 42 B85 . W ASREE R B HEER, WK 15ml 2.0 8 B T 55°C
(50~60°C) 7Kift, 10 7%f, JCEWE 128 F IR HEER 7Y 55

I 1.0ml BB A, TRIERSIFREERAIIR A . F— IR R RS I MR B R R
ZFRICEFI 1.5ml B0 T . BRI B MR BRI, B R 1.5ml E O
B,

#o1.5ml EOECE TR LR 1 48, ANOIRFERTE AR, T AN B R
o
HE RO 15ml BOE., ME 1.5ml BOEER R EEHRWRK 1L 48, H
10~100 FE VR A8 )RR KRR R RAA

B B0 CE =T 10 438
® IR Eh LAk

—WRIA BT R REER RN 180 |l SRR 274 W, 20 W (R, EERIER.

B EBUHRER S PCRE, HEE T PCRAUT, 85°CIHIRWFE 45 70%h, i al LME
P AR R I 8S, REIRY . 45 08h)E, SRR OB .
o 4if

B LR H R R NS 1L5ml B0 . EEOEFF N 600 ZAR
DL, 300 /K ZF% (5% 400 PRl B) . TlEiR S .

BB E THORER RS2 T, RN 10~20rpm, B E 15 205

HEEL, BEOEETHIZE L 5%, DNOWRFE Ak,

3

® N IRBEG

B MBE TSR EEUR, NN 10004 R A. IREIRSIEERIER, BEEE L. H
BEE TR 1 %, NI BT A
® T IRBEG

W B0 ML AL EEUR, i\ 10000 Heil B, iRieiRSEEMER, HE L, K
TEUBRN TR LR EOE . BEOEE TS 1 5%, DNOWFIER
N
® E=IRVEE

W B0 ML AR FEUR, i\ 10000 Hei B, iR ETR S B EEER, F5EE OB O
B BMBEOEE T 1o, NOWFITERE. BEE0, BEO0EE T4
147580, F 10~100ul a8 )R 2B 25k RAA -

® [T
FSOEEE, SEHHE 10 0 CEER, REEY.
® Ut

BEOEBELH T, N 30~100p0 BEME . m5iF B0, iR 5] R
Bho BB OB MNIERIES 28, =i, 100#0rpm E% 10 704b. HE S0, B0
B4 1% . H 10~100pd #2328 ¥ Ve L A2 BT I 20

DNA H & 57 38 B 155 & A % i 1247 Rl 2220 75 22 10ngDNA, A8, ACTB Ct {H
2253 [ N<35.0.

2. PCR &l

it (ERIGERIERT, NGMIEAESE PCR 20Hr RGEHIE Uil 5, HARAAS R

WA,

a) PCR Tl )z RV I #E %

©® RIS N FEAE, flifk PCR NI IR EW . WWiEIRA] PCR M 10-15 70, fi
B

® 534~ PCR [ 75 B 1250 PCR MR 251 514078 A 2 LB ¥ A B AR AR () PCR
SNRAN S PR A I B0 . JREIRS] PCR T MR, RO, HEEER
TR,

VER: PCR SRR 5| 9078 &3 F 52 Bear B 7

b) PCR RMAR#E%E

@ % 150 PCR il S 3 48 3% 52 47 8 BeHE PCR & b, In A\ 10 (1) BisDNA % PCR %
X ML FLH

® A m &, 1000100rcf 2.0 1 7r8h, RS TMRAE R A B LMW, %
JE i) PCR & A 7E 2~8°CH B ANt 2 /N,

¢) %A PCRAMTARZ SLAN-96P L4l

2.3.2 PCR RFENE

PCR Tl K MR AL B ROX B & gy k), Septind EHL FAM %% )iliE, SDC2 iEHL
JOE #OtidiE, BCATL LML Texas Red #OtiHiE, ACTBIEH Cy5 #iH, 1% 1 PRk
BN

x® 1 RNFEF

iz R BE i [ WAESHE VR
BB 1 EAL 98°C 5 /34 1
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95°C 10 ¥
M 2 PCR &3 63°C 5 b 45
58°C 30 X
FrEt 3 P 25°C 10 1
T XARER UM B
232 iR E

IWHEATE R, BIELL AR SN E107/MER, K SEBCNEC18MER, WE
Septin9. BCAT1 [®14 0.03, SDC2 [&/{# 0.05, ACTB [&{H 0.05 CH] L HAR BT 1k
WD
2.4 Applied Biosystems 7500 PCR £%_E#l
2.4.1 PCR RN MR

PCR il e Myl AL 2 ROX sl & 4ek}, Passive Reference ¥ & 244 N “none”,
Septin9 &L FAM %¢¢GiE1E, SDC2 #H JOE “JGiHiE, BCAT1 &L Texas Red %% il
iH, ACTBIEHL Cy5iliE, & 1B RNAZT -

2.4.2 B

IWHEITE R, BHIELL AR SN E10MER, K SEBCNE<1MER, WKE
Septin9. SDC2 #1 ACTB [#{& 6000, BCATL 1 8000 (AJHLEAARILHEAT )

2.5 Roche Lightcycler 480 PCR % _E#L
2.5.1 PCR RN & N#

M E, X Detection Formats V8% tiEIE: Septind (465-510nm) . SDC2
(540-580nm) . BCAT1 (540-610nm) . ACTB (610-670nm) , W 1 7k B e MFE
o
2.5.2 kMR E

IIMT AT B E, EFE<Abs Quant/Fit Points” /> HTiZ AT 45 B, K Ik i ih NS
“CONIEIR, & N1 NMER: Noiseband #%y Auto fiz; %E Septind BIE A
0.7. SDC2 /{& v 0.55, BCAT1 1t A 0.45, ACTB ®{E N 0.15 CRJ#L AR I HEAT 3k
W
2.6 PEE

4 PCR H¥iE U LA txt BE excel A, tHEBANIER 3 NE L CHEF AR P
EFEAR, TR P E A I A
[ BH 4 745 )

{1 Septin9/SDC2/BCAT1 H:[A FEAL KM & (PCR ZRIGHRENE) Xl PRAFF 5T
FEAHEAT Septind. SDC2. BCATL J:AAall, {8 A& PETHE A8 CtEIRS
FEARREGE (P1ED, FrAFEA PEIITE 0 UL L. AT RERA S, HHSM%E
MBI E (ERMER G5B RZ 2Z) RifhE i & iE M = 58U FVRs 5 1 BT B 1
Cutoff . i/l ROC V@7 IHE, Cutoff {E 4 1.2 B HERAVE AR -

SRS A FER B, 77 i B HEAT A B T AR AT B 5 DNA S XY ACTB
Ct{HZ# il §<35.0.

[RS4SR AR ]
1. s sV RE R

B R e LA B PE R, HE4T 3 Wk PCR 47K, Septin9 A 3 ¥k PCR KNG

Ct 5 *F#5 Ct>43.0, SDC2 (1) 3 ¥k PCR % JG Ct 5] Ct>43.0, BCATL [1J 3 Ik PCR
5

SN TG Ct B°F-15 Ct>43.0, 2 ACTB ¥ 18 il £k IF % H. Ct<35.0, PfH<<1.2.

FHPE B 32 A 1 e PH M i A, 3547 3 IR PCR “PATIINK, 4594 Septin9 [)-F4
Ct<37.0, SDC2 [J-F-#4 Ct<37.0, BCATL (V14 Ct<37.0, [FIfNZS ACTB ¥ 3 ik IE &
H Ct<35.0, P1{E>1.2,

2. KUl A

WHEANFEAREST 3 ¥k PCR AT, 115 Septin9. SDC2 fil BCAT1 £ [H 3 M AL
Fh CtiE, HAPEAEEILY Hrf, Ct{ExE N 45.0.

T AN R DA B YRR bR, TIAREG R ML, AR EE TR

TR 42 i 2 UL _E YR REFRARIN, AR PR AE AR (R4S DU 5 5K 50 W [ B 4 =

FHPESS B AR IREA ACTB 1) Ct<35.0, LA P AE>1.2 WIS ke A A BH 1

FAPES B fFIREA ACTB 1 Ct<35.0, FEA P <<1.2 NI REAS g BH 1

TR R ACTB (1) Ct>35.0, ULEHARRGE R AT RMERBENEE.
R 5 5 B R BR 2 1
1. HBEH RS2 T .
2.1Z 7 W A RO R X T I 2 % 25 DNA RIS 1 EDTA HisER M .
W e 5 A A R
3% i A A R 20T PCR SEES IR A E 2 o
A 1T 45 B A I AR T RE S b R DNA [ BT AT REAZRE S ISCEE LR . RE AR 7F
HRL WAAMEE R CER, e LRSI, A FE MR MK
il & AT A 35 N % R ELRBEA T, LK sem kel o 5, 5 350 90 1k s &5 2R
5. T MKFEA S FE DNA &K 55, NG DREARER] 1IRE b8 A
PRAFFEAR, BNFZmR I, &R S g 3.

6. HHT¥ 1 IVILGH DNA SRR, S SE0EPA B o SR 5 G0 A I R 455 1195
ge, BNEGIEY PG R =B A PSS .

7. AP ANER T s . TR SRR A . A B A S .

(7= iR fatn ]

1. PEREERE RS

1.1 VA2

HERFIIM R, FriciEdE, T, ARG, WRsIEEYW, LIiE,
Y. U RTERE R, WA, SR SOHE .

1.2 e

FHPERF & 2. KM 3 PHIES % 5 (P1. P2. P3) , %% 5T 3 Ik PCR P47
MR, 4554 Septind “F-#5 Ct<41.0, SDC2 V¥ Ct<42.0, BCAT1 *F#J Ct<41.0, [FIKf A
Z ACTB ¥ M4 fli 2k 1E % BT Ct<35.0, P{E>1.2.

IPEREa 2. Bl 3 irItES% 0 (N1, N2, N3) , &45% 0T 3 7k PCR *F
IR, 5558 Septing f 3 ¥k PCR & Ct 5k *F-¥ Ct>41.0, SDC2 f#J 3 ¥k PCR & Ct °F
¥J Ct>42.0, BCAT1 i) 3k PCR & Ct 5i°F-}y Ct>41.0, NS ACTB ¥ #¥4h £k 1EH HF
) Ct<35.0, PfE<1.2.

TE = Fpid LAY b = ANAS R R R R G0 BH A 22 5 R B 1 225 g AT Al
FAERME DL RS EoR . 7E =RE LAY A5 = ANAS R0 K A7) S5 06E B 1 B A s A
FIPEREA AT RCI, B R 26 S IVERF & 2338 9 100%, #ERRTHE N 100%. 7E —Fhid

X T HE LA
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FAMLZY _E A F = ANAS TR 2k R 7 8 X6 A ()9 B B A [) FR 4 LB AR DNA JEAT 6
T, A AERETE N 100%.
1.3 REE

il 3 AR S5 (L), BHmS5 T 3 Ik PCR-FATIRA, 4554 Septin9
35 Ct<<45.0, SDC2 f#°F¥ Ct<<45.0, BCAT1 H°F¥ Ct<<45.0, [FIfNZ ACTB ™
k28 1B w HAPY Ct<35.0, P{E>1.2.

FEIMK DNA WEE 0.02ng/pl I5F, A7 Gk i P AE A FH A B4 PR A 0.2% — J& 4]
1L, 0.5%H7 SeptinQ MAEE[A FHIEAL . 2%/ SDC2 HEILE F 3L AT 0.5%I BCATL H#
I IR A A
1.4 HEPRE % B

A HEZ% N 1. 12) , BFS%ERETESR 10 XKilll, 4588 P E>1.2,
i N2 ACTB ¥ il 28 IE % H Ct<35.0, iH5Frill#3 Septind. SDC2. BCAT1 Al
ACTB [f] CtHIIA T R (CV) , BINAET 10%.

i = ANAFREK AR &, 75 = Fhod FATLZY 1 o AR 56 BH 14 AT S 1k i SR AT,
AL EUEAL S DNA & /% Septind. SDC2. BCATL 1 ACTB JERHF 1 Ct{i A7+ &
HIIAET 10%. —/MAFSLEG A DNA $2EUE M Septind. SDC2. BCAT1 f1 ACTB
B CtHERIA R R (CV) , BIAET 10%.

1.5 faE

WG E T-20°CE5°CIRE 2 A RINW 12 MG, g RRAFE 1.2-1.4 (500
FEbRER .
2. HEFH

TFHELWER, AT EEUTTHY: KA E1L DNA (150ng/mb) . HL %

(0.20mg/ml). ML&E A (10mg/ml). Hiyl = (12mg/mb). &H (MEAHEAH,
120mg/ml) . ZL4H M0 (0.4% viv). K:EDTA (20mg/ml). JH [ & (5mg/ml) . JR R
(0.235mg/ml> FIFZFE (10mg/ml), K& 45 5T 500

WIIRIT Y, BIEEREY . R DINIE RS . WIRWE . B, 44
. mIEZ . Zwdy. BRASER M IR, S INg R m .

3. XXM

A XS N 36 AIE e B AR A I TR RE A (0 S5 S R e L 85%. X T R AR
PHEFEREE (BRTE NS, 5308 HREE, FErEiEs 80%, B~
i GE R R S B e A I . AL TR E A H . BE . BIRE. B
i FE N R e A 80%. Al [ B G S 1 B LG LD BE ARG AN R O
TRV 90%. Al H e i R AR R R T 85%. 7R SHOX2 Al

() RASSF1A J:[A H B AL It e AR o, Aol P S5 1k ik 90%
4. IERIARE R

1E 3 KGRI A LA 58 Bl R RS, IR RB S N A BFE A 1321 9,  DAIGIR S
FRAELE XL, RIS RE R AP IEKR R EE N 84.75%, Fi5FtEN
94.22%.

[EEFHH]
1. LEFEFRFEM
1.1 B 670 B AT 75 o 2~8°CHfZR »

1.2 TR I 53 12 W, A D37 P B 24 2 TLZE BRI A PO PCR Il AR Sk 56 58 ) 22

13E5EEk S A, PCRIIN HBIANTFEF, T4 H DaEFHF, URiEmRIT%.
PN E TR BAT ALY, A G NAR Sz . ARl R R

TERAE RV GIR, AR A AR BA W) 2 bR RN B R W 22 e B 3P S5 A I A R A

BEif sk AT, AR A N AR AR AN 2 32 BV R AL UR A B2

[An iR B RE ]

{ IR EIET 8°C [1i] BEAER BT
TRAMS WTEEST 35 N/ WA R RIS
11 Fl_E v S
25 | mm A |
[controL]-] | BIMERTHR BRI
[ &% 3CER ]
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EMNEF= A FR: A6 S A BRI R AT BR 2 7]
fERT: dbRiT &P XRHEIE X (iR B 10 5 2 SR RE 32 302 %, 92
9188 =

BRI
B J5 55 B A4 R
AT

Al JbE TN BT X B X AT R 10 5 2 S&ILERECE 32 302 %, 1t
T BF X MR 37 5 10 4 2 5-4-2-01
BT AR PR VR AT RS
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