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PG13 58 DNA F B ik A& O E qPCR-FOGIRENED & & 1109 7€ SAT Il 25 S8 A il it 1) w 8] ot o
PR LR R PG13 15 EAIMIARE DNA Fr BN AR T I — 3B R .

ARFIEIEH 7258 qPCR ZOGIREHHOR, Wit 7 UMAE 938 J Bt (76bp- 132bp. 238bp- 538bp ),
T =R HTRES T PGI3 7B DNA F B/ AiiRoL. H RS NRE ., R, FRtk
SRIVEENE, BURARIMIRTE fg KT. ARFERES PGI13 EESH M CWEEE s, BAWREN
HERRTE . AR SR B A ANEERERR I 519 SRET AR, 38 Ik SR BERRAR I 45 SR B 6 X A AR B DL Sk
FURC AR AR AT 4%, DA S (B A PR SR HE

AR R S5 A AR 1015 F AR DNA BT & (REBRIE) BB, A L0 R
i PG13 5% DNA [k E 2.

= R RE RO

1. ER-2055°CH M F I, RN 12 4.

2. WU AT IKEIK FEIE 4, THRUR B-2045°CHt 7.
3. R B f

=, W& KA N

Hor 2K HCD0605-100 (100T) FAz
PG13 DNA E®Z% i (3ng/pL) 40puL 20+5C
2xqPCR reaction buffer 800uL =8 -20£57C
IC mix 100pL 20+5°C, #
PG13-76bp primer&probe mix 400uL -20£5°C, #E
PG13-132bp primer&probe mix 400uL 20£5°C, #E
PG13-238bp primer&probe mix 400uL 20£5°C, #
PG13-538bp primer&probe mix 400uL 20+5C, #E
DNA #ifilR 1.5mLx4 -20%5C

M. EANE (BFEESRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 4 HzhEH PCR 7 R4

fi. MR EFEN

—RMETLATE. 1.5ml TEICHRM .08 . qPCR L ITCHE LR/ \HFE 8L 96 FLAR . 1000pL 100uL.
10uL BV AR FH TG B IR B s RO AR Sk . 2 E B PCR A, FE B O IRIEIR A1
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(—) ZHa5REME (FERLERXD

1. PG13 DNA SEES% 5 R br v ih 28 1 i1 &%

FBATTEAIE T SH UAARKE RS A B, ERAR i, {30 A RN 85 B Ein i,
FEARYEXS BRIy 48 Fr BURIAR B SR TR R B B A A
FH 7 & A ) DNA R BECKs PG13 DNA JE & 275 i (3ng/uL)BEAT B FE MRS, FBERR FEAK I 300pg/uL
30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL. 3fg/uL, #KIKAT4 N ST1. ST2. ST3. ST4. STS. ST6. #AEUWIT:
(1) FiAFENE PG13 DNA & &2 M E T UK E5l 2~8°C R Rtfl, e emib/EamiRs), BEnEl,
BTk %R
(2) H6 SR HIMRIR P 0%, 3 lFRicy ST1. ST2. ST3. ST4. ST5. ST6.
(3) KRB N PG13 DNA SEESH MARICHN STO, BN EL, ERIEIRSIMX IR 10s IREHAE,
TR IR I B0
(4) f£ST1. ST2. ST3. ST4. STS5. ST6 EH 4 AN 180uLDNA FilEil, %K 1 AT HRBRAE
& 1 PG13 DNA EESE B#HE

e REAER WE
ST1 20 uL STO+180uL DNA Hikeiik 300pg/uL
ST2 20 pL ST1+180puL DNA FHBEi 30pg/uL
ST3 20 uL ST2+180uL DNA B 3pg/uL
ST4 20 pL ST3+180uL DNA FHBEi 300fg/uL
STS 20 pL ST4+180uL DNA Fiksit 30fg/uL
ST6 20 pL ST5+180uL DNA FHBEi 3fg/uL

VE: BCHIOARE IR 4°CHR L2 Al MG — K.
2. FAPERRTE NCS K&

HY 100pL DNA #BERINN 1.5mL KB E.0 8, Arid A BH MBS NCS.
Ve B NCS FRHEAS IR A — AT RTACBE, )4 B M 2 NCS 44k .
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(=) qPCR RNAREE (AFHERX)

1 AR PR () 8 822 0 R Ar DN RE i B, TF T AR I NALEL,  — IR 3 AN EE AL
S AL K= (BB 52 B2 2% 6 +BAVE R % NCS* 1 + RO B NTC* 1 +HF AR ) x3+2
2. qQPCRUEAERME: &ulfETIK Rk, RoRbERS, %R 2WE, MABEA R,
# 2 qPCR PG13 -76 X itk &

Hor BAER
2xqPCR reaction buffer 15uL
PG13-76 primer&probe mix 3uL
IC mix /DNA Fifil 2ul
FEA DNA GERZH i /NCS /NTC /Rl i) 10uL

#£ 3 qPCR PG13 -132 RNAER

Hor B AR
2xqPCR reaction buffer 15puL
PG13-132 primer&probe mix 3uL
IC mix /DNA FiRR 2ul
FEA DNA GERESH il /NCS /NTC /Rl i) 10pL

& 4 qPCR PG13 -238 Rtk R

Hior BHAAR
2xqPCR reaction buffer 15puL
PG13-238 primer&probe mix 3uL
IC mix /DNA FBH 2ul
FEA DNA GEEZS it /NCS /NTC /FHUEE dh) 10pL

# 5qPCR PG13 -538 R Ntk &R

Ao BAER
2xqPCR reaction buffer 15uL
PG13-538 primer&probe mix 3ul
IC mix /DNA Fifl 2ul
FEA& DNA GE®R S % i /NCS /NTC /AFIIEE &) 10uL

N IC BB EHATR T EA PCR BAMHIY, WIAREHEMA . RN IC mix, 7 MFRREGRAIKAN 2
FHRLAAAR
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1. fE %l PCR SN PCRSE HH Al il 10ul ALPELFHIFEA DNAL NCS. NTC. #iEERS
Hih, R 3 R RN B .
2. Wit EIAROEE, R G
3. FERBRNX, BAMMKZOE PCR A, 1CRAEAIRIBINT .
K6 FF bt SRR B E R

B 1
MIX-76 MIX-132
A STI ST1 ST1 S1 S1 S1 ST1 ST1 STI S1 S1 S1
B ST2 ST2 ST2 S2 S2 S2 ST2 ST2 ST2 S2 S2 S2
C ST3 ST3 ST3 S3 S3 S3 ST3 ST3 ST3 S3 S3 S3
D ST4 ST4 ST4 S4 S4 S4 ST4 ST4 ST4 S4 S4 S4
E | ST5 | ST5 | ST5 ST5 | ST5 | STS
F ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC
R 2
MIX-238 MIX-538

A | ST1 | ST1 | STI S1 S1 S1 ST1 | ST1 | STI1 S1 S1 S1
B | ST2 | ST2 | ST2 S2 S2 S2 ST2 | ST2 | ST2 S2 S2 S2
C ST3 ST3 ST3 S3 S3 S3 ST3 ST3 ST3 S3 S3 S3
D ST4 ST4 ST4 S4 S4 S4 ST4 ST4 ST4 S4 S4 S4
E STS ST5 ST5 STS STS ST5

ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC

E: ZonBlH ST1I~ST6 FRRKM I 6 AR PG13 DNA FruEfiZk, NCS A 1 MHMEFE, NTC A 1 AN TR, S1~84
RFFIEEA . BN 3 NMER AL,
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(F0) PCREH CRWIX)
1.qPCR FEF iR E

BL ABI7500 A

(1) BrEsess, EFE-Absolute Quantification”.

(2) HINSLIGAFR, PR e E80, TagMan reagents F Standard .

(3) IEFE PG13 i O HEE Ay FAM, ¥ KEEHF]4 None.

(4) EFEIC (k) REZOCRHN VIC, #KEHN None.

(5) ZHFIEHNROX (AiE) .

(6) W PCRAX L, ¥R 4 WEW MET, RNARFER 30uL, FHHiET.
% 4 qPCR I MFEFF

BBt BE i 1] TEFE
Pz 95°C 10min 1
95°C 15s
N 60°C 30s 40
72°C Imin

¥E: (D #9250 5 AR HT I HLAL EAT BB R BT
DIC EZ I R A R AW RIS R 3, ATARE 9250 3 1 B e PR 75 R
(D#EhF PGI3 FERIIKE R, H1F PCR # BMTES+ 2L, PIbs IC 1 CT MK, WS IEH 1.

(F) R

LA ABI7500, #AFhCAS 2.4 )

1. #riksE: W E B E(Threshold=0.2), FEZk(baseline)y 3~15 FEIFEUAXZSERINIELL, EHEY WL R T
EH.

2. 7 Plate THCKRAERT LI E NS, FF1E Quantity 4 7| ¥ B FFEBAEE A: 3000000, 300000, 30000
3000, 300 30, FAH fgo ARVEARME ML HAFNRE AWK AL fg/10pL, A 7ERTIHR 55 #5008
pg/uL, X fe/uL.

3. EEWMEIZ R? 5 IR SR G IR AR 2 € R ifE 9 : R2>0.98, 3 203 Eff%: 90%~110%.

4. SALIE Ct{EAmZ<0.5, ALY DNA FrdE S A1) ACT {ENAE 3.1 2 3.6 G N mifrERtE, ol
DAAR IS DNA R B R 4G CT 3T 5L g

5. X TICBON B NTC FIFAPE T # NCS R, H FAM JEIE 45 RS %2 Kk (Undermined) B K
Tae/MrEfiZe (41 ST6) ) CT fEH+3.

6. # Ct (S6) +3>Ct (NTC) , RUMKRAFAETGYY, FHEHLK.

B SRS EENRS %, BART Rl SL 5 U R AT B IR A AT B
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. ERFEH

L ARG OLGERHIFAEA, AOH) TIPS, ) 8 20D 5 98 07 K S 0 AT 3
2. Bl A LR SRR A b BT B

3. SRERHAMES K. ALK, R, R BT RS TARIR: Hefridh
BITARRR, W B FASFRTE, EOMRENE A, LA, BT

4. SUSTIA I R B e U, FRREREDILIER LRI

5. SCHL R AR A SIS Y TR £ BB HAS  SLRI T 10% 0K SRS 759 I REALEL . ekl
JEBISLEERE LIRS, FE IR LA 6 R A FhSao i St (7

6. TR BONIBA, A FHIH 6 R A

7. WRET ARS8 7 R, (RN

8. 0 THEG PR UE ST ER AR, KR SR 6 AP, S R BRI FEA
A B CAE T 1B MR 52 A P, R 6 D PRI RO BB TRk 74T BT 0 0 55
B, SRR IR ES BRI T A HCERER, T (UL e
Yo bR BN R (BT BT

. RFFEH

UG T, MG T IR IR BN ARS8, B E i — D1 Ja R, seii &, AAH
BEAT DT, ARG R, SEIRE I S U AR, R IRt se A kA .
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