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PG13 5k DNA J7 B #ridif & CUE qPCR-ZRIGHREE) 2 L 71 5E BRI - 28 A= W] it P o 1) o
FRRAH AL R PG13 i R4 DNA Fr BN AT B — 3k & Flaki &

RRFEIZH T2 HE qPCR JEIREFEIR, Wit T Mﬂlﬁﬂﬁ’]?ﬁi‘}#ﬁiwabp 132bp 238bp. 538bp) ,
T &R ARt PG13 7RE DNA J BRI/ iR, HESRIRGE . RS . Rtk
SRR, BARATIIR AL fg KSF. ARFIERIER PGL3 EESH M R E E FArdk &, B
AR o AR B B B AR PEREAR R 517 BRET SRR , 38 I AP B ke I 45 SR BB A% X AR AR SRR LA 2 i
FIRC R AREAT 4%, DA S (B A R4 B HE

AR R S A AR 178 FAMIGREE DNA FE 5 AT BT & (BRI BCE/R, A SEB R i
H1 PG13 5% DNA [k &

=, fEEFR A RAE B

1. 7EBEG-2045°C o6 T higfE, AW 12 M H.
2. WER BT UKEIK &I, FFI G 8E-2045°C At A7
3. Faitts . ArFH LML S

=, WS KA S

Hor B TRS0605-100 (100T) | TRS0605-020S (20T) Y3
PG13 DNA E&EZ% i (3ng/pL) 40pL 40pL -20+5C
2xqPCR reaction buffer 800uLx8 800puLx2 -20+5C
IC mix 100uL 50uL -20+£5C, #
PG13-76bp primer&probe mix 400uL 200uL -20+5°C, #
PG13-132bp primer&probe mix 400puL 200uL -20+5°C, g
PG13-238bp primer&probe mix 400uL 200uL -20£5C, #k
PG13-538bp primer&probe mix 400pL 200uL -20+5°C,
DNA FiFE 1.5mLx4 1.5mLx2 -20+5C

M. SR (BFEERRTD

ABI 7500 Real-Time PCR System
SLAN-96P/S 4=H#EH PCR i R4

fi. MRBEFEM

—WHETLAFE. 1.5ml TR KR 208 . gPCR £ HE B EHE )/ \ BeHEE 5 96 FLAR « 1000pL 100pL.
10pL FE 2% A1 B ARIR B A 8O3k . 286 E & PCR AN, BB Ol IR 511X
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1. PG13 DNA SEESH R B R v ih 28 R 1l &%

FBHTEFET SF UM ARKERS BB, AN, {aAXNARERY 5B Err,
FHARIEXT RLY 48 Fr B R THE R B B AN B
JHARF 85 P ) DNA R BSRCE PG13 DNA 5E B 25% 5 (3ng/ul)BEAT 16 FE R e , BB FE 4K ¥l 300pg/ul -
30pg/uL. 3pg/uL. 300fg/uL. 30fg/ul. 3fg/uL, #KIKAr4 N ST1. ST2. ST3. ST4. ST5. ST6. #AEUIF:
(1) HIRFIE M PG13 DNA & &S H B Tk [ 2~8°C Nalfk, fFrcafib/57eriRs], B,
BTk &R
(2) W6 ST AR B 0, JrnlbRidy STL. ST2. ST3. ST4. ST5. ST6.
(3) BRFE A PG13 DNA B Z% bric N STO, W0, FEIRIER 21X EIRY 10s IR & HI5))5,
VR R 5 0
(4) £ ST1. ST2. ST3. ST4. ST5. ST6 &4 AN 180uLDNA Wk, 443 1 AT MR R4
& 1PG13 DNA B ES% B

WY FRARER WEE
ST1 20 puL STO+180uL DNA ikl 300pg/uL
ST2 20 puL ST1+180uL DNA Hikeii 30pg/uL
ST3 20 puL ST2+180uL DNA ikl 3pg/uL
ST4 20 puL ST3+180uL DNA B 300fg/uL
ST5 20 puL ST4+180uL DNA ikl 30fg/uL
ST6 20 puL ST5+180uL DNA B 3fg/uL

W FRIRO RO 4°ChLE T -
2. BIMEEIE NCS &

HY 100pL DNA #BERINN 1.5mL AR .08 3, bric ABA T2 NCS.
YE: B NCS FIRHEAS IR A —EAT TR, )4 B M i 32 NCS 4tk i .
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(Z) qPCR REMFRE CRANMESR)

1. FREEFTER I E S5 R S R, TR OSALE, — MR 3 M E AL,
SN L= (B E T2 16 + [ P55 NCS*1 + o B 6T I NTC*1 +435 T B ) x3+2
2. QPCRUARAHE: HilAE T UK Laf, 7ami5IRY, %R 2EHE, MAZIENRBALF.
#* 2qPCR PG13-76 R Btk R

Aoy LR RN
2xgPCR reaction buffer 15uL
PG13-76 primer&probe mix 3uL
IC mix /DNA #fi 2uL
FEA DNA (GEES % INCS INTC /AFIIFE &) 10pL

# 39PCR PG13-132 RNA R

Hoy LR
2xgPCR reaction buffer 15uL
PG13-132 primer&probe mix 3uL
IC mix /DNA # R 2ul
FEA DNA (GE 8275 il INCS INTC /55 IIFF i) 10pL

# 4gPCR PG13-238 R Bifk &

Hay iR
2xqgPCR reaction buffer 15uL
PG13-238 primer&probe mix 3uL
IC mix /DNA iR 2uL
FEA DNA (GEES % i INCS INTC /AFIIFE &) 10pL

% 50PCR PG13 -538 R Rtk &

Aoy LR RN
2xgPCR reaction buffer 15uL
PG13-538 primer&probe mix 3uL
IC mix /DNA i f 2uL
FEA DNA (GEES % i INCS INTC /AFIIFE &) 10pL

AR IC T E RIS FEA TR A S PCR NN, FIHRYER ZMA . 4R IC mix, w MBS KN 2
EIVALN A
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1. fE/r30F PCR M PCR B 43 AN 10ul AEEEFIFEA DNAL NCS. NTC. FhEE &S
Fiin, K 3 AR R ARR .

2. DhBFEEREE, R

3. FRBRMX, BAMBAZE PCR ASIAXA, ICRAEAFRBUGT -

K6 FF SRR B E R

] 1
MIX-76 MIX-132
A | ST1 ST1 ST1 S1 S1 S1 ST1 ST1 ST1 S1 S1 S1
B ST? 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 STS STS ST5 ST5 STS
ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
NTC NTC NTC NTC NTC NTC
R 2
MIX-238 MIX-538
A ST1 ST1 ST1 S1 S1 S1 ST1 ST1 ST1 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 ST5
ST6 ST6 ST6 ST6 ST6 ST6
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC

VE: Zonflt ST1~ST6 Rkl A 6 N E R PG13 DNA FriErIZE, NCS N 1 AMBHMREE, NTC A 1 /NMEAR IR, S1~S4
RFFIAEA . I 3 MEE AL,

P

ZHAKERNRBRATE
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QD PCR}'TIEE R IX )

1.gPCR B E

BL ABI7500 4

)
)
3)
(4)
()
(6)

H:

sz, %k 4F“Absolute Quantification”.

BINSEIGAFR, iEPRbRih 2 B, TagMan reagents F Standard £,

IEHE PG13 # & 9L HA FAM, MK EEHTH None.

WP IC (Alig) s 9OEIHDN VIC, KRy None.

Z N ROX (ATHED .

PG PCRAY L, %R 4 WEW TR, RMNAAPIES 30uL, JTIRIET.
# 4gPCR RPNFEFT

BB BE b ] EER

A 95°C 10min 1
95°C 15s
EH 60°C 30s 40
72°C 1min
Q) % 5256 % TR A i FH LR 1647 50 B S N TR
@IC T E W IMRF A R B A ) e i PR 2%, TAREE Seit = ol ik B s E
G4lhr PGI3 fEFIKE T, H1T PCR M4+ RN, WK IC I CT S, B IEH 4.

(F) &R

PL ABI7500, #KAFRRAS 2.4 -

1. M. %EBIME(Threshold=0.2), FtZk(baseling)ly 3~15 {HIFEUXARERINSLLE, EEY WML T
.

2. 1E Plate THHCK bR M 26711 B A“S™, FELE Quantity 737l 15 B FBAH ) . 3000000, 300000, 30000.
3000, 300. 30, HAAN fgo ARIEARIEMNE T HAFMAE AW BALA fg/l0pul, AT 7ERTIHR 5 ¥ 5
pg/uL, 5L fg/ul.

3. A EMrAEMZ R? 59 MR R BT AR e rdE th 24 bRtk : R2>0.98, 4 1 A0 Eff%: 90%~110%.

4. AL Ct{E W #£<0.5, AHALI) DNA brifE St Z (81 ACT {E8AE 3.1 % 3.6 KGN . A IRAERTE, W]
LIRS DNA ARtk it )56 CT E AT H g g

5. X F IR B NTC FIFAPE % NCS A, 3 FAM JEiE 25 R ROZ 2 A (Undermined) 53K
Th/MRHERIZE (a1 ST6) 1 CT fE+3.

6. # Ct (S6) +3>Ct (NTC) , RM\MARMAEITY, THEBLLE.

e SEMOSHEE NS, FLR TR S5 U I I R A AT 5
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1L ARG BRHMER], ASHI T RIS W, A RS P 4 ] 152 0 B 5 I 2™ W6 422 B8 5 W A5 AT # AF: +
2. MHHEZ AR EAE R A% N BT ERAE:

3. IR EMALANER X . FEALRIX . VR EX . §E i IX R . TARRRE: #RiEdie
RETARRR WE. #E. FEEFESTE, SXMMBNERH, MIUEM, #5553,

4. RIS NS A G ARG, IR R IR, DR OGS s

5. SERE A MBS A SRS g TR & AR IS, BRI 10% SRR AN R 75% I Fs AL B . SR 4h
Ja NSRS TAE G, I It TAE & KBRSt it w2t 17 i 2

6. AEEALEE A RANREG, ARSI AR

7. ANFERTH INRE &5 75 B I, DRAE AR R HERR

8. N T MERFEA AL AP SE R, AR N B AT M G o, 8 o e fih 3 B IRANRE I AEAS
(R AL PR A AR T B R R AMR M A 2 AR P A, AR X B . WK AT NERAT T BT A
& IFEEFY K E G I BT FEABREAMAC B TAT S MOGEMER, DA (WUEY LR sk
W= A AE I AEND) A (BT IR E EL )

NS RITFH

BRSBTS T I ARSI B AR ST, ST AR — VAR, s R, AAH
BEATT . AR UL ERAE,  Sei i R PR, e R SRR R
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