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GNM PG13 B DNA Jr B ikl Gt & 110 Al 2 R AWl b (1l s 2P Rl AR J i o
PG13 1 L4 DNA A BOK/N A i i —ak & F kR &
ARFGIEH T 2 qPCR FOLIREHEOR, BT T IUFANER 48 7 Be (76bp. 132bp. 238bp. 538bp)
T BRI TSR PGI3 FREH DNA JBUF R/ AR DL R A RIRE . REBUE . 45571k
SRR, AR ATE fg AR ARFIGECESR PG13 EESH i Sl 2 B b, BAaHR&ER
HEM k. ARG P S AN REAR 51 . SRET RV, 3 AN BE ARG I 45 SR REAE I FE AR I LA B ik

FIBCHS AT I d, DL G RIS SR I

ARG RENE AL T TG LA DNA AR iTAEBE GG E (REBRE) BCEMER], MM seIUn#f i

F PG13 %% DNA [(ks5HEEE.

= EEFHEEON

L. L2055 CH I T R4, A1 12 A

2. MU AR FUKEK SLI84, TEI T 6-2045°C 77
3. PR e H LA

=, WEg LA 5

Hor 2R HCD0605-100 (100T) A
PG13 DNA E#&EZ % i (3ng/pL) 40uL 20+5C
2xqPCR reaction buffer 800uLx8 -20+5C
IC mix 100pL -20+5°C, @
PG13-76bp primer&probe mix 400uL -20+5°C,
PG13-132bp primer&probe mix 400uL -20+5°C, B
PG13-238bp primer&probe mix 400uL -20E£5°C, #E
PG13-538bp primer&probe mix 400uL -20+5°C, #H
DNA #iBEil 1.5mLx4 20£5C

. EHIE (BFEEARRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 2 HZIEAH PCR i &4t

Fiv MHRBEFEM

—UMELATFE. 1L.5ml TR EOE . qPCR & H T JCHE ) \IHEE 5 96 FLAR. 1000pL. 100pL.
10uL B A8 ATC AR B i Ak . 2 E & PCR AL, FEABONL. el 54,
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N~ RRTTIE
(—) ZFMEREMHE (FERLEX)

1. PG13 DNA EES% 5 KRR R bn v fh 28 A1 %

R BT EFIES B UMARHERT B, R ARHE, TN ARBY ¥ 5 BkEis i,
FHARYE N BRI 38 Fr B A5 H SR B H R B BRI A AR &

FHAGRIE P 1) DNA R BER PG13 DNA € 2% M Gng/ul )i AT R MRE, MR EE I 300pg/uL
30pg/uL~ 3pg/uL. 300fg/uL. 30fg/ul. 3fy/ uL, #KIXKAT4 N ST1. ST2. ST3. ST4. STS5. ST6. F{EUIT:
(1) KF AR PG13 DNA E &S % 0B T UK Lok 2~8°C R altk, frocdffb/a 7mmiRel, Wi B,

BTk &,

(2) B 6 ST MR B B0, 4 Alksic  ST1. ST2. ST3. ST4. ST5. STé6.
(3) HIRFIENH PG13 DNA EEZ% Hbric N STO, Bl E.L, fEMIERAMX LR 10s IR A5G,

TR RIS 5 L o

M

(4) f£ ST1. ST2. ST3. ST4. ST5. ST6 EH /AN 180uLDNA #REK, %K | ATHBEERIE
& 1PG13 DNA EES% Bk

R FREAEAR WREE
ST1 20 uL STO+180uL DNA B 300pg/uL
ST2 20 pL ST1+180uL DNA FHfR 30pg/uL
ST3 20 uL ST2+180uL DNA Bl 3pg/ul
ST4 20 pL ST3+180uL DNA FHfR 300fg/pL
ST5 20 puL ST4+180uL DNA ikl 30fg/uL
ST6 20 pL ST5+180uL DNA FHfR 3fg/ul

Ve ECHI AR ST 4°CIRZ N1 — K.
2. BHMERTE NCS K&

HU 100pL DNA #RSBMA 1.5mL RIS 00w, Anid A PE 3% NCS.
FE: MR NCS AFHAF IR A — Rk AT RTACEE, )% B VE R 7% NCS 4k
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(Z) qPCR RMAEREE GAFHESX)

1. RIEFTERI 2 5% 5 L ARIEE e, THEAT T N ALEL — AR 3 NEE L.
SN AL K= (B E B S k6 PR TS NCS*1 + TR I NTC* 1+ IRE 5 )x3+2

2. qPCRUARACE: #FuliE Tk LR, eomib/aiRS), R 2BE, MAREA RN .

& 2 qPCR PG13 -76 RNk &

414y AR
2xqPCR reaction buffer 15uL
PG13-76 primer&probe mix 3ul
IC mix /DNA FBl 2uL
FEA DNA (FEEZH i /NCS /NTC /AR i) 1opL
% 3 qPCR PG13 -132 RPifE &
Hoy BAAEH
2xqPCR reaction buffer 15ul
PG13-132 primer&probe mix 3ul
IC mix /DNA FiBi 2uL
FEA DNA (EESH i /NCS /NTC /AR ) 10uL
% 4 qPCR PG13 -238 XA R
by B
2xqPCR reaction buffer 15ul
PG13-238 primer&probe mix 3ul
IC mix /DNA #iFil 2ul
FEA DNA (GEES % /NCS /NTC /AFIFE &) 10uL
% 5qPCR PG13 -538 R NifA &
Hoy B
2xqPCR reaction buffer 15ul
PG13-538 primer&probe mix 3ul
IC mix /DNA FREK 2uL
FEA DNA (EEZHd /NCS /NTC /AR ) 10uL

H: W IC EEREREA PR TGEH PCR RBANHIY, ARG HEMA . AR IC mix, w] FIHR G4k 2
HARLAARR
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(=) ke (REALEX)

GENOMEA ——

1. 75350 PCR MR PCR SN 43 AN 10uL AFREFHIFEA DNA. NCS. NTC. HEEES
i, R3NP R BRI .

2. Wil AR
3. ERBRGIIX, BAMMEIZOE PCR AIACA, CREEAIEBIN .

R 6 FERL RN E ]

)1
MIX-76 MIX-132
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 STS ST5 ST5 ST5
F STé6 STé6 ST6 ST6 ST6 STé6
G NCS NCS NCS NCS NCS NCS
H NTC | NTC | NTC NTC | NTC | NTC
% 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 STS ST5 ST5 ST5

ST6 ST6 STé6 ST6 ST6 STé6
G NCS NCS NCS NCS NCS NCS
H NTC | NTC | NTC NTC | NTC | NTC

VE: Zonfld ST1~ST6 FKontillite MKEZR PG13 DNA FrfEfliZk, NCS AN 1 MHMFE, NTC N 1 AN, S1~S4
RFFNEEAR . B 3 ANERAL.
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SRS
(7)) PCRIHE CRRUIX)
1.qPCR P E
BL ABI7500 45 :
(1) Hrasess, iEFF<Absolute Quantification”.
(2) FANSEIGHAFR, kPR E ER, TaqMan reagents fl Standard #5..
(3) E#E PG13 B NIEE N FAM, ¥ KEEH]H None.
(4) EFEIC (Aik) WAERIEERBN VIC, EEKFEEHEH None.
(5) SHwIE N ROX (AJiE)
(6) 76 PCRAX L, %3k 4 WEW T, RMSAARGE 30uL, HiGistr.
# 4 gPCR MR
B B I} 18] MEFREL
WA 95°C 10min 1
95°C 15s
& 60°C 30 s 40
72°C Imin

i OS2 S AR FT ML R T B B R SR -
@IC =TI A R B MR 2K, AR S IR DU P2 R E .
bR PGI3 FERIKIE T, BT PCR ¥ HGHISESFRO, WAR IC [ CTHEIER, (e IEHH.

(f) ZRaHr

CL ABI7500, #KAFRRCA 2.4 1911

1. . ¥ & BI{H (Threshold=0.2), #:%E(baseline) Ny 3~15 fEIA B ISERINILLE, BEY WL RS
1EWH .

2. 1E Plate THCKFRALTZFLICE N“S”, F1E Quantity 7371 B RMFEELE . 3000000, 300000, 30000,
3000, 300 30, HEAH fgo ARIEFRAEMZETHEARNFEAIRE AN fg/10pl, A PEATIHR & iy
pg/uL, B fg/uL.

3. EEPREMZE R 59 MR R BRI brfEZAE RN : R2>098, § 8RR Eff%: 90%~110%.

4. LA CtEmZE<0.5, HHAEK DNA Frdk 2 (B ACT ENAE 3.1 & 3.6 MTEE N . ANifdERtE, o
PUARHE DNA brifE SR 4G CT (Hk 78R T 3 .

5. XFFOAEHC IR NTC FIRH % NCS B, H FAM BiEgs BN iZ 2 A& H (Undermined) B0# K
T/ MrtEZE (an ST6) K CT fEH+3.

6. # Ct (S6) +3>Ct (NTC) , RMKRFEEITY, FEBLE,
Y RO EOR BAUES %, BRI S22 WL S A8 FH B R AR A A HEAT 5
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Lo ARG AERIHER, A TGRS W, s A3 T 20 B 152 35 B 5 0 06 250 s 2 R 0 B AT 454
2. BIHE BRI BT AR N AT A

3. LR MNAZRIRER X FEAMFEX . SRRCE X . IR A X R . ARG #fEd

2 M TAEMR. W8 8. FEESFEGTE, SXWMBAEH, AMIEH, @ %isg;

4. SN G N G A T, IR R R, DL PO AR

5. B RE A MR A SN R ARG KBS, BRI 10% G BRINEL 75% P ab Bl . SUR 4

A RN ARG, FRE I AR G R R s it i b AT I 2

6. AEAL A ZOWRIRG, ASFHEI P S AN BRI ;

7. ANFERT FHERDINRE &5 75 B2 AN, CRAEANRE AR 15

8. NV EHRFEA PAETIEE A SERS, AR NS BAT AR QT T8t Gt fih 3 B AN R A

A BR BB R B I R F AN I A 2 R R AR, REARH A XL s . Sk R T AN BT I B

M &%, SR —EKEE T LT FEARENCHE TR EMOGEMER, PAR (EMED
LRofsk Sns Y and e A1 BT IR BB o

I\ BITE

AN U, ST IRR SR BN RS, SUPER YRR, hsEiRE&HE, AR
Al AT, AL AR, SCIRE R UL PR, R R S E AR
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