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Human 75 EMEEE DNA H B HRFAIE CUE qPCR-ZIEHREHER) BE1TTH T & BN 52EY)
FAL A R . 2 CUR B P Human 15 £ DNA B BOK/AN i i —dc & FR &

KRFIEIEH T2 5H qPCR ZOGIREHHOR, Wit 7 UMANE 938 v Bt (90bp. 133bp. 242bp. 509bp ),
PSR E A R /AT H Human 5% DNA B K/ it ol . HEARPUE . REUZS . R
PESRIRE o, AR AL E) fg 0. AR EATRCER) Human &85 i O WIE 28 [F bR 5,
HA RS AT o AR S & ANREERAR I 514« TRET DURASAR, 38 Ik AR P SRR A I 45 S B i X A
SR UL K iR EC ) I R AT I, B Lkt B A

AR R S5 A AR 1015 F AR DNA BT & (REBRIE) BB, A L0 R
H1 Human 5%% DNA HIHERGC & .

= R R R

1. FEREC-2055°CoR M M fiAE, AR 12 A
2. WIRG/AAINTUKEUK G, TR B DE-20£5°Chi A7 -
3. it A A AN R

=, WRIES KA

YA 2 HR HCD0604-100 (100T) RFE
Human DNA E&Z% 5 (3ng/pl) 40pL 20+5C
2xqPCR reaction buffer 800puLx8 -20+£57C
IC mix 150uL 20+£5C, #E
Human-90bp primer&probe mix 400uL 20£5°C, #E
Human-133bp primer&probe mix 400uL 20+5°C, #E
Human-242bp primer&probe mix 400uL 20+5°C, #E
Human-509bp primer&probe mix 400uL 20£5°C, #
DNA Fife i 1.5mLx4 -20+5C

M. EHENE (BFERRT)

ABI 7500 Real-Time PCR System
SLAN-96P/S 2= HZIEH PCR i R4

fi. MRBEFEM

—RMETLATFTE. 1.5ml TEICHRM .08 qPCR L ITCHE LR/ \HFE 81 96 FLAR . 1000pL 100uL.
10uL B ARG B IR B s RO Sk . 2 E B PCR A, FE B O IRIEIR A1
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(—) ZHa5REME (FERLERXD

1. Human DNA & &2 i KR BRI A 1 28 i il %

FBSHTEAIE R SH UMARKERT 8RB, @ in i, TR RS 88 B Ein,
FERRIEXT MY B B AR SR T R E E A AN &
FH & P9 ) DNA #8780 Human DNA GE 527 (il (3ng/uL)HEAT B BE GRS, FRRERH BEAK RN 300pg/pL
30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL, #KikAm4 9 ST1. ST2. ST3. ST4. ST5. #IEUIT:
(1) K7 & N 1) Human DNA JEERZS % 0 B T UK 180 2~8°C Nalfh, FF5eamib)E7amiis], B s,
BTUKESH.
(2) W5 SRR B0, rAlRic oy ST1. ST2. ST3. ST4. STS.
(3) K7 & W ) Human DNA & &2 % fbRicy STO, BRI BILy, ERIER M AR 10s IRAHISIE,
FE VR IR AR B0
(4) f£STL1. ST2. ST3. ST4. ST5 B4l 180uLDNA Wik, %3 | HEATMRERAE
% 1 Human DNA EE&S% Mk

ST1 20 pL STO+180uL DNA FHBEi 300pg/pL
ST2 20 uL ST1+180uL DNA Hiksif 30pg/uL
ST3 20 pL ST2+180uL DNA FHBEi 3pg/uL

ST4 20 pL ST3+180uL DNA Fifik 300fg/ul
ST5 20 pL ST4+180uL DNA FHBEi 30fg/uL

E: ECHRIARHE IR 4°CRE W AFfiE— Ko

2. FAMERTE NCS K&

HY 100pL DNA FRRAIN 1.5mL (R B B0 1, Anid A B4 NCS.
TE: BAVERR £ NCS AFRHAFRE A — ST BTACEE, 4 FR P T4 NCS 4k
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(=) qPCR RNAREE (AFHERX)

Lo AR PRI E 522 0 SR S R, THETRR SONALE, — IR 3 AN E R AL
VL= (BB A2 2% k6 + B T % NCS* 1 + BRI NTC* 1 +FREE i) x3+2
2. qPCRUARME: #FulAE TUK LRk, RaomiERS, W TFREE, AR RN .
# 2 qPCR Human -90 XSk %

Hor BAER
2xqPCR reaction buffer 15uL
Human-90 primer&probe mix 3uL
IC mix /DNA Fifil 2ul
FEA DNA GERZH i /NCS /NTC /Rl i) 10uL

X3 qPCR Human -133 R NAE R

Hor B AR
2xqPCR reaction buffer 15puL
Human-133 primer&probe mix 3uL
IC mix /DNA FiRR 2ul
FEA DNA GERESH il /NCS /NTC /Rl i) 10pL

x4 qPCR Human -242 SRR 2

Hior BHAAR
2xqPCR reaction buffer 15puL
Human-242 primer&probe mix 3uL
IC mix /DNA FBH 2ul
FEA DNA GEEZS it /NCS /NTC /FHUEE dh) 10pL

& 5 ¢qPCR Human -509 R & 5

Ao AR
2xqPCR reaction buffer 15uL
Human-509 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 6 REE RN B .
2. Wit EIAROEE, R G
3. FERBRNX, BAMMKZOE PCR A, 1CRAEAIRIBINT .
K6 FF bt SRR B E R

B 1
MIX-90 MIX-133
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
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC
R 2
MIX-242 MIX-509
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
G NCS NCS NCS NCS NCS NCS
H NTC NTC NTC NTC NTC NTC

V. ot ST1~STS Fontailli) 5 AWER) Human DNA ARvEHIZE, NCS K 1 AMAMFRE, NTC A 1 AN TORAR R,
S1~S4 AFFIEEAR ., AN 3 NMEE L.
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(F0) PCREH CRWIX)

1.qPCR BfF i E

L ABI7500 945«

(1) BrEEsess, %F“Absolute Quantification”.

(2) HINSLIRAZFR, Wbl e B3, TagMan reagents fl Standard f53 .

(3) 1&+¥ Human R & 70541y FAM, ¥ K H14 None.

(4) EFEIC (W) M RIGEEHRY VIC, #KEHETA None.

(5) ZHFIEHROX (A[ik) .

(6) G PCRAX L, %38 7 WEMM TR, KBARILESE 30uL, JHIRIEAT
# 7 qPCR R N AL T

518=13 BE At 8] TEIREL
Pz 95°C 10min 1
95°C 15s
UEEDD 60°C 30s 40
72°C 1min

¥E: (D #9250 5 AR HT I HLALEAT BB R N T
DIC EZ I R A R MBI ISR R 3, ATARE 9250 3 1 B e P 15 R
(®#br Human 7ERGKEE T, BT PCR M54+ 2080, R IC 1 CT {HEHR, (WIS IEF .

(I GRaH

PA ABI7500, HAFhCAS 2.4 91

1. IyMridsE: %8 BI{E (Threshold=0.2), #:4E(baseline) Ny 3~15 TEIFF B SSERINELL, BHEY WAL ET
1EH

2. 7E Plate HHCKARAERT LI E NS, FFTE Quantity 4> 7| ¥ B FFEBEEE A: 3000000, 300000, 30000
3000 300, FA7H fgo ARAEARAE HH ST HAF IR AR BE AL fg/10puL, AT FERT RS 508 pg/uL,
Y fg/uL.

3. AHEMEZ R? 53 R DR FRE  FRiE h 2] E bR ey : R2>0.98, IR Eff%: 90%~110%.

4. HALHE CtEmZE<0.5, ALK DNA b2 8 ACT (ERAE 3.1 % 3.6 NG . NHfR R, o
LIRS DNA ARtk 0506 CT (AT 5t g

5. X TICBBON B NTC FIEAPE T # NCS R, H FAM JEIE 45 RS %2 Kk (Undermined) B K
Tt Ze (a0 STS) 1 CT fH+3.

6. # Ct (ST5) +3>Ct (NTC) , KUMARIEIEIGH, 7HEHLR.

B SR SEOENES %, BART A S50 5 LAY S A A AR EAT BEE
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L ARG OLGERHIAEA, A0H TIPS, ) 8 20 B 5 5 98 07 K S AT 3
2. BLHEE L AL LY R AN GO T HR A

3. SEWEBHERANE A K, BEARILR . RETRICE K . IR U7X ARG . TR SRR
BITAERR. W B FREFEF L, &AM, AL, 85

4. SRITSN T SR R G R, FFREREDILIERR DA T3

5. SCHL R A SRS Y TR £ BB HAS  SLRIN T 10% 0K SRS 759 I REALEL . ekt ok
JEBISLEERE LIRS, FEMIRE LA 6 R A FhSao i S

6. TR BONIIA, A FHIH 5 R A

7. IVBERTF RO NIEE 5 TN, (RENRE AT

8. 9 THEGREA T AE IR 0, RRE A SIRLN BT F PR, S B B R RS A
A B A T 1 B MR 52 B P, R 6 D PRI RO BB TRk 74T BT 0 0 5
B, SRR IR ES BRI T A HOEER, T (UL e
Wb BN R (BT B A

N BT

BRSBTS TR SR BN ARSI E R — VR R, RS A&, AAH
BEAT DT, ARG R, SEIRE I S U AR, R IR tse A KA .
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