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— WA

NS0&SP20 5% B DNA far P 771 & & — 3K & Dy 78 B A WU &% Ffr A= 0 1] it 7D A D) ot 2 ity A Bt o
NS0&SP20 15 3= 4l i 5% B DNA T e i1 1) & F &

KRAFE KA T2 E qPCR FOGHREHOR, & SEATIIFE & th NS0&SP20 15 3= 41 it 7k B DNA o for il PR |
RBUERE . FrtEss, RACKINRAT UL B fg K. R BACEA NS0&SP20 JE 2% i e 2 E K hx
AEh, HERRRE . AT SR A A SNEPEREAR S SRET R, E s A U A I 45 SRk M IR A
PRI BRI, 3 G AR 9 1 45

AR BT 5 A W 11 40 SR B DNA K b JiTAC B & (A Bk ) BB A, HERf 8 = RE
NS0&SP20 5% ¥ DNA.

= R R

. LEREAG-20£5°CEAF T, ARUH 12 MH.
2. WK S/ TUKEIK &I,  FTIR 5 8 -20+£5°C A7
3. S A H B AMIEE .

= WERE A

H o AR TRS0103-100 (100T) TRS0103-050S (50T) B
NS0&SP20 DNA &£ (3ng/pL) 20uL 20uL -20+5C
2xMqPCR reaction buffer 800uLx2 800uL -20+57C
IC mix 150puL 150uL 20+5C, #L
NS0&SP20 primer&probe mix 400pL 200pL -20£5°C,
DNA FiBE 1.5mLx4 1.5mLx2 -20+5C

. EHE (BFEERRTD

ABI 7500 Real-Time PCR System
SLAN-96P/S 4 HZIEEH PCR 43T &5t

hi. MRREFEM

— MR TE 1.5ml TEACRE 0 . qPCR & JC B JCHE )\ BHEE 58 96 FLFR. 1000uL. 100pL .
10pL A28 AG TR AR B i A Sk . 990 E & PCR A, EXEOHL. imielR 210
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L ™

.

7N~ KTTiE
(—) Z2HREREMHE ERLERX)

1. NS0&SP20 DNA &S ) FIFRE bR 4 H 28 1 i &

FH AR 6 4 1) DNA #6880 NSO&SP20 DNA € &7 2 7% il (3ng/uL) FEAT 1A BEMR RS, 0 B0 FE AR I N
300pg/uL. 30pg/uL. 3pg/uL. 300fg/uL. 30fg/uL. 3fg/ n L, fKIK#r4 N ST1. ST2. ST3. ST4. ST5. ST6.
AR
(1) KalIE A 1 NS0&SP20 DNA & 85 % i B UK Fl 2~8°C Nk, Ffiseamib/E/mmiis], bR

D, BTUKESH,

(2) HL6 LRI N BS O, 43 AlbRid v ST1. ST2. ST3. ST4. ST5. STé6.
(3) HulfIE A NS0&SP20 DNA JE &2 ihibnic N STO, BRI B, EIRIER S B3R 10s IG5

JG, FRRBER B
(4) fEST1. ST2. ST3. ST4. ST5. ST6 ‘EH 4 JlMAN 9OuLDNA FfEM, %R 1 #AT MR AE

% 1 NS0&SP20 DNA EES% LR

WEE MREIR WE
ST1 10 pL STO+90pL DNA Hi i 300pg/uL
ST2 10 pL ST1+90puL DNA ik 30pg/uL
ST3 10 pL ST2+90uL DNA Bl 3pg/uL
ST4 10 uL ST3+90uL DNA i Be i 300fg/pL
ST5 10 pL ST4+90puL DNA il 30fg/ul
ST6 10 pL ST5+90uL DNA Hi i 3fg/ul

Ve ECHI PR TR 4°CRZ ] FfE— K.
2. JFRERIR$E ERC IS %

R4 75 2 & M Bi4% ERC Y NS0&SP20 DNA H BN B2 (LA £ i0 30pg NS0&SP20 DNA & £ A
ERC Jyfil), R AR
(1) B 100puL FRFIEE SN 1.5mL (IR B B O
(2) FIN 10uL ST3, VB2, Aric NFEA ERC.

3. BAMEF#E NCS HH] &

HY 100puL DNA #BEHOIMN 1.5mL R B S0 A, Anid RH M B 9% NCS.
¥E: FEA ERC. BIPEIF S NCS Al RHLARIRE A — e EAT AT AL FE, 54 BRE A ERC RIS M 2% NCS 44k -
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(Z) qPCR RMAEREE GAFIHEAX)

\

Lo R BRI ) 58 B2 2% o SORF IR S R, THR T R RONALA, — IR R 3 N EE AL,
SN = (BR L € B2 6 +BIMERTHE NCS* 1 + BSOS BENTC*1 Al it +[BIIU5i 4% ERC)x3+2
TE: HEREAGARRIRE SR B L R B % RE AR ERC, DA REAR A IR . WA R 2 AR B 141 2 FLI A Ok B
2. qPCRUARACHE: &ilAE T K LAk, 7oREIRY, R 2BHE, MABIEA R,
& 2qPCR RNAR

ik AR
2xqPCR reaction buffer 15uL
NS0&SP20 primer&probe mix 3uL
IC mix /DNA B 2uL
FEA DNA (GER S % 5/ERC /NCS /NTC /£ UFE i) 10uL

E: AR IC FEREHEATRESSH PCR RMIPE, wRIEFZEMAN . WA IC mix, B R EGEAKHNE
FHRARFA

(=) kg (BEARAFERX)

1. fE433E4F PCR M) PCR M R4 AN 10uL AbFE4FHIFEA DNA. ERC. NCS. NTC. F#
[EE RS, 23 R RN .
2. DEFEAUBE, FHMEC.
3. HEREIRIX, BAFBIIZE PCR R, oA BT .
K3 R IR B E R

1 2 3 4 |5 6 7 8 9 10 11 12

A | ST1 ST1 ST1

B | ST2 | ST2 | ST2 S1 S1 S1 SI(ERC) | SI(ERC) | SI(ERC)
C | ST3 | ST3 | ST3 S2 S2 S2 | S2(ERC) | S2(ERC) | S2(ERC)
D | ST4 | ST4 | ST4 S3 S3 S3 S3(ERC) | S3(ERC) | S3(ERC)
E | ST5 | ST5 | STS

ST6 | ST6 | ST6

NCS | NCS | NCS NTC NTC NTC

o Q) =

VE: %R STI~ST6 Faakill i) 6 MK E ) NSO&SP20 DNA kR4, NCS A 1 ANPIPEFIE, NTC A 1 AN TR IR,
S1~83 NFFMEEAREEANREA ) ERC. BAMEMIM 3 MEEFL.
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L ™

(P PCR$# GRIIX)

1.qPCR Pk E

LA ABI7500 A/ :
(1) Hrdseit, iEF“Absolute Quantification”.
(2) HNSERGAAFR, EEEbS e 250, TaqMan reagents Fl Standard #5(.
(3) 1EFE NS0&SP20 fix i %t Iy FAM, ¥ K344 None.
(4) EFEIC (Fik) ki ZOGERIN VIC, #KFEH Y None.
(5) =N ROX (AR .
(6) PG PCRAX L, %K 4 WEINTTERF, RBAATIESE 30uL, 61817,
#* 4 qPCR X ML
BB BE I [H] TEF
AR 95°C 10min 1
e 0
P D& I 5 T T AT UREAT B B R R T«
@IC F B YIRS AN RIS B 2, TTHRAE 905 S LS R U
QHEFR NSO&SP20 7E# KL T, T PCR SR 4205, AR IC ) CT 4RIk, (s EH{H.
(h) &R

PL ABI7500, #AFRRA 2.4 F9Hi:

1.

SIMTBEE: W E BIE(Threshold=0.2), FEZk(baseline) &y 3~15 EIAEAXZRBRINFLLL, EEP WML ST

1EH

2. {E Plate [HHCK bRk i 28 L1 E “S”, FFLE Quantity 7 5B EFBHLE N: 3000000, 300000, 30000
3000, 300, 30, HALH fgo ARPEARMEdh 2T B AR IIARE AR B B0 R fg/10ul, AT 7ERT I 25 o4 50N
pg/uL, B fg/ul.

3. BEWMELZ R? 5P MR BT G bR . ARk 2 E AR AE N : R2>0.98, § 205 Eff%: 90%~110%.

4. AL Ct MW Z<0.5, FHABH DNA FRifE i M ACT fEMAE 3.1 % 3.6 VSN A fRAEmTE, 7T
PARRHE DNA #7546 CT [ REAT Bl i Ik .

5. T ERLEUN B NTC RIBAPE 3% NCS Rk, H FAM JBIE 45 RN AZE KA H (Undermined) B(# K
T/ e g (a1 ST6) 1) CT fEH+3.

6. # Ct (86) +3>Ct (NTC) , KUMKRMAETTY, FTEHLR.

v GRS SBOR BN ST, BARTEKYE S50 5 MRS F A AR EAT 1€

A i
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7o Yalboitots B
I ——

Lo ARFIGAERHE R, A TR W, 8 A V40 15 52050 B 5 00 250 A% 42 I8 0 B 5 HEAT 41
2. MHHZ AL AR A N AT B

3. SKEENALATIMER X . FEAKCEEX, SRNRECE X 3 A X R . TARGRE: #RAFdRe
RETAEMR W8 &, PESFETE, SN EH, AMIER, 85 h;

4. SRNLI BT R G AR, IR IR R, DA SO TS A

5. SIS RR A IR AR S s Y AR G KRS WAs, LA 10% ISR BN ER 75% A% A B . SEaa 45 3R
JERISERVEE TAE G, I HIx TAE & K& Fh Seis Fl AT i 7 5

6. ANZE A B, ALK f A RETR

7. JRRERIT FH FROIRARE &5 75 EEE SR, ORAE DA AR AERR 5

8. NV BERFATAEMELEN EVIER, RMEEA RN AT RNEY R, 8 Stk 2 SR AN R FEA
AR B A AR T B R RS AMAR R A 2 AR A, BRI R XL B E . K AT B AT T BT A
e IFERFY KW E T EFE MR TR S GEEOR, AR (MAEMEYES
SIS A A A HE ) A1 CEST R ) .

I\ BT

USRS, AR T IRR SRR s ARSER, SMF AR —aR, dsinEkE, Aa
AT DT, AR IR R, SRR E I S U AR, JR R sk KA .
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