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Be SR RS £ 40 g DNA R 57 & vt B B
(PCR-RNHRENE)

s EFIERN

ERJRIERIE E 401 DNA A IR G2 F T 5 oA & AR 0 i S 2t B P ) iy 2
B8t MRt o HE SRR BT 240 i DNA 1R IR & e %R & 2 2t Wl 20 2 e )&
A--FEARTTAE P, A& B--FE AR RE DNA Rl 7] o

FEACHT AL B 2 T I AEAS IR AT AL B, H )2 A5 0E i ALK 3R AT HE R 19 £F DNA
Bl —SeRE A P B UK R DNA Bk B AIRARRE 10 12410 W] DS 2% (58 T v e
Tl DNA BT A USRI A, A85E I RIBCR DR 1A U HEAf R AS A o

EEJRIPERE DNA Rl 712 I H Taqman #REFJ5UEE, 5 A INIFEA P B8 /R BF DNA. 1%
A1y 1¥) DNA SR il B vy LLIA 2 fg 201

AT SR DRSS LU AT T 44, nl UG A T~ SHENTEK™ [ H ) i R4
Hu4% rDNApurify.

m FGHERS
x 1. WFEdn
WAL EX | fite 41t
WA A (FEART AR
H AN K Zii 1omix1 i | &9
e 20mix1 i | =il
DRI A 30mix1 i | Eifd
BN 10mix1 i | =i
Mk 10mix1 | =i
T 2k 500ulx1 % | 2~8C
HHEM K 500ulx1 % | -18C M LAF
B Jir 500ulx1 & | -18C&LLF
WilE B (SRR DNA KR 7] 100 tests)
EEJRIERE DNA GE 8 2% 0 (30ng/pl) | 50ulx1 -18°CLLF
EEJR % Primer&Probe MIX 300plx1 45 | -18°C LU R BEGARAE
B} gPCR Reaction Buffer 850ulx2 & | -18°C LA N #EGARAF
DNA ki 1 mlx3 % -18°CLLF
B HH
HEMEAF ST T 2400 H e
B ERAVLE

A7 i T ABI PRISM® 7500 Real-Time PCR System, Mx3000PTM (Stratagene),
CFX96(Bio-Rad), LineGene 9600(1# H)%5 % F' Real Time PCR {¥.

%5350, 10 W



S FERFAE PR SR
> KOEE rirald
> 100%57 N EE (gD
> 5M [ NaCl
> 1M [¥J HCI A1 NaOH
> KRk
> 1.5ml o B0
> PCR 8 & EL 96 FLAR, AHNAE o6 5 78 i
> —XMWFE
> 1000ul, 100pl, 10pl JEEEHIE A K
B HXERE
9632 B PCR 1L
PRAR B
I 7KV A
T 7y B 2
TR RE i A
1000pl, 200ul, 100ul, 10pl FWAE
EERE e,

YV V V V V V %

FEARTTAI (FBh#EAE)
S0 B SR B M R R

R

FF I R S 75 58 AR T AE:

> {EHITE BB A TN 40ml FTEK L

> ETRIN L E T JEK CRERUK B ALK AL H] 70% CEEEH, AR A YRR B;
> RO TR N, =T, PR OREER .

RS R UG 58 B EL AR

> UERLT 100% 01 5 A 5

> KU 3 AKHHEEE: 37°C. 55C. 70°C;

> AT RIS IS fhelPiiE, N 37TCKB R E, %R

> AT R IR B K B IRES S sRTvE, N 37°CKity, frd i, =

RS

W REARZREALE

> WERFHAI AL AW AU R T R BIREAS, AT REE A B S K DNA, 4T
PRAEAT IR AERR L, o] DRI RO PR A BEA T3 24 L9 (R R R S 1 EA T AR A 2 Ae A

2471, L1000



i AR DLERE ARSI AL B 5E 1K 5, H DNA B ali ik ab 2 )5 1A A DNA
HHATRARE, AR5 FFEAT DNA BRI

BFEA N TRIRAS, of LI B v B A IS & RV AT W i, PR AT T — D4t
BOE S AR A A, O R v, T3] DNA WRERRe Je, 1dET
AR

pH (R — o AR S el b m) S 35 00 R RS, 35 FE A PH<S sl
PH>9, 2RgMIREARSILALEIAR, FTLAH IM [ SRR sk &4 A 4 T 38 R AR 1Y) PH
FE P Ak SR

B ids (NCSD: BRIRSEE Pl s 2 B — A NCS AE A FIAEA, NCS 5 HAh
FFOUREAR AT AbEE, LUK S0 A5 FF A Kb B R o A5 A7 A6 A8 S Yl PR B 5
A DA R ) S A R AR SR I s, BRI 100pl

FHME RS (PCS): BRRSEKH nl B E A PCS 1E A BH X BAEA, PCS HIHLAhfF
DFEA — AT AL B, DU I FEA B AL BE3R A 15 % o PHAME s nl DU B 100p]
PR P I AN I SRR DNA, UMK DNA K 3 T FLHI L b

Wn 10pl ST2.

INEERIKOF P (ERCD: H ERC KVTAL DNA $2EURIRR . RIBCRAERRE, JEaT
F ERC SKPPAL KL/ # J7 M R Ge ke . X FLAARKRE 56 1 DNA hnks & — % e £
FEACTUR A (19 2-10 45 0 B, UM 1 DNA 3K [ T Be B 4F (kR i, i\ 10pl ST4.

BIELRE

HAHEN

FENFRFRIIAE A 100u] 2 1.5ml 51 B0

& 100pl FE5 A 10ul 5M NaCl.

IINEE 18 K AR GRS G, 55°C/KE 1 /hET
 ARERTE M AN K RIS 1000 B FIRE K+1000 ERFIREK R0

DNA &4

HERE TR, BH%RA.

LR DU SEU PR AT EAT 400, G PRI P R SRR B T R

MAE P HUHFEA, EsE.0 40s, AN TAESE G, BHR .

e PAANPEAI TR SIS 200p] S5 opl B

PO O 10s JGEFEAIRA P 20 AN 2000 S RE,  10pd #EEE .

* WRPEARIE, AFUOMN LB R N B A8 R IR AT BEER, LURIE A YO
BRI — B0

A AR S I B O D 2 % Smin, PRI B0 5~10s S5 E T RLMES

[

d DO T TR B TE B0 SRR R A RS

RPN, WERE R B )a, ReSk/hof & Big.

e S N T D3 2 e S 1270 e S M R B ok L

DNA ¥E%

MBENE 7 B 48 R S A GRS BT, I 700ul JESE A, 2% 10s TR
A1y PRIEEL 5~108 J5, B EODVEEE THITE D BEE L, FREIETE, RIERSE
e, Sk WL SSER 1 IRBEER RS .

%500, 10



2. BRI B AR EIOR SRR B, I 700pl YEEH B, 7235 40s )
PR L 5~10s Ji7, A5 B0 B E THME > B3 L, R, MiEkse e
B, MRSk 2 BiEWL 58 2 IRILERTVEVR .

3. ONPRUEAA T BB, TURERR 25 B3 0 B0 FR R I Ss, BT REVE T
b, RrREERY B, 100l A Sk /O RS SR A BTN B i

4. MHEPEZY B A EHUTR B0, ST a R AR 500 T T4 30s~3 min, [R2: L0
W
b PRI PR DI, SR AR S R RS T R DA PR A TR s i

S BRI T, TR T T ARG

DNA ¥efi

1. WEEOEREIA 50~100ul FEMH, HMED 5s TR AVERGRIES], 70°CK
#r Tmin, K IEREH AT FRIRGE GRS 2~3 IR
b TRVE TR R T RE b RN S A T
SRR B ROREER R PR B0 R IR AT .

2. WEHERERG, BEOS REEL Imin, RGFHE TS B BG, SRRk
GG, A Sk AN R B R B0

3. K b BRI A Y TR B0 10s, ARG E T-HEYE B e b, FRREER
GG, RSk PR RS B S0, TS R FEAR Alifb .
* FUBEEVEBN, RS IR T
* PEARALIATLE 2~8 CRIM I RAE, WHLESE R AL AL A FE 4 K IEAT DNA KO, 1%

1) R SR R RE A A

BRIEERER

1. DNA VEGHIVEBERAERS, RFGEGIRAIG, #RNAZRLIN (A PRod B0y, DALRIEBAT
WEERMA TR0 G L, RRARES O BN B AT 6000rpm:;

2. AEWLMESY AR Ly BATRI, PR R] UG 2 e B0, AL REERIR B S

3. EXRBRORETERN, MEBERRGS, ZIERERRT, DU Ui A e e ik

LEORIERE DNA Kol 454

SERAFARFLEE, #TUTSR

A%
> HEIRWERE DNA E 2% 5l MR S st it 2 ry

FAR A G 4 1L 1) DNA Rk 30ng/pl [ EE SR RE DNA & i 22 Shdb A7 B 1
ke, MBI E M ICN 300pg/uls 30pg/ul. 3pg/ul. 300fg/ul, 30fg/ul,

B 6 32T 1.5ml B4, 43 5lksic  STO, STI1, ST2, ST3, ST4, STS;

o AEARILEFY 6 SCE A3 M 90ul DNA Fiks i s

3. KRA SRR RE DNA B 52 2% 0E T oK LR, froe b5, BH0E,
L o T PR 25 5

4. H10ul (MEEIREERE DNA EREZH 0, A STO &, BiHRA;
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5. AR 2 AKUCHAT R R AT

% 2. HBIRIEEE DNA E RS % MR

Wik | MRAAIR W
STO 10pl HEJRE#EE DNA JE 52 7% §h+90ul DNA #irB i | 3ng/ul
ST1 10p1 STO+90p] DNA Hi B 300pg/ul
ST2 10pl ST1+90p] DNA Hi B 30pg/ul
ST3 10p1 ST2+90p1 DNA Hi i 3pg/ul
ST4 10p1 ST3+90ul DNA Hi Bl 300fg/ul
ST5 10p1 ST4+90p] DNA Hi B 30fg/pl

4 RS F T DNA FBal v R 4E T 2-8°C.

% RAET S DNA SR TS #IRS), 80 3s BESIK. frthmHhd s, STo~STS

TR 3s, B0 3s R LMW, BANEER 12 .

> qPCR [ M4
Lo VST R L, e 3 AN ALK

* NALH= (5 ANKRPEEBREE bR i 2k 1 AN TR B NTCH 1 ANBIE BT NCS + 14 F

PEBTHE PCS HHFIIFEA2) *3
2. R S N ALETH S S A A DN T it 1 R R RE QPCR MIX el -
+  EJREERE QPCR MIX = (JWALE+2) x 20ul (5747 2 LI AL

3. BWHVE T UK LR, BRIk, 1R 3 P R RE gPCR MIX:

% 3. HERERE qQPCR MIX i3
My B W
Ee kPR qPCR Reaction Buffer 17ul

Ee R RE Primer&Probe MIX 3ul
SRR 20ul

mnFE
Lo AWMAETUK L, BSR4 R nE
% 4. % RALIE b

RS 20ul HE5RP#ERE QPCR MIX + 10pl ST1/ST2/ST3/ST4/ST5

TR NTC | 20ul HE5RE#EE gPCR MIX + 10ul DNA Fi B i

B g NCS 20l EESRERE QPCR MIX + 10pl B4 4% NCS 4lifk i

FH i PCS 20ul EEFRIERE QPCR MIX + 10pl BHE s PCS itk i

(RN 20ul BEFRPERE QPCR MIX + 10p] £ FEA ik i
FEA ERC 20l HESRERE gPCR MIX + 10pl A ERC 2i4L

e 96 FLHMIEESE R AR 30ul /AL

277, Jt1o



® 5. 96 fUHHERR A1

$3 $ 3 O R -8 st | st | sm|C
s st st o | o | e s2 | s | s |D
s | s | s me | me | me sp | sn | so | E
st | sm | su | F
ss | s | st |G
NS | NG NGS PS | PSS | PGS H
1 2 3 4 5 6 7 8 9 10 11 12

e ZORBIRTRI SRR 5 AN BRI HE SR B DNA FRdE 2k (ST1~ST5). 1 NIRRT
MNTC. 1 ANFAPEFE NCS. 1 AN B PCS. 5 AMyillFEA (S1~S5) FEEPNFEA K] ERC
(S1 ERC~S5 ERC). FFAMfg 3 MEE AL
SRR IS AR RE A £ b, SRR 1T 96 FLARHERRINAE .
2. ¥ 96 FUAR G AA IS AT, N TR 2500 10s JE A qPCR 1%,

B EASH

> MIFZHwE
% UL AB AF] 7500 qPCR 1. #AFMA 1.4 H1

1. QU R, RN A DI AR AR o

2. QIESHRTIAREE, v 4o EEARIEEBE-DNA, R G WICHEI A FAM, JFK9é 0k
418 none, Al 2 L% A ROX,

3. WEMWSERNFEFE: 95 CHARME 10min; 95°C 155, 60°C 1 min, 40 MEH; &
PAREA 30ul.

> qPCR 4RI Hr
% UL AB A 7500 qPCR 1% BAERA 1.4 Jyfsl.

1. 1E Results [ Amplification Plot [{i# ', % Threshold ¥ & & 0.02, Baseline ¥ & A
A3, riidi Analyze, MIFIHEPEGY B MBS S IER .

2. 1 Results [f] Plate [HIAR Y, Kbk th & fL %) Task — 2% & 4 Standard, Jf H7E
Quantity — 4223 HIRAE A 3000, 300, 30, 3. 0.3 (& NEFFLA DNA R, Ffr
M pg), FEHAEANY sample name — 4%y %4 ST1. ST2. ST3. ST4. STS.

3. 1F Results [¥] Plate ik, $5 TCHAR NS B NTC FLIH Task — 42 % & NTC, K]
PR NCS L. BIPEHE PCS AL frlllFEASL. FEA ERC fLHJ Task — 2 BCE A
Unknown, Jf HZEAHMN ) Sample name —#~H1 @44 5 NTC. NCS. PCS. S. ERC,
ZJa R

4. 1t Results [1) Standard Curve [t H, W] iz HObR 4E it 26 1 &} % (Slope ) iR

(Intercept). RZ,

5. 7E Results [1J Report [HIHH', Mean Quantity —F=% 0] S HUC MO B NTC, BH 5
2 NCS. BHPERHE PCS. fRlllFEA . KA ERC BIRCIIAE, SA728 pg/lopl. Ji5 &k
AT LEAS IR ol 47 450550 pg/ul BX pg/ml.

o 85t, 310 I



% S5O S B R TS B AR LR R A P AR AT, — Bt AT S B
4 RO I NTC. BITE T NCS BRI 45 5% 4 Undetermined B¢, Ct fE>35.

LA R

I e R A] gEJR &l AR TT R
Ve A PRI B | BB I TE /K L1
. s WEER T A B K, SR E s ST
p ‘/k\ = TJ— ’ /Eé
THFM%E$ § IR N 30s~IminBI A, S IE BB S
WDNA Dbl WLISRSE F, TH1-3min
B AN VE I 1) 20 B TR R e
VeI REER M 6 T4 PR, AEREIR N ERE N vE H S v R
BE, Vel S iR AR A1 WHERAE IS REBRATS MG T4 B, nlKE B
RER IR S] F70°CAKE 2min J5TIERE e LR,
Sl [ RSV TRE S
BT EERR I T TG BE TR, 37°C IR EINAAE L 5 )
Al AN BN A K S AR, R
FE AR A5 5 SEET 100mg/ml I, EEEANFEAN
A 20pl H R K
FEAS B B 19 ARG F NaCl 75 b 85 1k &
FEA pH 1A WHEEAREA pH 21 1 v
VeI R H R IR R W B A R T
VR R IER AR | R, ATRRWAT LR, 18 R REER A
b
WEERARAFT-18°C JZ LA . ) .
g R | bR AHERBRUE AR | U N
Fase B B T TEWIRHERS WA, (RIS IACHER S
VEMO S AU AR B | XA R B, AT LIk, L
Tk W
TeAR I £ A TV E IR TR A PR R 75 9%l
PP A S H8 N 7500 ArUESEL B
. | IS E WHLASTE, AT LA B3R m,
LEREIES threshold.
%ﬁ KR B b i 2 2%
F VNP2 HH » . %IEE%‘DNA T2
o R P AR R A5 TR S e AL 1) MR

b
©
=



http://www.baidu.com/link?url=qDyV9BHkGRBM7RaeZwdYY6URDCURItZsKKooGgZVHuaHry_zXQJL7kStaMzZ0l1g

FHRERBERH: (BAEERRIERTIELS 4 170

@ %f‘ 2 1 K LI

100pl FEA @

BRA G, 55°CKiT 1 /i)

{ U

PR A VP E Y Smin

liT

WivE sy B, Bk ik

f TARG K

200ul A EE
10ul HEBE

RS RS, B2 B

IT@U s

A RHENE D &, Bk 13

1=

TR O B, B LR Rk

1 7

5 W R T8 30s~3 min

1 @ f 50~100ul VLB

70°C/K¥# 7min

ANITEES

Crdehases

A mix,
MU

i

RAFFEA LI

J=T-01
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