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GEESINEY
100 Reactions/&

[FiARIR]

FAFZEATEENEMED T m&AmBFEmR. FRAMERTZRERN CHO f5 X406

DNA.
(&)

AT ER A PCR-IRFEREHE, 33 CHO ARERIRTFY, &1t 5|¥Rst, seBSEERNFD
B CHO 7% DNA, AFIZEBINRIENIR, RIFAIUSFEA—RS5REY 18, AT HERNSYT

BRELRE, BLERBIERSE, 255

FAFESHEEFTEREBRENIAC AT ZEEER.

248 UDG B, BFbH 1Br=4ris5,

(EEHSFSEE]

A=A D ##& (100 Reaction/&)
CHO gPCR MIX 1.0mLX2 &

CHO AfR* 1.OmMLX1 &
CHO [RM4XTHR 1.0mLX2 &
CHO & ST1 0.5mLX1% (3fg/uL)
CHO & ST2 0.5mLX1%& (30fg/uL)
CHO & ST3 0.5mLX1%& (300fg/pL)
CHO & ST4 0.5mLX1% (3pg/uL)
CHO & ST5 0.5mLX1%& (30pg/uL)
CHO & ST6 0.5mLX1%E (300pg/uL)

WiRA:
AEH S AT EPEHLHD RO LR,
KLRREPFEE AT EPRBHAAT . ZERIENSH AT R,
*ENMEAAFIERIRINEE, RINENEHERMING, EFRENRATURNSERNITEE, SROMET
ERERIRER,
B REIERARMAL, FIGEMANE, WESH MIX RS RERIN 1uL AR, 5% qPCR MIX BY
S 21uL /R, ItEABY PCR 2R E{AFEA 31uL/R Ko
(R RBEXR]
1. EF<-20°CTEEERTE, BXHE 24 M A,
2. BRREFM, REFRRHAET 10 X,
3. FEmBEMHEAR B EA AT
(ERHE]

BIEBEAREFLLTHE . SLAN-96P. SLAN-96S £ B&iEHR PCR 3t A4%; ABI7T500. ABI
QuantStudio™ 5 LR TEE PCR1X; Roche LightCycler 480 KFtEE PCR 1Y; {85 CFX96 &
£ PCR 1%

(#2385 7]

MiXFIZFEH CHO gPCR MIX. CHO WtR. CHO FAMXTHR. CHO KM ST1-ST6, ETF=E
mEitt, BREHRIERNELER.
1. MNEEEIWEIT ERC #IF
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RIBEEEIZE ERC H9A9 CHO DNA 1N#ERE (L% 0 3pg CHO DNA £/ ERC Afl) , Ak

BIEWT:

1) EY 100uL £FMEEZASIN 1.5mL F4&NELEH;

2) B0 10uL ST3 [EEAIBRAY By, #RICAZ ERC, #7% ERC FIEH NI A —E i 1TIZEL IR Y
gitk, SEIAZEREN IS ERC AZE4,

2. RNBRES

2.1 1RIBEENATRAER, ITEFTEM PCR RERE, —RREINM 3 NEE/HE,

PCR RNi&#= (6 MMRESENINERLZ+] DNTIRRITER NTC+1 PNAMERIT NCSHFMHE A+
FMREZS ERC) X3, AEEHENEEN PCR K, HR—FL 20uL E59%EE 96 7L PCR IREE
PCR JUEEH,

2.2 ERMFLINETRG:

i=ba) tEE

e 20pL CHO gPCR MIX + 10pL ST1/ST2/ST3/ST4/ST5/ST6
NTC 20uL CHO gPCR MIX + 10pL A4 HB
NCS 20uL CHO gPCR MIX + 10pL NCS £ifk&

SRl EF:N 20uL CHO gPCR MIX + 10uL =Rl R 41L&k

RS ERC 20pL CHO gPCR MIX + 10pL 475 ERC 4tk

3. BFAIZERIZEN
BT BSRZRIENSANHTZRAH, HAER 100ul, RIFAIMERN 10ul.
4. RIt PCR R
4.1 IR 2.2 NG ERAZERIINE) CHO qPCR MIX HR, &4l N B FH 80 E Ay FRR 1] 96 FL PCR AR,
RABRBRIELD, ERBEIRI PCRNE Lo

4.2 FXIE PCR N EEBITIATIER:
TR F BIfrEx
UDG &b 50°C: 2 3¢ 1
L% 95°C: 3 7% 1
PCR ¥ 1% 95°C: 10#), 60°C (RE&EX) : 30% 45
ILIBEERE FAM. CY5, EF FAM J3 CHO DNA, CY5 ARTR. &HINZEA ABI &5, SEERK
7EFE ROXo
5. BRHE

5.1 BELKIKE
BB KB NZRIEE G NHTIREE, LUBY 1SR4 H B A TN NS EUT 1SR E, BN2S
BolSELZIAR FRER, WeJLIRANESBhEES
5.2 AFREYHFIIE
XSHFFAMLE SRR Ct EN<35; WFRYER, AgxBEARTSHING, SEAMERRIFAH
BEFELHERE,
5.3 WIS
NTC, NCS 9 FAM @& S RT Ct @5 Ct E>35; FRESES AR R>>0.98,
6. ER DI
6.1 L SLAN-96P H4l:
1) EEERERES, £ “CRIW @R “SEHLE” b, SHEREIGESE,;
2) & “FLiRéREE” mEiRT, BROERM ‘LR —Ei@8inEm, HAEE ‘BYE —=95
Mt{& 300000, 30000, 3000. 300. 30. 3 (EXASFLIMNK DNARE, Bk fg/ul) , #
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BEBWNE “BFRBIR —=fFaEJy ST6. ST5. ST4. ST3. ST2. STI;

3) £ ‘KROWM B DAL EiRT, HRBWTERZGNRIZER. BB, EXARR. TIERE,
4) 7 “KRAWM W ‘RNFALEER" @IRP, “RE™ —ZiRBUWNERIREE, 2104 fg/
Lo EEAIENIREPEKIERFTERRMAMERN pg/uL 3 pg/mL. RIBREMFERFIFEA ERC
RGNS RITEMNFERKE, MEERUREERTE 50%-150%2 8.

6.2 LLABI AF] 7500 gPCR Y. ZR{FARZS 2.4 Joffl:

1) ZEEEALEELZ, £ Analysis B Amplification Plot Bk, ¥ FAM i@i& Threshold i&EBH
0.05; CY5 3@ Threshold i&& /9 0.05;

2) 7 Setup HY Plate Setup ERH, FirERLEFLA Task —12i&E /9 Standard, #B7E Quantity
— =23 3UME/E 9 300000, 30000, 3000. 300. 30. 3 (EXAEFLIINEI DNARE, B{UA fg/u
L) , HEEHENE Sample —#=/an& 9 ST6. ST5. ST4. ST3. ST2. ST1l, BELIEIRXTER NTC
FLEY Task —#2i& B/ NTC, IEFBMERIE NCS FL. FEMEEARFL. #74 ERC FLAY Task —1=21& B X
Unknown, HB7EMEMNE Sample Name —f=H85& 9 NTC. NCS. S. ERC, =i Analyze,

3) £ Analysis B9 Standard Curve FEifR™, BEEVATERLZA Slope. Y-Inter. R*&E;

4) 7£ Analysis B9 View Well Table @itk ¥, Quantity —#=B[IEECNLE RAGREE, BN fg/ulo
RIBRENAE A F A ERC BN R IT R IIFEEIUE, MNEEREIKERERTE 50%-150%Z (&,

Q3¢ -3

1. AFNERNE-20°CLLFRIZIE Ho

2. ZERENFEFARERNRFIZHBE, MEIRBIRELSERIT, TREIEPWEE. HFERE
BT S A LR G RIFHNE R

3. ZERIRENE X MRS S, T DNase/RNase, RENIEREMNE, THEHANT—F LK
RIERF

4, FEFERIHRASHERRIMRADREFER.

5. AEHAFERANNTER TREmt, BNBEMERERENTER. BEREFR, Uk
R RE,

6. EFMHN—XM PEFENRNERHE, BREFHAEAINFEEMRNE, ONSEZHFER
RHRAMFR—RETHALRFE.

7. TRENTIRIZBEXNEDXERE, KBRERX >BEIRIENX > EX >SHhXIRFE#HITERE
will, EXEAR. 2. HAIRESREANE™EEKRK,

8. M. RERFEEHERNEHE, BRADBNRSBRENSREM B,

O, G MRILASE, LFRFENEFYINRITKE, &8 PCR ZREHITEEHLIE,

10. WNRFEARFRPAMR, BATFERNZFING, TeERN IR NS,

11, BNER SNSRI G#H TR R EIR 2o

[RZ=AERA]
EFRERRT, QNI mPiRENRENRTaiMEES S,
[AFER]
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