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E1A&SVAOLTA 7% % DNA #MIiXFIE (PCR-ZEIEIREE)
GEESINEY

100 Reactions/&
(FHA &)

BTFEERNEYH mPEEAM, W0 293T 484, KIRAY E1A F SVAOLTA 7% 8 DNA B9Z At

F=o
(™ mfETT]

IAFIERA PCR-ZINIRETE, 34 ELA #0 SVAOLTA EEILIT5 141K, EECENAR LM
E1A&SVAOLTADNA EESE M, BB EENNEYHIMPEEMAE, W0 HEK293T AfE, KRR
E1A&SVAOLTA 7% DNA, IHFIZEBINRERLT, AT USEAS—ESSIRRY 1%, AT kiR
DS HEEERE, MLRAENSE, AAFIZSH UDG B, BT BRI %.

FAFESHEEFTEREBRENIAC AT ZEEER.

(EERSSEE]
S ) #1& (100Reactions/&)
E1A&SV40LTA gPCR MIX 1.0mLX2 &
E1A&SVAOLTA IRFR* 1.0mLX1E
E1A&SVAOLTA BRMEXTEE 1.0mLX2 &
E1A&SVAOLTA #AEG ST1 0.5mLX1% (E1A F SVAOLTA 9% 1.42 X 10" copies/uL)
E1A&SVAOLTA #AEG ST2 0.5mLX1% (E1AF SVAOLTA 9% 1.42 X 10* copies/uL)
E1A&SVAOLTA #EG ST3 0.5mLX1% (E1A F SVAOLTA 9% 1.42 X 10° copies/uL)
E1A&SVAOLTA KSR ST4 0.5mLX1% (E1A #1 SV4AOLTA 3959 1.42 %X 10" copies/uL)
E1A&SVAOLTA #AEG ST5 0.5mLX1% (ELA F1 SVAOLTA 9% 1.42 X 10° copies/uL)
B

FEMSHFIEHRZES T UEK,
KRR EPEEERFEPRBHEAT . ZRIEENSHA VAT,
*EAERRTERIRIIEE, RINENEERNNIR, EFIKENTIZE CY5BE, EROMREEX
¥ CYS £,
*E IR ENEY R ANINAIAR, GRS NAtR, MEH] MIX B SR BRI 1uL AR, 9% qPCR MIX BY
PE21uL/RN, B PCR 2RMEFIN 41uL/ R,
(fEEFRGREXA]
1. EF<-20°CTENRE, BHE 24 MR,
2. BRREFR, REFRTIBAEE 10 R,
3. A MHIR R B ER AR
ERME]

BFEERETFLLTHE: SLAN-96P. SLAN-96S € HhER PCR oM & 4:; ABIT500. ABl
QuantStudio™ 5 LRI TEE PCR1X; Roche LightCycler 480 Kt EE PCR 1¥X; {85 CFX96 &
= PCR 1%

(KR T5E]

MILFIEHENH E1IA&SVA0LTA gPCR MIX. E1A&SVAOLTA RFR. E1A&SVAOLTA BATMEXTER.

E1A&SVAOLTA &4 ST1-ST5, EFERRY, O EZRYIEHRNEOEH,
1. IOtEEIUEE ERC HIF
RIEEEISE ERC A E1A&SVAOLTA DNA IIAERES (U140 1.42 X 10* copies E1A&SV4OLTA
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DNA £#9 ERC Affl) , BRI

1) BY 100pL lAEZSAON 1.5mL FEHEOE R,

2) PN 10pL ST3 FIRAIBRETE L, ARICAREZA ERCo 475 ERC FNEHLERMF A —R## 1 TIZERIREY
4ify, SEIRVBERRN 7R ERC #ZER,

2. RNBRES

2.1 RIBRENARAEL, 1TEFEN PCR RE&RER, —MREBINM 3 MNEE /.

PCR RN i&E#= (5 MREMRBERITAERLZ+] DNTARRITER NTC+1 PMERIESHE NCSHEFMEE A+
A ERC) X3, ARRHENIRER PCR RNK, RIREF 20uL FEDEZE 96 fL PCRIREE
PCR/\IEEEH,

2.2 BRMFLINERA:

25 ItEE

TR 20pL EIA&SVAOLTA qPCR MIX + 20uL ST1/ST2/ST3/ST4/ST5
NTC 20uL E1A&SVAOLTA qPCR MIX + 20l PRMXHER
NCS 20uL ELIA&SVAOLTA qPCR MIX + 20uL NCS 4ifkik

eI 20pL E1IA&SVAOLTA qPCR MIX + 20pL M A4ttt &

17 ERC 20pL EIA&SVAOLTA qPCR MIX + 20uL #4s ERC 46K

3. HAIZERIREN
BRIEPBESRBRIZBRIENSHAMATREIRAEE, #4RE5H 100uL, RIRHFINEN 10uL.
4. K3t PCR LY
4.1 B8 2.2 BY75 KIGIZBA NN E] E1A&SVAOLTA qPCR MIX b, Z4FR V& & A2 96
FL PCR1R, BOEBRETEL, HBEIRI PCR{NES L,
4.2 ERI PCRIN EIZITTUATIER:

TR i 1BIT 5K
UDG 4biE 50°C: 2 &3%# 1

Pz 1% 95°C: 3 /3% 1
PCR ¥ 1% 95°C: 10#%), 60°C (R&EXNK): 307 45

T JEBIE %R FAM. ROX. CY5, EH™ FAM J3 E1A DNA, ROX JJ SV4AOLTA DNA, CY5 A
E1A&SVAOLTA RtF. &E{VE8H ABl &%, BHIRH%ESE none,
5. ERHAE
5.1 FELISTE

R ELKIENSREEB IS MNEESFHTAZE, SRERBIGESE,
5.2 FRAYHIsE

ST FRAMLERAME Ct BN <40; XFHAMLER, JREFATHING, SEEEERERNFAH
EREHERE
5.3 RIALIT M

TAEMRITER NTC B9 MLE R E1A F1 SVAOLTA EEARISE AR BT 0.284 copies/ulL, TiRIESLLY
=HESWIFERIGTE BB ITE, tREmLLMAEXMY R7>0.99;
6. ERO
6.1 LL SLAN-96P Joff:
1) BEEERAREREL, £ “RROW ERN SERE” b, BRERBIEGESE;
2) £ “FLIRREE” R, BRERDN “EAEER” —igEARER, FEE BE —E95)
MRER 1.42X10°, 1.42X10%. 1.42X10% 1.42X10% 1.42X10' (ZXHEFLIONE DNA KREE,
B[/ copies/uL) , HEEMEMM “BHEZHR —=mhd@ ) ST5. ST4. ST3. ST2. STI;
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3) & “KROWM B MhEfL” mEiRS, PRS- METRIERSGRRIER. BB, BXRE
R E

4) 7T “ERDH B ‘REFLESER" @BRFP, KRE” —=0l7EXINIEE REE R ARG N LS
HREE, 217 copies/pl. RIBFEFMAFAFEZR ERC RUKNILE RiTEINHELEIULER, MiEEKRER
FERTE 50%-150%22 180

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

1) EEEREREELZ, 7T Analysis B9 Amplification Plot E#RH, ¥ FAM i&i&. ROX @&, CY5
&8 Threshold KBRS ESE, =i Analyze;

2) 7 Setup HY Plate Setup ERH, FirERLEFLA Task —12i&E /9 Standard, #B7E Quantity
—EDBUMERN 1.42X10°, 1.42X10° . 1.42X10°, 1.42X10°, 1.42X10" (BXASFIONE
DNARE, B{IA copies/ul), FEEMRMA Sample —#=H&&E A ST5. ST4. ST3. ST2. STL
R AEIRITER NTC FLBY Task —12I&EJ NTC, FFBMEBIE NCS FL. RENAEATFL. #¥48 ERC FLEY
Task —121&E A Unknown, FBETEMERMNAY Sample Name —#=/#& 9 NTC. NCS. S. ERC;

3) 7 Analysis B Standard Curve ER A, iEEFE A [FiE18 vl ENAE N $EARAR A 4R RY Slope. Y-Inter.
R%;

4) 7£ Analysis B9 View Well Table E#k®, Quantity —4=, &R R[EEIE Al EENAE LSBT M LS
HIREE, 27 copies/pl. RIBFEFMFEARFEEZR ERC RUKNLE RiTEMFELRIULE, MEERKRE
F3R7E 50%-150%2Z j8],

CERE)

1. AFIENIE-20°CLL TR

2. RERENFFARERNRFIRIHBE, FERBIRESERIT, TIREIEPEE. HFERE
FEHIE R A LR G RIFIE R

3. ZERIRENE XFEMMIRESE. T DNase/RNase. F& HEK293. BRJEEok E1A&SVAOLTA HFixFLT%
BRAEXEY), RIGIERERE, TREFEFNT—TERHNITLFRTF-

4, REFATHRASHEREHRAS REER.

5. AFERFERANTFEERTTERAMY, BNBEMEREREENTER. BRREFRR, LR
R RE,

6. EHRHN—AXMY PEFENRNERS, BREEFHEAINFERMRNE, WUIERFER
AHERIEMBR—RETHIARFE,

7. TREWTIRIZBEXNEDXEE, KEBRERX SBEIRIERX > EX >SHhXIRFE#HITERE
. EXEAR. 28M. RFIRESRBENEZIEEK,

8. Hm. RERFEEHERNEE, BRASBRSBIRENTREMBRAME,

O, G MRILAE, LSRFENEFYINRITKE, &8 PCR ZREHITEEHLIE,

10. SNREFARAPEIRRFAMRN, BTARNZT RG], BI8ERXT IR IIE L2,

11, BINER RN MR ARV IR TR R EIR 2 o

[RZ=AERA]
TEFRBERRT, ARBEXI~ @A BRNFRENRT~aMESS.
[2EER]
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