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«Real-Time PCR Set up A| conventional PCRZ target gene®| 550155 HA 2t0IgtL|Cf.
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@ NTC (Non-Template Control)

. 01.Primer dimer3-2 20!
Primer Melting curve Z2 agarose gel2 £t215}0f primer dimer2|
dimer FFE =I5t Zntof YEH2 0| B2, ChAl set-upSt AL
primerE M2 designgt L|C}.
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03.UDG System
Cross-over contamination 2 X| £ 9!
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2X Real-Time PCR Master Mix (@

(Including SFCgreen® | in mixture, Low ROX)

[Cat. No. DQ352-40h]

Contents DQ352-40h

2X Real-Time PCR Master Mix

(Including SFCgreen® | in mixture) Tne x 4ea

HE £7% (Feature)
- SFCgreen® |1 2 H&HstD DIZE =2 ATt
+ Low PCR inhibition by fluorescent dye
« Outstanding photo-stability, Excellent Thermal stability
« Mixture LHO| SFCgreen® | dye?} Z&t|0] 2L 0f ZHHSIA ALEO| 7Hs:
+ Quantification of target DNA using Real-Time PCR
« Hot start activity : Yes (Antibody-mediated Hot start)
- gPCRE 0| &t application
- Wavelength similar to SYBR®Green | & EvaGreen™ (Intercalating dye)
« Low ROX Passive Reference Dye included

@ No Amplification

01. Starting template check

SEIHR L quality7} 2 22 SH0| 2K 42 4 AFLICH
CHA| F=ESHALE AFE 2SS 2 MLk
02.PCRInhibitor

Template®| purityZ} EX| @42 B SE0| =X 2+ US
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01.Primer Concentration Check
Primer®| E=7t R AL X2 B PCRRE0| 2 E
= ASLCL A E7h Y30 AR LICH

02.Primer design

PrimerS A2 C|X}QI5}0] XH4=34 I L| C}. Primer binding site0]
TZ(GC-rich contents, 2XH & &) 7t A2 Z S binding siteS
B 4510 M2 primerS designotH, LEHE © 2 primer2| size=
17~25bp, 55 size= 80~ 150 bp7t =l = F A A BHL|C}.
03.Primer degraded

PrimerE CHA| 3| A8t LE M2 eHstof Atg 2Lt

01.%7| activation A| Z} check

XA} Real-Time PCR Master Mix (Pre-Mix)2| Enzyme chemical-
mediated Hot Start Tag2 2 27| activation A|Z+2 15 min2 2
Asfiop gLt
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check 02. Annealing Temperature(AT)

TmM=(A+T) X2 + (G+C) X 4, AT=Tm-(4~6°C) O| AZEHO 2 M
Of| = PCRO| &|X| QE 2 ATE 2°C R3=0f ZI3BtL|Ch
qPCR2| ATE LEHH O 2 50~65°C7t | =& A™ L Ch
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PCR Mixture & Cycle

PCR Mixture (Reaction vol. : 20 @)

2X Real-Time PCR Master Mix 10 e

Primer F (10 pmole/p@) 1 e

Primer R (10 pmole/p@) 1 e

Template DNA - e

Add D.W to 20 pe
Cycle*

[2-Step cycling protocol] [3-Step cycling protocol]

95°C 2 min 2 95°C 2min X1
95 °C 20 sec 95°C 20sec
Anneal & :I X30~50 AT 20-40sec X 30~50
E " 40 sec
xtension 72°C 051 min/kb
(Template <200 ng)
*QUHHE O 2 BhZ A|ZH0| -2 2-step cycling protocolS 0| 8510 PCRS 85,

x|
2R Al 3-step cycling protocol 2 2 #H-S 8t LI Ct. 3-step 2712 primer2| Tm 40|
ALY, template®] 57t R 2 B2, S22 52 EERSS A ER S

2
2-stepZ 710| He}SHX| 242 Z20f 0| 8FFLIC

@ Non-Specificamplification / Primer dimer
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01.Primer design
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02.Primer Concentration
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A& LICH PrimerZ serial dilutionSH0] dimer7}t A2t & 5 =&
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@ PCR efficiency above 105 %

01.Primer dimer §F check
02. Non-Specifichand 75 check

Template
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@ PCR efficiency below 90 %

01.Primer Concentration

Primer| 57k P E2LE L2 H2 pCRESO| A2 T
F AEHCLHY s=7H 2FsH0 AFE L Ch

02.Primer design

PrimerS A2 C|X}QI5HO] =221 T

Real-Time PCR ™ conventional PCRE target gene2| amplification
olE ot

01. Amplicon size check

Product Amplicon 80~150 bp?t E| =2 designdhs 242 HEELICE
Size Amplicon®| size? 225 £2 SE 288 BO0|H,500bp5

ZIFSHR| == B Ch

01.Extension Time check

Extension .
Extension TimeO| &2 42 PCRE 80| 24 E 4= AFL|CH

Time
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