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«Real-Time PCR Set up A| conventional PCRZ target gene2| SE0{ 55 HA 2tQIgtL|Cf.
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@ NTC (Non-Template Control)

01.Primer dimer- 7 Q!

Primer Melting curve =2 agarose gel2 22150 primer dimer2|
dimer [FEQIstn Aol &S 01 F2, ChAl set-upSt AL

primerE A 2 design®fL|CF.

01L.MER A% R XH+¥
02. -3 U2 clean benchOil A Z1%

03.UDG System
Cross-over contamination & X| & 2/t UDG SystemO| 2 & &l
HES AFERLIC

2X Real-Time PCR Pre-Mix (h

(Including SYBR® Green | in mixture)
[Cat. No. DQ483-096(W), DQ483-096(F), DQ483-096(C)]

Contents DQ483-096(W) DQ483-096(F) DQ483-096(C)

2X Real-Time PCR Pre-Mix 96 Tubes 96 Tubes 96 Tubes
(Including SYBR® Green lin mixture) (White Tube)  (Frosted Tube)  (Clear Tube)

HE £% (Feature)
« SYBR® Green |12 2 F&}5t0 QIZ e =2 A4t
« Mixture LHO|SYBR® Green [0] Z&HZ|O{ QLO{ ZH
- Quantification of target DNA using Real-Time PCR

HS1) AL

« Hot start activity : Yes (Chemically-modified Hot start)
« High Resolution Melting(HRM) &4

« qPCRE 0|83t application

« ROX reference dye?} Z&H|0f UX| &

ojo

@ No Amplification

01. Starting template check

SE7HS L quality7t H2 B SF0| £|X| 942 = EUCH
CHA =BG AL Zrg 58 TRt L Tt
02.PCRInhibitor

Template®| purity?} S| %2 B2 SE0| =X @2+ A&
LICk TemplateS DWO 3| 43}0] pCR3} 7Lt LRA| FESHO
SRBLICE
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01.Primer Concentration Check
Primer?| =742 5Lt 2 B2 PCREEO| ZHad

= ASLCLHE s=7F ZY3H0] AR LT

02.Primer design

PrimerS A2 C|XHI5H0] T =3 2} L|C}. Primer binding siteOfl
T-Z(GC-rich contents, 2At ZE §)7t 2 A2 binding siteS
HZSI0] M2 primerS designdtD, 28 O 2 PrimerC| size=
17~25bp, 52 sizel= 80~ 150 bp7} | == A7 BFL T
03.Primer degraded

PrimerE CHA| 3|ASHALE M2 2H4st0f ArgRtLCh

01. 7] activation Al Z} check
XFAt Real-Time PCR Master Mix (Pre-Mix)2| Enzyme-2 chemical-
mediated Hot Start Tag 2 2 27| activation A|7H2 15min2 2
25 /M7t 2sopgLct.
check 02. Annealing Temperature(AT)
Tm=(A+T)X2+(G+Q) X4, AT=Tm-4~6°0) O| HEY o2 HY =
Ofl = PCRO| &I X| 4 B ATS 2°C R3=0f ZIgliptL|Ch.
qPCRO| ATE YBHM O 2 50 ~65°C7t & == M ELICE

PCR Mixture & Cycle

PCR Mixture (Reaction vol. : 20 ;@)

2X Real-Time PCR Pre-Mix 10 e

Primer F (10 pmole/p@) 1

Primer R (10 pmole/p2) 1 e

Template DNA - e

Add DW to 20 @
Cycle*

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

95°C 15min 95°C 15min X1

95 °C 20 sec 95°C 20 sec

Anneal & :| X30~50 AT 20-40 sec X 30~50
; 40 sec

Extension

72°C 0.5-1 min/kb

(Template <200 ng)

*QUHHE O 2 BH-Z A|ZH0| B2 2-step cycling protocolS 0| 85t0 PCRES =35,
Z 2 Al 3-step cycling protocol 2 2 £H-SBtL| L, 3-step 242 pi
S L template] SRS B9, B2 =2 SERSS M =8RSS

2-stepZ= 240 HESHA| gh2 Z20f 0| 8 LICH

rimer2| Tm7{0|

@ Non-Specificamplification / Primer dimer

01. Annealing Temperature(AT)

Annealing temperature” t L5 52 22 H| 50| X Q| band 7t %
2 = USLICEL ATE 2°CTY &0 HAESIHLE 2 £ gradientS
0|:83}0] Z|X ArE MetL|Ch

25 /A7t

check

01.Primer design

Melting curve/ T 7| &S S HISO|H QI A EC| BEOIRE
2tOIBtLICE Target genePt ZEE = UZZ primerS CHA|
designstOf S=88tL|Ct,

02. Primer Concentration

2
AL LICE PrimerE serial dilutiond}0] dimer?+ Al2HX| & & =
E|AESHS X434 Lch

@ PCR efficiency above 105 %

01.Primer dimer §% check

02. Non-Specifichand 5 check

Metting curve S ZHRISH0] primer dimer2| R-F-5 2H0lst 0 Zatof|
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target size, primer2| TmO{| [} 2} template2| AHS 2
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Taq2| ¥, Cycle &=, 5X Band Helper™ &2 ZH ||

AH8SFA| = Real-Time PCR 7| Z-01| [}2} Passive Reference dyeS & O M| 8.

» Tmat AF
Tm =4x(G+C) + 2 x (A+T)

AT=Tm-(4~6°C)
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.) Please contact us, if you have any question and need help.
‘\ T)1670-5695 www.bio-ft.com info@bio-ft.com

2022.03.24 (B 7Hf

@ PCR efficiency below 90 %

01. Primer Concentration
Primer®| =7t 4R AL H2 B PCR2E0| A E
F AEHCLHY s=7 2P0 Ar8 L L

02.Primer design

PrimerS Al 2 C|XHQISFO] R 4=24EfL| T},

Real-Time PCR 7 conventional PCRZ target gene2| amplification
Of 2.2 oISt C},

TEEHLY

01.Amplicon size check

Product Amplicon2 80~150 bp7} Z| =& designdts A2 HERHLICE
Size Amplicon2| size7t 2245 £2 5 285 20|0,500bpS

ZDSIR| = F Lk

01.Extension Time check
ExtensionTimeO| 2 AL PREE0| 2L E
Z 1 2% Al Extension Time 2 24 ZI8gtL|Ch
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