Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.
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2X Real-Time PCR Master Mix @

(Including SFCgreen® | in mixture, Low ROX)

[Cat. No. DQ357-40h]

Contents DQ357-40h

2X Real-Time PCR Master Mix

(Including SFCgreen® | in mixture), Low ROX Tmix4ea

For Research Use Only. Not for use in diagnostics procedures.

M Product Description

+ SFCgreen® | dye detects double-stranded DNA, wo specific probes
are no required
+ Low PCR inhibition by fluorescent dye
« Outstanding photo-stability, Excellent Thermal stability
+ Premixed components stored at 2~8'Csignificantly reduce assay steup time
+ Quantification of target DNA using Real-Time PCR
« Hot start activity : Yes (Antibody-mediated Hot start)
+ Wavelength similar to SYBR®Green | & EvaGreen™ (Intercalating dye)
+ Low ROX Passive Reference Dye included
« dUTP signficantly reduces carryover contamination when used in
conjunction with uracil-DNA glycosylase

@ No Amplification

01. Starting template check
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02. PCR Inhibitor
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01. Primer Concentration Check
PrimerQ| S E 7} 42 7L} S H2 PCR 80| ZAE
& UELICEL Y SE7t 250 ALBRILICE

02. Primer design

PrimerS M2 C|AIQI5H0] 24=34RIL|C}. Primer binding site0f|
F-R(GC-rich contents, 22} Z 5)7t US AR binding siteS
EHZ4510{ M2 primerZ designdt, YEH O 2 Primer2| size=
17~25 bp, ZE size= 80 ~ 150 bp7} £|E.2 MASHLICE

03. Primer degraded

PrimerE CHA| BIAGHALE A2 2H510] ALZRILICE

01. 27| activation A|Zt check
At Real-Time PCR Master Mix (Pre-Mix)2| Enzyme chemical-
mediated Hot Start TagQ 2 27| activation A|ZHS 15 minQ2
2 /A2 AZ5HoF BHL|CE. (Antibody-mediated Hot start Tag 2min)
check 02. Annealing Temperature(AT)
TM=(A+T) X 2+ (G+C) X 4, AT=Tm-4~6C) O| AFZHO 2 MK &
Ofl= PCRO| 2| 04O ATE 2°C 501 ZIEHLICE
qPCRO| AT= LHFHO 2 50 ~ 65 CI | == HHRILICE

M Protocol

1) Thaw BioFACT™ 2X A-Star Real-Time PCR Master Mix, template
DNA, primers and D.W on ice. Mix each solution well.

2) Mix the reaction mix thoroughly, and centrifuge briefly to collect
solutions at the bottom of PCR tube or plates, and then store on ice
protected from light.

Reagent Final Conc. PCR Vol.(20 1)
2X Real-Time PCR Master Mix 1X 10 ud
Primer F (10 pmole/ug) 5~ 10 pmol 0.5~1u)
Primer R (10 pmole/ug) 5~ 10 pmol 0.5~1u)
Template DNA Variable Variable
Add DW to 200 20 u

3) Perform qPCR reaction using the follwing cycling program :

Steps Temp. Time Cycles
UDG activation 50°C 3min 1
Initial activation 95°C 2min 1
Denaturation 95C 10 sec
Annealing AT 15 sec 30~45
Extension 72°C 30 sec

[Melting Analysis]

4) Place the PCR tubes or plates in the qPCR cycler, and start the
cycling program.
5) After the reaction is completed, prerform analysis.

@ NTC (Non-Template Control)

01. Primer dimer§-5 0!

Primer Melting curve £ agarose gel2 22I510{ primer dimer2|
dimer RFEElRIoln Zujol| IS 0|2 ZL, Al set-upStALE
primerZ M2 designgtL|C}.
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03.UDG System
Cross-over contamination Z|& £/5t UDG SystemO| 2 &=
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@ Non-Specific amplification / Primer dimer

01. Annealing Temperature(AT)
25/AZ Annealing temperatureZ | L4 2 =S 42 H|E0| 20l band7| =
check 2 £ QUELICE ATE 2 CTH 0 E| AESIZLE 25 gradientS
O|8310] 2|2 ATE HRiLICE

01. Primer design

Melting curve / 247|358 E5f HISO| &0l AS0| ZE0{E
EOIBILICE Target gene@t SZE 4= QUE 2 primerS CHA|
design5to] £=3HSH|Ct.

02, Primer Concentration
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M Suitable Sample Material

All kinds of sample material suited for PCR amplification can be used.
Please ensure the samples are suitable in terms of purity, concentration
and DNA integrity. Always run at least one negative control with the

sample. To prepared a negative-control, replace the test sample with
RNase/DNase free water.

M Application

+ Detection and quantifictaion of targets DNA and cDNA
« Gene expression analysis

+ Microbial detection

« Low copy gene detection

E{ Kit Storage

BioFACT™ 2X A-Star Real-Time PCR Master Mix((Including SFCgreen® |
in mixture) should be stored at -20°C on arrival. Repeated freeze/thawing
will not compromise the performance of the product.

Expiration Date: -20+5 C H2 Al 114

‘) Please contact us, if you have any question and need help.
‘\ T)1670-5695 www.bio-ft.com info@bio-ft.com
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@ PCR efficiency above 105 %

01.Primer dimer §2 check
02. Non-Specific band 35 check

Template Metting curve S Q15104 primer dimer2| 325 £Q15} 11 ZA3}0f|
/ Primer TS 0|2 RPAREUS T setupBiICt

03.Template 2| S check

TemplateQ| =5 AEQIGHT 22 ME 2 CHA| SHFILICE

@ PCR efficiency below 90 %

01.Primer Concentration
Primer] S E7HAR 7L LHS H PCR 20| 2AE
= AELCE 2Y S22 YSH0] ARBRILICE

02. Primer design

PrimerE M2 CIZFQI5I0] ARSIt

Real-Time PCR Z conventional PCRZ target gene2| amplification
[CEEE-E
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01. Amplicon size check

Product Amplicon2 80~150 bp7} E| =2 designdh= 242 HAIBILICE
Size Amplicon2|size7t 2242 2 ZSZ 58S H0|H,500bpS

ZU5IA| =S LICE

01.Extension Time check
Extension TimeO| &2 A< PCREE0| L4 2 4 U&LICH
22 Y Al ExtensionTime S 52 2IRSHLICE
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