Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.
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2X OneStep qRT-PCR (h)
Master Mix (For Probe), Low ROX

[Cat. No. RQ323-10h]

Contents RQ323-10h
2X OneStep qRT-PCR Master Mix 10mX1ea
Low ROX ( For Probe)
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01. Starting template check
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02. PCR Inhibitor
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01. Primer Concentration Check
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02. Primer design

PrimerZ M2 C|AtRI5H0] 24=34QIL|CE. Primer binding site0f|
FR(GC-rich contents, 22} Z 5)7F US AL binding siteS
HHZ4510{ M2 primerZ designdtH, LEFX O 2 Primer2| size=
17~25 bp, ZZ size= 80 ~ 150 bp7t £| =2 MAGHL|Ct

03. Primer degraded

PrimerE CHA| BIAIGHLE A2 2Hed510] ALBRILICE

01. %7| activation A|Zt check

At Real-Time PCR Master Mix (Pre-Mix)2| Enzyme2 chemical-
mediated Hot Start Tag@ 2 27| activation A|ZHS 15 minQ 2
AZ45H0F BHL|C}. (Antibody-mediated Hot start Tag 2min)

02. Annealing Temperature(AT)

Tm=(A+T) X2+ (G+0) X4, AT=Tm-(4~6'C) O| AtZHO 2 MY 5.
Ofl= PCRO| 2| 04O ATE 2°C 501 ZIREILICE

qPCRO| AT MO 2 50 ~ 65 C7tH | =5 HZFHLICE

qRT-PCR Mixture & Cycle

gRT- PCR Mixture (Reaction vol. : 20 Q)

2X OneStep qRT-PCR Master Mix 10 uf

Primer F (10 pmole/ug) 1u0

Primer R (10 pmole/pQ) 1

Probe (variable 2 ~ 4 pmole/u() -ud

Template RNA -

Add RNase free water to 20 uf
Cycle*

[2-Step cycling protocol]

50C 30min - X1 50C 30min - X1
95C 15min = X1 95°C 15 min X1
95°C 20 sec 95°C 20 sec
Anneal & :I X30=50 ATC 40 sec X30~50
p 40 sec

Extension .

72C 1 min/kb
72°C 5min X1 .

72C 5 min X1
16C = 5

16C o0

[3-Step cycling protocol]

(Template <200 ng)

@ NTC (Non-Template Control)
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01. Primer dimer$-3 £91
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03.UDG System
Cross-over contamination 22|
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@ Non-Specific amplification / Primer dimer

25N
check

01. Annealing Temperature(AT)
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01. Primer design

Melting curve / 27| 52 3 HIS0[2{0l 42| EE0i2E
SIQIFILICE Target geneRt SEE 4= UEE primerE CHA|
designSO] S-RUEILICH

02. Primer Concentration

=2 52| primerg AFEE 42 primer dimer7t @& E
QUELICE PrimerE serial dilutiondt0 dimer7t AlZFA| =
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PCR4=8H A| AF2SH=TemplateQ| 5 2! 5, SZ5t 1A} 5= Target size,
primer2| Tm0{| (L2t TemplateQ| AF2ZF, Anealing Temperature, Extension time,

Cycle =5 ZHaH ARBRILICE

»Tmgt HY
Tm=4x(G+C) + 2x (A+T)
AT =Tm-(4~6C)

Expiration Date: -20+ 5°C HZHA| 14

.) 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-Specificband §-F check

Melting curveZS Zt215104 primer dimer| 3 2.5 &0 15111 Znjof|
RS 0|2 YR PCRETUS CHA| setupBiL|Ct.

03.Template 2| S check

Template®| =5 AEQIGHT 22 M2 CHA| SFILICE
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@ PCR efficiency below 90 %

01.Primer Concentration
Primere| SE7HAR £7{LH L2 A PCR 580| 24T
2+ QUELICk 3 57} 235101 ASELICE

02.Primer design

Primer§ M2 CIZF2I510] AH4-2tL|Ct.

Real-Time PCR 2 conventional PCRZ target gene2| amplification
HE5lo|5H |C}
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01.Amplicon size check

Product Amplicon2 80~150 bp7} £| =2 designdh= 242 HAFHCE
Size Amplicon®] size7 | 242 =2 23 589 HO|H, 500 bpS
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01.Extension Time check
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