Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.

St
.

L=

N zou

= AE2 28 UE 0| AAESI=S Bt

HELS L AN
o AYHAMO|| LE2 2| 20)| 2t M ES AMBSIR S Z20i2t
DE XS AIE BESIT
o AR AR E ALBO|LE B0 2 Ql5H ZH|7tH st AS
40z 0| =] =Lt
ordZn U gE2A 2
. 557
.

ar=2o|

o N

- TR0 HE A YEE e

© SO AHO| QoL HEA FL HE T MEH A
A82L FelAket

« SE7I30| 21 AlF2| AHE S SRR,

YEAEE AT UelT 0l TS R HP

2440| 2512 4 U002 Fof3ict,

RS PP, UHYS BFSH0] B, AGSHES Bk
« 222 Ho £MO| w2t Y25 5{0joF sin, 7|

e 3 SAI ALB3IE
2211 242 DNA /RNA 4240l w2t Ho[3t Ztg 8 4 9ict.
- QT A= B A L 4 91002 Fof3ict,

2X OneStep qRT-PCR Master Mix
(Including SYBR® Green | in mixture) @

[Cat. No. RQ351-10h, RQ351-50h]

Contents RQ351-10h RQ351-50h

2X OneStep qRT-PCR Master Mix

Tmixlea 1.0mdx5ea
(Including SYBR® Green | in mixture)

HE 53 (Feature)

« Low PCR inhibition by fluorescent dye

« Mixture LHOf| SYBR® Green | dye7| ZSHE|0{Q10] ZHHSIA| ALRO| 7+s
« Quantification of target RNA using Real-Time PCR

« Hot start activity : Yes (Chemical-mediated Hot start)

- qPCR= 0|23t application

« The excitation and emission maxima of the included SYBR® Green | are at

494 nm and 521 nm, respectively.

@ No Amplification

01. Starting template check
SIS quality 72 AR SEO| E[R| 2 4 QUELICE
CHA| 22517{Lt A8 521 M-RUBHLICE

Template 02. PCR Inhibitor
Template®| purity7}E2| 942 22 SZ0| =[X| 42 4= UBLICE
TemplateZ D.WOf| S|44510{ PCRSI7{Lt CHA| 225101
SRUBL|CE.

01. Primer Concentration Check
Primer2] 5 E7HL{R E7{LELFE 29 PCR 5B0| 2AE
& UEHCEL HY SE7t 250 ALBRILICE

5SS

02. Primer design

PrimerZ M2 C|AIQI5H0] Z4=34RIL|C}. Primer binding site0f|
F-R(GC-rich contents, 22} Z 5)7t US AL binding siteS
245101 M| 2 primerZ designdt, LEF O 2 Primer2| size=
17~25 bp, ZE sizet= 80 ~ 150 bp7 | | = 2 AAFLICE

03. Primer degraded

PrimerS CHA| BIAIGHLE A2 2Hd510] ARBRILICE

01. %7| activation A|Zt check
At Real-Time PCR Master Mix (Pre-Mix)2| Enzyme 2 chemical-
mediated Hot Start TagQ 2 27| activation A|ZHS 15 minQ 2

25 /A2 AH5H0F SHL|CE (Antibody-mediated Hot start Tag 2min)
check 02. Annealing Temperature(AT)

TM=(A+T) X 2+ (G+C) X 4, AT=Tm-(4~67C) O| MEHOZ MA &
Oll= PCRO| =|2| 94O ATS 2°C ‘545201 ZIBEHL|CE
GPCRO| AT= QHEH O 2 50 ~ 65 C7HE| =2 AAFH|CE

PCR Mixture & Cycle

PCR Mixture (Reaction vol. : 20 uQ)

2X OneStep qRT-PCR Master Mix 10 ud

Primer F (10 pmole/uQ) 1 ud

Primer R (10 pmole/uf) 1 ud

Template RNA - ud

RNase free water to 20 ud
Cycle*

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

50C 30min X1 50C 30 min X1

95°C 15min X1 95C 15 min X1

95°C 20 sec 95°C 20sec

/E\:t,:ast fn o :I X30~50 AT° 20-40 sec X30~50
72°C 0.5-1 min/kb

[Melting Analysis] [Melting Analysis]

*

YHH O 2 BEG AZH0] B2 2-step cycling protocolS 0|&3101 PCRS +-R45HH,
HQ Al 3-step cycling protocol O 2 BFSBH|CE 3-step 272 primer?| Tmg(0|
7L template?| SE7H SR HR, B2 52 SEA8S YolA= RS

2-step 20| 2{E5t2| 042 Z20f 0| ZELICEL

@ NTC (Non-Template Control)

01. Primer dimer-3 0!

Primer Melting curve £ agarose gelS 2215104 primer dimer2|
dimer RS SRk Zulof| IS 012 Z: ChAl set-updtrLt
primerE A& designgfL|Ct.

0L MR Alfo = M-8l
02,5292 clean benchOf|A] 2134

03.UDG System
Cross-over contamination 2| & 2|5t UDG SystemO| 2 2%
HES ALSELICE

@ Non-Specific amplification / Primer dimer

01. Annealing Temperature(AT)

25 /AZ Annealing temperature? | | &S A2 H|S0| Q1 band7t =
check 2 4 QIALICH ATE 2 CTA 50 | AEBIHLE 25 gradientS

0| 8510] 2|2| ATE HYELICE

01. Primer design

Melting curve / 27| 52 Saf HIS0[40l 420| S20128
EQIBH|CY. Target geneRt SEE 4 U E primerS CHA|
designdtO] 4=3SHL|C}.

02. Primer Concentration

=2 59| primerg AFEE 42 primer dimer7t @& E
QUELICE. PrimerE serial dilutiondt0 dimer7t AlZFA| =
SESHAES S 253 FLCH

™ Tip.

PCR %8l A| AFRSH=Template?| £5 2! 5=, SE5I11A} 5h= target size,
primer2| Tm0f| (2} template2| AR ES, AT, Extension time, Tag2| &, Cycle %=,
5X Band Helper™ -2 225 AFREHL|CE

Mixture L{Of| Intercalating dye7t Z2t=|0] UC D 2 Hk Al Loj| L ESE|Z|
EE FOFLICE

HEE2Ql Freezing and thawing2 Z% E88 ZAA|Z £ U O 2 aliquotsto]
2t/ AR ct

Expiration Date: -20+5 C 22t A| 14

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

2026.08.31 (MHA 7HYY)

@ PCR efficiency above 105 %

01.Primer dimer §5 check

02. Non-Specificband §-F check

Template Melting curveS E121510{ primer dimer2| R 2= &0 15171 Z1jof|
RS 0|2 B PCREUS CHA| setupRlL|Ct.

03.Template 2| S check

Template®| =5 AEQIGHT MZ2 MEZ CHA| SFILICE

/ Primer

@ PCR efficiency below 90 %

01.Primer Concentration
Primer| SE7H 4R E7LH 2 L PCREEO| U4 E
4 QUELICEL HA =7t 24510 ARRSILICE

02.Primer design
PrimerE M2 CIZ{QI5I0] ARt |Ct.
Real-Time PCR 24 conventional PCRZ target gene2| amplification

2 Solsh

01.Amplicon size check

Product Amplicon2 80~150 bp7} £| =2 designdh= 242 HAFHCH
Size Amplicon@] size7t 242 2 ZZ 582 HO|H, 500 bp2

25| Y= E BLICE

01.Extension Time check

Extension _
Extension TimeO| &S ZL PCRES0| Zt4A = 4= Q&L
2|

Time

-15C
(F)Hjo|eHE
e EAHBY  HBAA 4T EHT L8R 70




