Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.
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[Low ROX]

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

2X OneStep qRT-PCR Master Mix

[Cat. No. RQ352-10h/RQ352-50h]

Contents RQ352-10h  RQ352-50h

Tmdx1EA Tmd x5EA

(Including SYBR® Green | in mixture), Low ROX

HE £ (Feature)

« Low PCR inhibition by fluorescent dye
- Mixture LHOf| SYBR® Green | dye/Low ROX7} ZSHE|O{ QL0 ZHESIA|

AE0| 7k

« Quantification of target RNA using Real-Time PCR

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

- qPCR= 0|23t application

@ No Amplification

Template

2E/AZ
check

01. Starting template check
SEIHLqualit? S HR SBO| EfR 218 4 LIk
CHA| F2517{LE A8 S 521 G RURILICE

02. PCR Inhibitor
Template®| purity7}E2| 942 2L SZ0| =IR| 42 4= UBLICE
TemplateZ D.WOI| 3|A445101 PCR3I7Lt CHA| S:&5101
285 [C

01. Primer Concentration Check
Primer2] 5 E7H {2 E7{LELFE 29 PCR 50| 24
4 QLICE Y 527t 25101 ALBBILICE,

02. Primer design

PrimerS M2 C|ZIQI5H0] 24=34RIL|C}. Primer binding site0f|
F-R(GC-rich contents, 22}-Z 5)7t US AL binding siteS
EHZ4510{ M| 2 primerZ designdt, ZEF O 2 Primer2| size=
17~25 bp, ZE sizet= 80 ~ 150 bp7 | = 2 AAFLICE

03. Primer degraded
PrimerS CHA| BIAIGHLE A2 2Hd510] ARBRILICE

01. 27| 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
AZ5Hof SHL|CE. (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 &
Ofl== PCRO| 2| 04O ATE 2°C 501 ZIEILICE

QPCRO| AT LHFHO 2 50 ~ 65 C7tH | =5 MAFHLICE

PCR Mixture & Cycle

PCR Mixture (Reaction vol. : 20 uf)

2X OneStep gRT-PCR Master Mix 10 ud

Primer F (10 pmole/u) 1 ud

Primer R (10 pmole/u0) Tul

Template RNA -

RNase free water to 20 ud
Cycle*

[2-Step cycling protocol]

[3-Step cycling protocol]

50C 30min - X1 50C 30min X1

95T 15min - X1 95C 15 min X1

95°C 20 sec 95°C 20 sec

Q:tr;:il. fn 20 sec :I X30-50 ATu 20-40 s-ec X30~50
72C 0.5-1 min/kb

[Melting Analysis] [Melting Analysis]

*QUHk2 0 2 HES A|7H0| B2 2-step cycling protocol 0| 25}0] PCRS 4351,
ZQ A| 3-step cycling protocol @ 2 Bt-SEHL|C}. 3-step 2742 primer2| TmZ{0|

S71L}, template?| =7t 2 49, B2 52 SEEES WA= B S

2-step 2710|

24gaix) ot 220l o1 gRLICE

@ NTC (Non-Template Control)

Primer
dimer

01. Primer dimer$-3 £01

Melting curve £ agarose gelS 2215104 primer dimer2|
FRE EQIok Aol IS 012 Z: ChAl set-updtrLt
primer2 M2 designgfL|C}.

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

03.UDG System
Cross-over contamination 2| & 2|5t UDG SystemO| 2 £ =
HZS ALSELIC

@ Non-Specific amplification / Primer dimer

2E/AIZE
check

01. Annealing Temperature(AT)

Annealing temperature?t L ? S 4 H|S0[2{Ql band7t 5%
= £ QUELICE ATE 2 CTH 50 | AESIZ]LE 2% gradientS
O 8510{ 2|2 ATE HARILICE

01. Primer design

Melting curve / 27| S5 S Saf HIS0[40l 420| SE0128
EQIBHLICY. Target geneRt SZE 4 UTE primerS CHA|
designdtO] $=3SHL|C}.

02. Primer Concentration

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

M Tip.

PCR 4=34 A| AF23H=TemplateQ| £5& 2! 55, SZ5H 1At k= target size,
primer2| Tm0f| (2} template2| AR E, AT, Extension time, Tag2| &, Cycle %=,

5X Band Helper™ & 245 AFSEHLICE

Mixture L{O| Intercalating dye7t Z3Hz|0f YOO 2 HEH Al Loj| E&|Z|
A= FOIFLICE

HEEKO| Freezing and thawing2 ZZ 588 ZAAIZ 4 U0 2 aliquotsto]
Hab/ ARSI

M Instrument Compatibility

Applied
Biosystems

Bio-Rad®

Roche

QIAGEN
(Corbett)

Eppendorf

Agilent
(Stratagene)

Takara

7500, 7500 Fast, ViiA™ 7, QuentaStudio 12K Flex

CFX96™, CFX384™, Opticon™, Opticon™2, MiniOpticon™, Chromo 4™
Light Cycler® 480, Light Cycler® Nano

Rotor-Gene™ 3000, Rotor-Gene 6000™, Rotor-Gene™ Q
Mastercycler® ep realplex, Mastercycler® ep realplex 25

Mx3000P, Mx3005P, Mx4000, AriaMx

Thermal Cycler Dice®

Expiration Date: -20+5 C HZ A| 14

AA\

Please contact us, if you have any question and need help.

T)1670-5695 www.bio-ft.com info@bio-ft.com

2026.03 .24 (MHA 7HHY)

@ PCR efficiency above 105 %

Template

/ Primer

01.Primer dimer §2 check
02. Non-Specificband §-F check
RS 0|2 B PCREUS CHA| setupRiL|Ct.

03.Template 2| S check
Template®| SEE AEQIGI 1 M2 2 MER CHA| £SILICE

@ PCR efficiency below 90 %

Product
Size

Extension

Time

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

02.Primer design

PrimerE M2 CIZ{QI5I0] A4St |Ct.

Real-Time PCR 2 conventional PCRZ target gene2| amplification
H2 505 |},

TR

01.Amplicon size check

Amplicon2 80~150 bp7} E| =2 designdh= 242 HAIBIL|CE
Amplicon@]size7 | A2+ 2 52 ZZ 582 HO0|H,500bpS
ZfSIA| Q== L CE

01.Extension Time check
ExtensionTimeO| &2 A2 PCR E80| 244 2 4 Q4ELICE
2|

(F)Hto|2HE

-15C
e &5 EAH/BH PN S47 28 70




