Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.
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REFACT™
RT Pre-Mix (dT18 Plus)

[Cat. No. BR546-096]

Contents BR546-096

96 Tube

RT Pre-Mix(dT18 Plus) (8 Stripx 12 EA)

M HZEA (Feature)

« Lyophilized Type H|Z 2.2, RT0|| 223t 2= 4&0| 0|2 £FE|0]
Q101 HE|5tH, HE Al E7HSH 2|45}

-Oligo dT18 &t

«Thermostable and RNase H varient of M-MLV RTase(RNase H’)

- Synthesize cDNA at 42°C ~ 50°C

« Especially the highest activity at 50°C

« Synthesis of long length cDNA ( < 14 Kb)

« Synthesis primer : random primer, oligo-d(T), gene specific primer

+RNA 22} 725 AH|SHO (DNA RHY 58 24

@ No Amplification

01. Starting template check
SIS quality7H 2 AR SEO| E[R| 2 4 QUELICE
CHA| 22517{Lt A8 S 521 M4BTt

Template 02. PCR Inhibitor
Template®| purity?HEA| %42 2 SE0| £R| S = UELICEH
TemplateS D.WOI| 5]44510{ PCRSI7{Lf CHA| 325101
SRUBIL|CE

01. Primer Concentration Check
Primer2] 527t LR E7{LE LS 29 PCR 5B0| 2AE
& UEHCE HY S27F 250 ALBILICE

5SS

02. Primer design

PrimerZ M2 C|ZIQI5H0] 24=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 2Hed510] AL RILICE

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

25 /A2 AH5HOF BHLICE (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| MEHO 2 MA &
Ol PCRO| Z|R| 04O ATS 2°C S5:01 ZIBHEHL|L
GPCRO| AT= QHEH O 2 50 ~ 65 C7HE| =2 AAFH|CE

RT Reaction Method

First-strand cDNA Synthesis ( Reaction vol. 20 y0 )

1. PCR tube0f| O}2{|2tZ0] MixtureS E&}8tLICE

RNA Total RNA10ng~5ug, mRNATng~05ug -y

RNase free water to 20 1)

2. A204|A 5 min incubation EHL|C}.

3. 42 ~50°C Ol 1 hr 8FS A|ZL]CE.
— HIS0|A{HZS-F0|7| floiA=50C HHESS HATILICE

4. 95C 5 minZ} heatingd}0] RTase Inactivation SHL|C}.

5. PCR Reaction

@ NTC (Non-Template Control)

01. Primer dumer° 2 &l

Primer Melting curve &2 agarose gel %-i. OI5t0{ primer dimer2|
dimer FRE Sk Zulof| IS 012 Z: ChAl set-updtrLt
primer2 M2 designgfL|C}.

01. |22 AJ2FO 2 R4l
02. 5292 clean benchOf|A] 2134

03.UDG System
Cross over contamination #2|& £[8 UDG SystemO| 2%
HES ALEILICE

@ Non-Specific amplification / Primer dimer

01. Annealing Temperature(AT)

25/AZ Annealing temperatureZ | | &S A2 H|S0| 20l band7| =
check 2 4 QIALICH ATE 2 CTA 01 | AEBIILE 25 gradientS
O[8310] 2|2 ATS HBILICE

01. Primer design

Melting curve / 27| &15-2 E3} H|S 0|20l Age| ZZojsg
EQIBILICE Target geneRt ZEE 4= QUL primerS CHA|
designdtO] 4=3SHL|C}.

02. Primer Concentration

=2 S50 primerE AL HL primer dimer7t & E £
QUELICE. PrimerE serial dilution}0] dlmer7M}Er7\|E
EES HASS S A4 BT

M Application.
« Synthesize First-Strand cDNA
- cDNA Libraries
« Primer Extension
- Gene Expression
« RNA Quantification

M Tip.

RTEE0| ZAS £ U002 HE B2 5HAM-20TC £ RAITILICE
cDNA &M 2 PCR 7|7 | EE= Lid-heating0| 753t Heating block0j|A{
FYBIAIZ BYELICL 53| 50°C OAf RT 2SS 3 Al Water bath
O| AFR-2 HFZOHS ZHHA|7| cDNA BH 82 AMSHAIZ 4= U&LICH
ONAZHY &, HEH S48 4 QUL A 4501 &0| glenz oty

StI ALESHA & ULt

oln

Expiration Date : -20°C +5°C B2 A| 144

2023.11.15 (HEHA 1Y)

@ PCR efficiency above 105 %

01.Primer dimer §2 check

02. Non-Specificband §-F check

Template Melting curve S £101510{ primerdimerﬁl-?.—?—%i oI5+ Zimjof|
B2 012 B PREUS TIA| setupliLCh

03.Template 2| S5 check

Template®| SEE AEQIGI 1 M2 2 MER CHA| £SILICE

/ Primer

@ PCR efficiency below 90 %

01. Primer Concentration
Primer2| S 7R E7]LE 2 AR PCRER0| ZAE
% SlUICh 23 557} 225101 ABELICE,

02.Primer design

PrimerE M2 C|Z{QI5I0] A{4=BtL|Ct.

Real-Time PCR 21 conventional PCRZ target gene2| amplification
B2 SoisH ICt,

01.Amplicon size check

Product Amplicon2 80~150 bp7 fEIEE designéi— 2 HYELIC
Size Amplicon®|size7t 2242 22 SZ 58S H0|H, 500 bpS

ZfSIA| Q== L

01.Extension Time check
Extension‘l'lmeﬂl S 4 PRES0| LA E 4 AUSLICE
74 M7 A| Extension TimeS 524 ZIGEH|C}

-15C
(F)Hjo|eHE
e EAHBY AU 4T BT L8R 70

Extension
Time




