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
TM B
LyoFACT™ RT Pre-Mix (dT18 Plus) (8 Strip x 12 EA)

M HEEA (Feature)

« Lyophilized Type H|Z 0.2, RT0|| 223t 2= 4&0| 0|2 £FE|0]
Q101 HE|5tH, HE Al E7HSH 2|45t

-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 : oligo-d(T)

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

@ No Amplification

01. Starting template check

S quality7H 2 B SRO| E[R| 2 4 AUSLIC
CHAI 251 LB RIS 521 H4-a3iLICt,

02. PCR Inhibitor

Template®| purity7}&2| %42 22 SZ0| =iX| 2 4= UBLICH
TemplateS D.WO{| 5|41510§ PCRSIHLE CHA| £&5104
23t

Template

01. Primer Concentration Check
PrimerQ| S E 7} 42 7L} S AL PCR 80| ZAE
+ QBLICE XY S 27H 25101 ALBBILICE,

S S

02. Primer design

PrimerS M2 C|ZIQI5H0] 4=Z4RIL|C}. Primer binding site0f|
F-R(GC-rich contents, 22}7-Z 5)7t US AR binding siteS
50| |2 primerS designdtH, 2EH2{O 2 PrimerQ] size=
17~25 bp, ZE size=80 ~ 150 bp7| £| =2 MASHL|CE

03. Primer degraded

PrimerZ CIA| 3|AGI7LE M2 S50 AFREHL|Ct

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 minQ 2
/A7 AZ5HoF BHL|CE. (Antibody-mediated Hot start Tag 2min)
check 02. Annealing Temperature(AT)
Tm=(A+T) X2+ (G+C) X 4, AT=Tm-(4~6"C) O| AFEHO 2 MY &
Ofl= PCRO| 2| 04O ATE 2°C 501 ZIHEiLICE
QPCRO| ATE= 2O 2 50 ~ 65 C7 £ =2 M|

RT Reaction Method

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

1. PCR tube0f| Of2{{Q}ZH0| MixtureE &

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

RNase free water to

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

3. 42 ~50°C Ol 1 hr 8FS A|ZL]C}.
— HIE0[A H3E 207| flstiAl= 50C BK

RTES0| AT+ ACO2 HF HAUS Y 20T E

g [ARCE
cDNA 8H42 PCR 7|7| &= Lid-heating0| 7+&SH Heating block0f|A{

LBIAIZ IBILICE 55| 50T OlA RTHESS 43 A| Water bath
SELICL SO| AR 2 HISMUS ZUA|F (DNA B BB AMOIAIZ 4 Y&LICH

DNA Y 2, 8187 5242 4 AUOLHAIE Y50l 0| glonz oby
200

M Storage

+4+5°C for up to 6 months, or -20+5°C for up to 12 months.

oS AASHCE - Store it in an aluminum coated bag and in a dry place.

o=

+ Keep the humidity below 65% after opening.

4. 95C 5 minZt heatingd}0] RTase Inactivation EHL|C}.

5. PCR Reaction

@ NTC (Non-Template Control)

01. Primer dlmer° &l

Primer Melting curve €2 agarose gel2 £2I510{ primer dimer2|
dimer REEEleIoln Zujol| IS 0|2 ZL, Al set-upStALL
primer2 M2 designZtL|C}.

2024.10.01 (NHA 7|HY)

@ PCR efficiency above 105 %

01.Primer dimer §5 check

02. Non-Specific band 35 check

Metting curveS &101510{ primer dimer2| R 2=
el cisrenj2 B9 PREZAS T set up°H—|E|’-
03.Template 2| S check

EElolstn Zujo|

Template

Contami-
nation 03.UDG System

HES AMBRILICE

01 M2 AIFO 2 A48l

02.HFSH2 clean benchOf|A] 2134

Cross-over contamination 22|

Template®| SEE AHEQIGI 1 M2 2 MER CHA| HSILICE

@ PCR efficiency below 90 %

01. Primer Concentration
Primer®| S=7tHHR E7{LE 2 AL PCREE0| ZAE

|2 2|5+ UDG SystemO| &l

@ Non-Specific amplification / Primer dimer

01. Annealing Temperature(AT)
Annealing temperature? | L4 2 =S 4 H|E0|ZQl band7 | 2=

25/
check 2 S UABLCE ATE2°CH

0| 8310 2|2{ ATE HYEILICE

= QUELICE HY =7t 2Y5H0| AR EILICH

02.Primer design

PrimerE M2 CIAFI5H0] A4~ HL|Ct.

Real-Time PCR 2 conventional PCRZ target gene2| amplification
OB SIS

01. Amplicon size check
Product Amplicon2 80~150 bp7| fElEi designﬁ}— 2 HYELICL
Size AmpliconQ] size7} 2242 =2 ZE 582 HO|H, 500 bp2

| =0 H|AESHHLL 2% gradientS

01. Primer design

ESLPIEIE B E

Melting curve / 47| B S-S E3| H|E0|ZQI MEQ| ZENHE EXtenoion 01.Extension Time check
SIOISHL|Ct. Target gene@t ZZE! 4 Y =2 primerS CHA| Time Extension TimeO| &2 AL PCRER0| Z4 E 4 UELICH

designSto] £=3HSH|Ct.

02. Primer Concentration

274 83 Al Extension Time S 524 ZISHL|CH

=2 559| primerS AF2E AL primer dimerZt M E 4

QUL PrimerZ serial dilution5}0{ dimer7} ARZFR|=
S EHAESHS 48 SHL|C

-15C
(F)tto|emE
e EAYEY  OHZAA R4 B2 82 70




