Quick Guide

Beyond the PCR technology,
BIOFACT promises the progress for your research.
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OneStep RT-PCR Pre-Mix(h)

Contents

LyoFACT™ OneStep RT-PCR Pre-Mix
with dye

[Cat. No. BR531-096]

BR531-096

96 Tube
(8 Strip x 12 EA)

M Product Feature

« Preloaded lyophilisates containing Reverse Transcriptase, H-Star Tag

polymerase, dNTP's, Tracking dye(BPB), enhancer and stabilizer

« Simple, and fast setting up procedure for high yield and repeatable results

« Optimized and ready-to-use mixture of all components for a successful

QRT-PCR

« M-MLV(Recombinant) : RNase H-activity

« Hot start activity : Yes(Chemical-mediated)

« Application : Gene expression analysis, RNA virus research

Molecular diagnosis

@ No Amplification

Template

25 /A2
check

01. Starting template check

ST quality?} 2 29 520 I 218 4 QlesHIck
CHA| F:2317LE AR RS =24 A-RiRtLICh

02. PCR Inhibitor

Template| purity?H&2| 92 B2 SF0| =] 2 4 UELIC
TemplateZ D.WO|| 5|A15104 PCR3I7{Lt CHA| 2510

233 [

=

01. Primer Concentration Check
Primer2| S E7H LR E7{LL L2 49 PCR 5B0| 24T
& UELICL 2 =72 Y510 AT

02. Primer design

PrimerZ M2 C|At0I510] 2j4=84QIL|CE. Primer binding site0f|
FZ(GC-rich contents, 22t 5)7t Q12 AL binding siteS
HHZ4510{ M2 primerZ designdtH, YEHX O 2 Primer2| size=
17~25 bp, ZZ size= 80 ~ 150 bp7t &| =2 MABHL|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
AA50FSH|CE (Antibody-mediated Hot start Tag 2min)

02. Annealing Temperature(AT)

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

qPCRO| AT MO 2 50 ~ 65 C7tHE| =5 HRFHCE

PCR Mixture & Cycle

RT-PCR Mixture (Reaction vol. : 30 ;)

LyoFACT™ OneStep RT-PCR Pre-Mix 1 tube

Primer F (10 pmole/u0) 10

Primer R (10 pmole/pQ) 10

Template RNA <200 ng

Add DEPCD.W to 30 ud
Cycle*

[2-Step cycling protocol]

50°C
95C
95C
Anneal &

Extension

72°C
8C

[3-Step cycling protocol]

30min X1 50°C 30 min X1
15min X1 95°C 15 min X1
20 sec 95°C 20sec
X25~40 AT 20-40sec [ X25~40
40 sec
72°C 1min/Kb
5min X1 72°C 5min X1
8C

(Template <200 ng)

@ NTC (Non-Template Control)

Primer
dimer

01. Primer dimer$-3 £91

Melting curve 2 agarose gelS 2215104 primer dimer2|
[ EQIo Znlol| IS 012 2 ChAl set-updtrLt
primer2 M2 designgfL|C}.

0L MR A|fO = A3l
02.HESH2 clean benchOjlA 2134

03.UDG System
Cross-over contamination 22|
HZS ABELICE

£ 2I3HUDG SystemO| 22|

@ Non-Specific amplification / Primer dimer

25N
check

01. Annealing Temperature(AT)

Annealing temperature? | L4 2 S AL H|E0| 20l band7t 2=
2 4 UELICE ATE 2 CH =0 HIAESIALE 2 gradientS
O|&3}01 2|2| ATS HYEILICE

01. Primer design

Melting curve / 247 | S 58 Safl H|S0| 20l At2o| SEoiE
SLISHCE. Target genet SEE = UTE primerS CHA|
designSO] S-RUEILICH

02. Primer Concentration

=2 52| primerg AFEE 42 primer dimer7t @M E
QUELICE PrimerE serial dilutiondt0 dimer7t AlZFA|=
SESHAESHS 2 SLCH

M Multiple band are observed from the RT-PCR reaction

«The primer sequence is not specific to the desired target.

- The annealing temperature is no optimal.

«The Tm value of the primers is low

« Number of cycles is too high.

« Genomic DNA contamination-indicated by higher molecular
weight product than expected.

« Multiple cDNA products may be obtained from multigene families

or alternatively spliced genes.

M Storage

+4£5°C for up to 6 months, or -20+5C for up to 12 months.
« Store it in an aluminum coated bag and in a dry place.

« Keep the humidity below 65% after opening.

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 curveZ 21215104 primer dimer| S RE 21015111 Z41jof|
RS 0|2 HRPCREZS CHA| setupBiL|Ct.

03.Template 2| 5 check

Template®| =5 AEIQIGHT MZ2 M2 CHA| SHFILICE

Template

/ Primer

@ PCR efficiency below 90 %

01.Primer Concentration

Primere| SE7HAR £7{LH L2 A PCR E80| AT

2+ QIELICk 3 57} 235101 AR ELICE

02.Primer design

Primer§ M2 C|Z}2I510] A2t

Real-Time PCR 2 conventional PCRZ target gene2| amplification
HE2 510[5H |C}.

T

01. Amplicon size check

Product Amplicon Tkb 0[517} £|=2 designdh= 242 HABILICE
Size AmpliconQ|size7} 2242 =2 ZZ 522 HO|H, kb2

25| =R ELICE

01.Extension Time check
ExtensionTimeO| &2 Z? PCREE0| 24 2 = UFLICE
22 HY Al Extension Time S 52 2IR4gILICE

-15C
(F)HtolomE
st 22 HBAN R47 282 70

Extension
Time




