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Super 4X One-Step Multiplex Master Mix

Cat. No./Spec.
Cat. No. V5012-A V5012-B

20-μl reaction Nos. 200 rxns 5,000 rxns

Components
Component V5012-A V5012-B
Super 4X One-S tep Multip lex M aster M ix * 1 m l × 1 25 m l × 1
* Conta ins Reve rse Transcrip tase , RNase inh ib ito r, H eat- lab ile UDG and hot-s ta rt Taq DNA Polymerase , dNTPs
inc lud ing dUTP and buffe r componen ts .

Storage
This reagent shou ld be kept a t -15~ -25°C .

Description
The Super 4X One-S tep Multip lex M aster M ix is used to perform one-s tep multip lex rea l-tim e PCR
applica tions w ith any gene-spec ific primer and probe sets , and is su itab le for both RNA and DNA
targets. Dua l hot-s tart reverse transcrip tase and DNA polymerase can comple te more than 10-p lex
h igh ly sensitive and specific quantita tive PCR in a s ing le system . The master m ix is supp lied at a
4X concentra tion that a llows to input more sample in to each reaction , increasing sens itiv ity even in
low -vo lume reactions .

Protocol
1. Preparation of Reaction System
1.1 P repare the reaction system by referring to the tab le be low. Thaw all reagents on ice . W hen
multip le reac tion wells are prepared, 10% marg in shou ld be reserved for each component to avo id
p ipetting loss .
1 .2 Cover the reaction p la te w ith optica l film . M ix well by flipp ing and then centrifuge.
Fast reac tion system :
Component 20-μl rxn Final conc.
Super 4X One-S tep Multip lex M aster M ix 5 μ l 1X
P rimer-P robe m ix 1 μ l P rimer: 400-900 nM

P robe: 100-250 nM
Sample* Ad just as needed 1 pg-100 ng
RT-PCR G rade W ater Ad just as needed –
Tota l vo lume 20 μl

S tandard reaction system :
Component 50-μl rxn Final conc.
Super 4X One-S tep Multip lex M aster M ix 12.5 μ l 1X
P rimer-P robe m ix 2.5 μ l P rimer: 400-900 nM

P robe: 100-250 nM
Sample* Ad just as needed 1 pg-100 ng
RT-PCR G rade W ater Ad just as needed –
Tota l vo lume 50 μl
* DNA or RNA samples are acceptab le . Reverse transcrip tion does not a ffect the DNA samples.

2. Preform RT-qPCR using the following thermal cycling condition
Fast reac tion system :
Step Stage Cycle No. Temperature Time
Reverse transcrip tion * 1 1 55°C 20 m in
Polymerase activa tion 2 1 95°C 2 m in

Amplifica tion
3 45 95°C 3 sec

60°C 30 sec

S tandard reaction system :
Step Stage Cycle No. Temperature Time
Reverse transcrip tion * 1 1 55°C 20 m in
Polymerase activa tion 2 1 95°C 2 m in

Amplifica tion
3 45 95°C 15 sec

60°C 60 sec
* The recommended tempe rature for the Hotstart reve rse transcrip tion is 55 °C and the tim e is more than 15 m in.

3. Analyze the results
Data ana lysis varies depending on the ins trument used. P lease re fer to your ins trument user gu ide
for in formation. In genera l, da ta ana lysis main ly inc ludes:
1 . Observe the amplifica tion curve and set it accord ing to needs, such as:
a . se t appropria te base lines and thresho ld lines
b. remove some typ ica l outlie rs from the ana lysis
2 . O bserve whether there is any d iffe rence in C t va lue between the multip le wells;
3 . For abso lu te quantifica tion , observe the slope, amplifica tion effic iency, R 2 va lue, in tercept, C t
va lue and outlie rs o f the s tandard curve.

Product Use Limitations
This product is so ld exc lus ive ly for research purposes and in vitro use. Ne ither the product, nor any ind iv idua l
componen ts, was tested for use in d iagnos tic app lica tions or for drug deve lopment, nor is it su itab le for
adm in is tra tion to humans or an im a ls . P lease re fer to the MSDS , ava ilab le upon request.
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