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Cat. No: P2131, 100 rxns/20-μ l rxn
P2132, 500 rxns/20-μl rxn
P2133, 1 ,000 rxns/20-μl rxn

Super SYBR® Green qPCR Mix
For research use on ly

Components
Component P2131 P2132 P2133
2X Super SYBR ® G reen qPCR M ix 1 m l 1 m l × 5 1 m l × 5

Storage
This reagent can be stored for 2 months at 4°C and protec ted from light. For longer s torage, it
shou ld be kept a t -20°C and protected from light.

Description
Super SYBR® G reen qPCR M ix is a 2X concentra ted rea l-tim e PCR master m ix that requ ires on ly
the add ition of templa te and primers to perform the reaction . The use of an innovative hots tart
mechan ism can reduce the in terference of primer-d imers and other secondary products on the
reaction , which can sign ificantly improve the specific ity and amplifica tion effic iency of quantita tive
PCR , and obta in a w ider quantita tive amplifica tion reg ion. The new enhancer m in im izes fluctuations
in PCR effic iency for various target fragments , and repeated freeze -thaw cycles have m in imal
impact on amplifica tion performance. This product comes with a special ROX Reference Dye,
which is suitable for all qPCR instruments, eliminating the need to adjust the concentration
of ROX on different instruments.

Applications
• Gene expression ana lysis
• Low -copy gene detection
• M icroarray va lida tion
• Gene knockdown va lida tion

Features
• Compatib le w ith common Real-tim e systems w ithout the need to ad jus t ROX reference dye
• Hot-start techno logy brings h igh specific ity and reproduc ib le amplifica tion

Protocol
Note: P lease fo llow the procedures outlined in the manual o f each respective ins trument.

1. Preparation of reaction solution (Take the ABI S tepOneP lus as an example)
Add the fo llow ing reagents to the proper thermal cycler reac tion tube or p la te on ice :

Component 10-μl rxn 20-μl rxn Final Conc.
2X Super SYBR ® G reen qPCR M ix 5 μ l 10 μ l 1X
Forward P rimer (10μM ) 0.2 μl 0 .4 μ l 0 .2μM
Reverse P rimer (10μM ) 0.2 μl 0 .4 μ l 0 .2μM
Templa te DNA 0.5-2 μl 1-4 μ l variab le
W ater, nuc lease-free to 10 μ l to 20 μ l –
Note:
• The prim e r concen tra tion can be furthe r optim ized . The optim a l range for prim e rs is 0 .2~0.6μM .
• P repare accord ing to the recommended vo lume of each instrumen t.
• Recommended amoun t o f DNA temp la te (10-20 μ l system ): 1-10ng cDNA or 10-100ng gDNA for each reaction .
The amoun t o f cDNA shou ld not exceed 1/10 of the to ta l vo lume
• Users can increase the amoun t o f the the qPCR M ix to 12 μ l when using low -copy gene as temp la te .
• U sers can reduce the amoun t o f the qPCR M ix to 8 μ l, if the melting curve comes w ith im pu re peaks.

2. Setup the plate
Transfer the reaction m ix ture to PCR tubes/p la tes. Reaction vo lumes can be reduced to 10 μ l if the
instrument supports a low vo lume system .
Cap or sea l the reaction tubes/p la tes then centrifuge brie fly to sp in down the contents and e lim inate
any a ir bubb les .

3. Preform qPCR using the following thermal cycling condition
Set the thermal cycling cond itions us ing defau lt PCR thermal cyc ling cond itions specified in the
fo llow ing tab les accord ing to the ins trument cycling parameters and melting temperatures of the
specific primers .
2-step PCR mode:
In itia l Denatura tion 95ºC 1 m in Hold ing S tage
Denatura tion 95ºC 5 sec Cycling S tage

40 CyclesAnnealing & Extens ion 60ºC [1 ] 20~60 sec [2 ]

Melting curve ana lysis (optiona l) [3 ]

3-step PCR mode:
In itia l Denatura tion 95ºC 1 m in Hold ing S tage
Denatura tion 95ºC 5 sec

Cycling S tage
40 Cycles

Annealing 55ºC [1 ] 30 sec
Extension 72ºC 30~60 sec [2 ]

Melting curve ana lysis (optiona l) [3 ]

Note:
[1 ] To im prove the specific ity, the annea ling tempera ture can be increased. Set up s igna l co llection in the
Annea ling&Extens ion or Extens ion phases respec tive ly.
[2 ] Conside r the instrumen t type when setting the extens ion tim e. If the amp lifica tion effic iency needs to be
im proved, the extens ion tim e can be increased.
[3 ] D iffe ren t instrumen ts have d iffe rent m e lting curve acqu is ition procedures, genera lly acco rd ing to the defau lt
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me lting curve acqu is ition procedures of the instrumen t.

4. Analyze the results
Data ana lys is varies depending on the instrument used. P lease re fer to your ins trument user gu ide
for in formation.

Important Notes
Template
Genom ic DNA , p lasm id DNA , or cDNA can be used as templa te . For optimal quantita tive resu lts
use up to 20ng of genom ic DNA or p lasm id DNA per 20 μ l reac tion (for smalle r vo lumes, the amount
o f templa te shou ld be decreased equ iva lently ). Us ing greater amounts of templa te may reduce the
max imum fluorescence s igna l and linearity o f s tandard curves due to b ind ing of the SYBR ® G reen I
dye to the templa te . For two-s tep RT-PCR , use e ither und ilu ted or d ilu ted cDNA generated from up
to 1μg of to ta l RNA . The vo lume of the cDNA added (from the RT reaction) shou ld not exceed 10%
of the fina l PCR volume (e.g ., fo r a 20 μl qPCR reaction , use up to 2.0 μ l o f und ilu ted cDNA ).

Primers
Carefu l primer des ign and purifica tion (HPLC -purified primers are recommended) is particu larly
important in order to m in im ize loss in sensitiv ity due to the production of nonspec ific amplifica tion
products in SYBR ® G reen I-based qPCR . Th is effec t becomes more prom inent a t low target
concentra tions. To max im ize the sensitiv ity o f the assay, use the lowest concentra tion of primers
that can be used w ithout comprom is ing the effic iency of the PCR reaction (50-400nM of each
primer). For optimal resu lts, des ign primers that amplify PCR products 60-400 bp in length . The
primers shou ld exh ib it a melting temperature (Tm ) of approx imate ly 60 ºC . We recommend
des ign ing primers specifica lly for amplifica tion of cDNA derived from mRNA . Th is prevents
amplifica tion of contam inating genom ic DNA and inaccura te quantifica tion of mRNA .

Melting Curve Analysis
Follow ing rea l-tim e qPCR , melting curve ana lysis shou ld a lw ays be performed to identify the
presence of primer-d imers and analyze the spec ific ity o f the reaction . P rogram your thermocycler
accord ing to the instruc tions prov ided.

Quality Control
The absence of endodeoxyribonuc leases, exodeoxyribonuc l- eases and ribonuc leases is confirmed
by appropria te qua lity tests. Functiona lly tested in amplifica tion of a s ing le-copy gene from human
genom ic DNA .

Product Use Limitations
This product is so ld exclusive ly for research purposes and in v itro use. Neither the product, nor any
ind iv idua l components , was tested for use in d iagnostic app lica tions or for drug deve lopment, nor is
it su itab le for adm in is tra tion to humans or an imals . P lease re fer to the MSDS , ava ilab le upon
request.
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