SciPhi™ Hot Start DNA Polymerase
Catalogue No. NXG355 - L/M/S/XS

Product Components

Catalogue No

SciPhi™ Hot Start DNA [SciPhi™ 10X Hot
Polymerase (SU/pL) Start Buffer
NXG355-L 200 U 1.25 mL
NXG355-M 100 U 0.625 mL
NXG355-8 50U 0.312 mL
NXG355-XS 25U 0.160 mL

Store kit and all components at -20°C

Product Description

SciPhi™ Hot Start DNA Polymerase is an enhanced Taq DNA
polymerase designed to excel across a wide range of PCR
applications. This polymerase is particularly effective in amplifying
challenging targets, including long amplicons like 6 kb genomic DNA
and 20 kb A DNA.

The innovation lies in its composition: combining Taq DNA
polymerase with an antibody that suppresses activity at lower
temperatures, effectively preventing non-specific amplification,
enhances sensitivity and yield compared to conventional Tagq.
Activation occurs swiftly upon reaching optimal polymerization
temperatures, ensuring robust performance throughout the PCR
process. Also, its unique antibody-based hot start feature enables
the setup of reactions at room temperature

SciPhi™ Hot Start DNA Polymerase utilizes standard reaction setup
and cycling conditions typical of conventional Tag DNA polymerases.
The included SciPhi™ 10X Hot Start buffer, enriched with 20 mM
MgCl2 provides no need of extensive optimization of reactions.

It includes the generation of PCR products featuring 3’-dA overhangs.
The enzyme tolerates dUTP and can incorporate modified
nucleotides.

Salient Features

1. Enhanced specificity enabled by an antibody-based hot start
mechanism

2. Robust amplification with minimum optimization.

High yields of PCR products.

4. Enhanced sensitivity relative to traditional hot start Taq DNA
polymerases

5. Capable of amplifying lengthy targets up to 6 kb from genomic
DNA and up to 20 kb from viral DNA.

6. Generates 3’-dA overhangs.

7. Incorporates dUTP and modified nucleotides.
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General Information
Concentration- SU/pL

Definition of Activity Unit- One unit of the enzyme facilitates the
integration of 10 nanomoles of deoxyribonucleotides into a
polynucleotide fraction within a 30-minute period at 74°C.

SciPhi™ 10X Hot Start Buffer- It is a specialized formulation
designed exclusively for optimal performance of SciPhi™ Hot Start DNA
Polymerase in PCR. It features a carefully balanced ratio of KCl and
(NH4)2SO4, tailored to enhance the polymerase's robustness.
Additionally, the buffer includes MgCl» at a precise concentration of 20
mM.

Inhibition and Inactivation- Inhibited by Ionic detergents such
as deoxycholate, sarkosyl, and SDS at higher concentrations
than 0.06, 0.02, and 0.01%, respectively. Inactivated by
phenol/chloroform extraction.
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Instruction for Use

To set up the process and reduce pipetting errors, prepare a PCR
master mix by adding water, buffer, dNTPs, primers, and
SciPhi™ Hot Start DNA Polymerase. Prepare enough master mix
for the intended reactions plus an additional aliquot. Distribute
the master mix into separate PCR tubes and subsequently add
the template DNA to each tube.

1. Thaw at room temperature then gently vortex and briefly
centrifuge all solution.
2. Place a thin-walled PCR tube and add the following
components for each 50 pl reaction volume.
Component Reaction Conc./Vol.
SciPhi™ 10X Hot Start buffer 5uL
dNTP Mix (2 mM each) 5 pL (0.2 mM of each)
Forward primer 0.1-1.0 pM
Reverse primer 0.1-1.0 pM
Template DNA 10 pg- 1 pg

SciPhi™ Hot Start DNA Polymerase | 1.25U

SciPhi™ Nuclease-free Water| Up to 50 pL
(NXG331)

Total volume 50 pL

Gently vortex the samples and spin down.

When thermal cycler does not have heated lid, apply 25 pL
of mineral oil to cover the reaction mixture.

Place the reaction in a thermal cycler, perform PCR using
the recommended thermal cycling conditions outlined
below:

Step Temp. Time Number
of cycles

Initial . 1-3 min

denaturation 95°C 1

Denaturation 95°C 30 s

Annealing Tm 30 s 25-40

Extension 72°C 1 min/kb

Final Extension 72°C 5-15 min 1

Points need to be considered

10X Hot start Buffer contains 20 mM MgCI2, which is
optimal for most applications. If further optimization is
required, additional MgCl2 can be added to the master mix.
For PCR products up to 2 kb, it is advised to extend the step
for 1 minute. For longer products, increase the extension
time by 1 min/kb. For amplification of templates >6 kb, we
recommend reducing the extension temperature to 68°C.

For degenerate primers and long PCR applications, it is
advisable to use higher primer concentrations typically
ranging from 0.3 to 1 uM.

Applications

e PCR amplification up to 6 kb (genomic DNA) & up to 20 kb
(viral DNA.)

e RT-PCR.

e Genotyping.

e Generation of PCR products for TA cloning
e Self-circularization of linear DNA.

e Ligase-mediated RNA detection.

Troubleshooting:

For troubleshooting, please email us at techteam@nextgenlife.com;

info@nextgenlife.com.
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