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RedMasterMix Fluoro (2x) with gel staining dye

3-in-1 formula of PCR mastermix, loading dye and nucleic acid staining dye to simplify the PCR
workflow to a single preparation step

Cat# M3236.0100 M3236.0500 M3236.2500 Colour code of cap
Component
Red MasterMix Fluoro (2X) with 2x 1.25mL for 10x 1.25mL for 50x 1.25mL for
gel staining dye 250x 20pL reactions 1250x 20pL reactions 6250x 20pL reactions
Description

Genaxxon’s Red MasterMix Fluoro (2X) is a ready-to-use 3-in-1 PCR reaction mixture - simply add primers and templates.
The Red MasterMix Fluoro (2X) is a pre-mixed solution containing a PCR master mix (Tag DNA polymerase, PCR buffer,
dNTPs in optimal concentrations) with a red loading dye for visual control of the pipetting steps and an additional
fluorescent nucleic acid staining dye for fast and easy detection of the DNA bands.

The Taq DNA polymerase has a 5-3’ exonuclease activity but lacks the 3’-5’ exonuclease activity. The Red MasterMix
Fluoro (2X) contains an additive red loading dye which allows subsequent electrophoresis without adding a loading
buffer. After electrophoresis, the included fluorescent nucleic acid staining dye allows an instant band visualisation

using a blue-light transilluminator without adding an additional gel staining dye. The included fluorescent dye is a safe,
non-toxic and non-mutagenic dye.

The Red MasterMix Fluoro (2x) with fluorescent dye was developed for use in routine PCR up to 4 kb amplicon length. The
special composition of the buffer guarantees reproducible results even after repeated thawing and freezing cycles. Our
Red MasterMix (2x) Fluoro is shipped in convenient aliquots of 1.25mL

Product specifications Advantages

Simplify your PCR workflow - just a single preparation step
No post-staining processing of nucleic acid

Additional inclusions loading dye, nucleic acid staining dye Direct loading - no adding of loading buffer

High degree of sensitivity

No destaining requirement

Use the blue light to detect the signal

Concentration: 2 time ready-to-use master mix

Extension rate: 1-2 kb/min. at 72°C

5’-3’ exonuclease activity: Yes

Extra addition of A: Yes

3’-5’ exonuclease activity: No 0

Nuclease contamination: ~ No Please note: The included dye does show a small

. ?xc!t.atlon peakin the UV range, b.ut fluorgscc.ence is
significantly stronger under blue light excitation. We

RNase contamination: N therefore recommend using blue light to achieve the best

Self-priming activity: No possible results.

Shipment: on wet ice but full activity at RT (+15°C to +25°C) for at least 3 months

Long-Term Storage: Stored at -20°C immediately upon receipt.
As the RedMaster Mix Fluoro (2x) is light sensitive, it should be stored protected from light

Shelf-life: Stable until expiration date when stored and handled correctly

Important notes before getting started
e This protocol is a guideline; optimize conditions as needed.
e Prepare reactions away from DNA prep/PCR analysis areas.
* Use filtered tips to prevent cross-contamination.

®©
@ Short-Term Storage: Can be stored at +4°C for up to 6 months
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PCR Protocol
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| SR Thaw primer solutions Optional:
b b Prepare a primer mix of an appropriate concentration using
- - K ni fter sterile, nuclease-free water. This is recommended if several
eeponicea e amplification reactions using the same primer pair are to be
=~ complete thawing performed.
/ and mix well before use.
>

u w

Thaw RedMastermix It is very important to mix the RedMastermix Fluoro (2x) well
Fluoro (2x) before use to avoid local differences in salt concentration.

. atRT oronice. The Genaxxon bioscience RedMastermix Fluoro (2x) is provided
as a 2X concentrated (i.e. a 10uL volume of RedMastermix Fluoro
(2x) is required for PCR reactions with a final volume of 20pL). For

\ . f volumes smaller than 50pL, the 1:1 ratio of RedMastermix Fluoro
Keep on ice after (2x) to diluted primer mix, template DNA and water should be

thawing and mix well maintained. A negative control (PCR without template DNA)
before use. should be included in every experiment. It is recommended that
the PCR tubes are kept on ice until they are placed in the thermal
cycler.
PCR protocol

primer

Nuclease-free H20

. RedMastermix Fluoro (2X) 10 pL
primer 1 (5-10 pM): variable volume: 0.1- 0.2 yM
L . . primer 2 (5-10 pM): variable volume: 0.1- 0.2 yM
Distribute 20 pl reaction mix into T RO 4 —
l each tube. emplate Pg ng
\ ‘

Mix gently, for example, by Nuclease-free water up to 20 pL

pipetting the master mix up and *If DNA concentration is below 4 pg, a migratory shift may occur in gel
electrophoresis. To remedy this, remove the fluorescent dye prior to post-
staining with our DNA Loading buffer | Fluoro (6x) (M3323) again for restoring

| Do not vortex as this may harm the DNA molecular weight in the original position. For dye removal, immerse
\Vj the PCR product in 100 mM NaCl, add 2.5 volumes absolute or 95% ethanol,
- the enzyme. incubate on ice for 20 min, then centrifuge at 4 °C for 210 min. Discard the
ethanol, wash the pellet with 1 mL 70% ethanol, dry, and resuspend the
dsDNA in TE buffer.

PCR conditions

Place PCR tubes in the Step Time Temperature
thermal cycler* and L. . .
Initial denaturation 2-5 min 94 °C
start program. .
Denaturation 20-40sec 94 °C
0 Annealing 1 min 50 - 68 °C*
A typical PCR cycling program is Extension 2 min 72 °C
outlined on the right. For maximum
yield and specificity, temperatures and Number of Cycles  25-35
cycling times should be optimized for Final Extension 5 min 72°C

each new target or primer pair. *Approximately 2°C below Tm of primers. We recommend optimizing the

Annealing Temperature by performing a temperature gradient (e.g., starting at
the lowest Tm or a few degrees below and increasing with 2°C increments).

0

Samples can be loaded directly onto oL te: The included fl tdved N l "
. . ease note: The included fluorescent dye does show only a sma
the gel without t_he need of adding .an excitation peak in the UV range, but fluorescence is significantly
additional loading buffer or nucleic stronger under blue light excitation at 490nm. We therefore
acid staining dye. recommend using blue light to achieve the best possible results.
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tional information

Quality Control
Functionally tested in PCR.

Recommendations for Standard PCR-Primers

Length 18-30 nucleotides
GC content 40-60%
Tm Design primer pairs with similar Tm values.

Optimal annealing temperature may be above OR below the estimated Tm. As a starting point,
use an annealing temperature of 3°C to 5°C below Tm of the primer with the lower Tm-Value.

Sequence Avoid complementarities of two or more bases at the 3’ ends of primer pairs.
Avoid runs of 3 or more Gs or Cs at the 3’ end.
Avoida 3’-end T.
Avoid complementary sequences within primer and between primer pairs.

Safety information

When working with chemicals, always wear a suitable lab coat, disposable gloves, and protective goggles. For
more information, please consult the appropriate material safety data sheets (MSDSs). These are available
online as pdf-file or on request (info@genaxxon.com).

Product Use Limitations

RedMastermix Fluoro (2x) is developed, designed, and sold for research purposes only. It is not to be used for
human, diagnostic or drug purposes or to be administered to humans unless expressly cleared for that purpose
by the Food and Drug Administration in the USA or the appropriate regulatory authorities in the country of use.
All due care and attention should be exercised in the handling of many of the materials described in this manual.
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Further information

For more information, please visit our website: www.genaxxon.com
or contact us:

Tel. 0731 - 3608 123
Fax 0731 - 3608 962
info@genaxxon.com
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