SapphireAmp® Fast PCR Master Mix

Code No. RR350A
Size:1mlx4
(for 160 PCR reactions)

Shippingat — 20°C
Storeat — 20°C

Components : (for 160 reactions)

SapphireAmp® Fast PCR Master Mix (2X Premix) 1mix4
dH20 Tmix4
Lot No.

Storage : — 20°C (at 4°C for 3 months)

Please store Master Mix at 4°C after thawing be-
cause the activity of the Master Mix may decrease
by repeated freeze/thaws. Please mix gently and
centrifuge briefly before each use.

Description :

SapphireAmp® Fast PCR Master Mix (2X Premix) is a premixed, 2-fold
concentrated PCR reaction mixture suitable for amplification of DNA at
the extension rate of 10 seconds/kb. This mixture is composed of a PCR
enzyme for Hot Start PCR, dNTP Mixture, and buffer which are optimized
for high-speed PCR. The master mix also contains a blue dye and a mate-
rial for increasing the specific gravity of the solution thus enabling direct
loading on an agarose gel for electrophoresis. PCR efficiency is greatly
improved by the master mix format, simply add your primers, template,
and begin the cycling process. Once the amplification is complete, the
reactant can be applied directly to an agarose gel for electrophoresis.

This product is very useful for examining an insert fragment (recom-
mended for less than 5 kb) by colony-directed PCR of £. coli recombi-
nant cells, and for obtaining the result quickly (about 1 hour 15 minutes
for 5 kb amplification). Furthermore, it is possible to amplify up to a 6 kb
DNA fragment when using human genomic DNA as a template.

Application :
+ DNA amplification by Polymerase Chain Reaction (PCR)
- Colony PCR

PCR test:
Good enzyme performance was confirmed by PCR amplification using
human genome DNA (amplified fragment : 6 kb) as templates.

General reaction mixture for PCR (Total 50 ul) :
SapphireAmp® Fast PCR Master Mix (2X Premix)
Forward Primer
Reverse Primer

25 ul
0.2 uM (final conc.)
0.2 uM (final conc.)

Template |: human genomic DNA or 50-100ng
plasmid DNA 100 pg - 10 ng
dH20 (Sterilized distilled water) up to 50 ul

PCR product :

As most PCR products amplified with SapphireAmp® Fast PCR Master Mix
have one A added at 3'-termini, the obtained PCR product can be directly
used for cloning into a T-vector. It is also possible to clone the product in
blunt-end vectors after blunting and phosphorylation of the end.

Dye marker at electrophoresis :

When 5 il of areactant is loaded on a 1% TaKaRa Agarose L03 gel for
electrophoresis, the blue markers are detected at positions correspond-
ing to 1 kb and 3-5 kb. The dyes have absorptions at around 260nm and
620nm, respectively. The dyes may be removed by cutting out the gel or
extracting DNA by NucleoSpin Extract Il, if necessary.

PCR Condition (example) :
3 step PCR (human or mouse genomic DNA : <2 kb, bacterial genome
55°C 5 sec.

DNA : <6 kb, colony PCR: <6 kb)
:| 30 cycles
72°C 10sec/kb *

94°C 1min. — 98°C 5 sec.
* 15 sec. for less than 1 kb.

2 step PCR (human or mouse genomic DNA 2 - 6 kb)

94°C 1 min. — 98°C 5 sec. :| 30 cycles
68°C  30sec/kb Y

Application :

A Mouse cDNA library, with insert lengths 0.5 - 5 kb, was constructed

with pUC118. Colony-directed PCR was performed to check inserts.

(1) The PCR reaction mixture was prepared as shown below, then 50 |
of the mixture was dispensed in each PCR tube.

For reaction of 8 samples :

One reaction  For 9 reactions

SapphireAmp® Fast PCR Master Mix 25 ul 225 ul
(2X Premix)

M13 Primer M4 (20 u M) 0.5 ul 45 ul
M13 Primer RV (20 u M) 0.5 ul 45 ul
dH20 24 ul 216 pl

(2) A very small amount of the recombinant colony was picked with a
sterilized micropipette tip, and was then suspended in the PCR reac-
tion mixture that was prepared and dispensed into PCR tubes. The
PCR reaction was performed following the condition below.

PCR condition :

94°C Tmin. — 98°C  5sec. 30 cycles (PCR: 1 hr 11 min.
55°C  5sec. TaKaRa PCR Thermal Cycler
72°C 40 sec. Dice®)

Electrophoresis :
The PCR products were confirmed by electrophoresis.

M 1 2 3 4 5 6 7 8

1-8:Colony PCR

M: 250 bp DNA Ladder (Dye Plus)
Load 5 ul of the reaction.

1% Agarose LO3

NOTICE TO PURCHASER: LIMITED LICENSE
[L15] Hot Start PCR
Licensed under U.S. Patent No. 5,338,671 and 5,587,287 and corresponding patents
in other countries.

[M57] LA Technology
This product is covered by the claims 6-16 of U.S. Patent No. 5,436,149 and its for-
eign counterpart patent claims.

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from TAKARA BIO INC.

If you require licenses for other use, please contact us by phone at
+81 77 543 7247 or from our website at www.takara-bio.com.

Produced by TAKARA BIOTECHNOLOGY (DALIAN) CO,, LTD.
v201012Da
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