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@ Clones PCR fragments up to 12 kb in just minutes

@ No PCR fragment purification or restriction digestion required

@ Use with Advantage HD DNA Polymerase for superior accuracy and
efficiency
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2l 1, The In-Fusion 2.0 cloning protocol,
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Advantage HD DNA Polymerase is used to generate an amplified PCR fragment containing your gene of interest (GOI), Following PCR amplification, a 30 min
treatment with our proprietary Cloning Enhancer (37°C for 15 min, then 80°C for 15 min) eliminates the need to purify the PCR product using spin columns, After
treatment, the heat-inactivated PCR product is ready for a 30 min In-Fusion cloning reaction (37°C for 15 min, then 50°C for 15 min), The lyophilized format requires
only the addition of PCR product and linearized vector prior to incubation, During the In-Fusion cloning reaction, the In-Fusion enzyme produces single-stranded
regions at the ends of the PCR fragment and vector that are fused together due to the 15 bases of homology. The resulting reaction can be used to transform E. coli
without further treatment. This simple method is well-suited for cloning a GOI contained within a large PCR fragment,
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12 2, Highly efficient cloning of a 12 kb PCR fragment using the In-Fusion 2.0 PCR
Cloning Kit,

A 12 kb PCR fragment was amplified from Adeno-X™ using Advantage HD
DNA Polymerase. Following a proprietary Cloning Enhancer treatment, this
fragment was combined in an In-Fusion cloning reaction with pDNR-Dual (4.9
kb) that had been prelinearized by digestion with Sal and Hindlll, The In-Fusion
reaction was then transformed into Fusion-Blue™ Competent Cells, and
transformants were selected on LB/Amp plates, The resulting colonies were
picked at random and screened by colony PCR, by amplifying a 2 kb fragment
within the expected 12 kb fragment, Eight out of eight, or 100%, of the
randomly picked clones contained the desired recombinant plasmid, Lane M :
1 kb DNA ladder molecular weight marker; Lanes 1~8: sampled colonies,
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2l 3, In-Fusion 2.0 PCR cloning eliminates the need for spin column purification
and provides superior cloning efficiency,

A 2 kb DNA fragment was amplified from Adeno-X using Advantage HD DNA
Polymerase, and cloned into pDNR-Dual using the following three methods:
Panel A, The amplified 2 kb fragment was spin column-purified and then
cloned into pDNR-Dual via an In-Fusion Dry-Down reaction. Panel B, The
amplified 2 kb fragment was purified using our proprietary Cloning Enhancer
and then cloned into pDNR-Dual via an In-Fusion Dry-Down reaction, Panel C,
The amplified 2 kb fragment was cloned into pDNR-Dual via an In-Fusion Dry-
Down reaction without any prior treatment, Equivalent volumes of each In-
Fusion reaction were transformed into Fusion-Blue Competent Cells and
transformants were selected on LB/Amp plates, The Cloning Enhancer-treated
sample (Panel B) yields significantly more recombinant clones (fivefold more)
than that obtained using spin column purification (Panel A), which shows
improvement over the untreated sample (Panel C).

HEd Size TaKaRa Code
In-Fusion 2.0 Dry-Down PCR Cloning Kit 8mns 639609
In-Fusion 2.0 CF Dry-Down PCR Cloning Kit® 24 mns 639607
% rns 639608
Fusion-Blue Competent Cells 24mxns 636700
9% rns 636758
Advantage HD DNA Polymerase 200mns 639241

* Competent cells not included,

In-Fusion 2.0 Dry-Down PCR Cloning Kite| A QA

+ pDNR-CMV (linearized control)

« 1.1 kb Unpurified Control Insert

» Cloning Enhancer

« In-Fusion Dry-Down Reactions (8 rxns, 24 rxns, or 96-well plate)
« Fusion-Blue™ Competent Cells (8 rxn size only)
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