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21 1, Comparison of Clontech, Invitrogen, and Stratagene PCR cloning methods, Panel A, Clontech’ s In-Fusion™ 2.0 cloning method may be used with any linearized vector, The PCR
product is amplified with primers that contain 15 bp extensions homologous to the ends of the linearized vector, Panel B, pcDNA3,1 Directional TOPO Expression Kit cloning method
from Invitrogen. The PCR product is amplified with a forward primer containing a5 CACC extension, Panel C. Stratagene’ s StrataClone Ultra™ Blunt PCR Cloning Kit method. No primer
extensions are required and cloning is not directional, The linear vector arms, in combination with the insert, are circularized by Cre recombinase after transformation into the StrataClone
Competent Cells, The Invitrogen pcDNA3. 1 and Stratagene vector arms are charged with topoisomerase |,
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Benefits of the In-Fusion™ Cloning System
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Superior Cloning Efficiency for a Range of Insert Lengths
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E 1: Transformation Efficiency (Number of Colonies)'

PCR Insert In-Fusion™ 2.0 Stratagene Invitrogen
Size (kb)  (1/10 Transformation (1/10 Transformation  (Whole Transformation
Plated) Plated) Plated)
05 ~ 950 19 236
10 ~1,600 I 164
20 ~1,570 20 ~540
40 ~1,050 18 298
6.0 ~1,480 57 101

' The numbers of colonies generated for the indicated inserts are shown, Note that for the
In-Fusion™ 2.0 and the StrataClone products, only 1/10 of the total transformation
mixes were plated, For the Invitrogen product, the entire transformation was plated.

2 : Ratio of Plasmids Containing the Correct Insert '

PCR Insert In-Fusion™ 2.0 Stratagene Invitrogen
Size (kb) Ratio % Ratio % Ratio %
05 8/8 100 4/8 50 6/8 75
10 8/8 100 0/8 0 4/8 50
20 8/8 100 4/8 50 0/8 0
40 8/8 100 0/8 0 6/8 75
6.0 4/8 50 3/8 375 0/8 0

112l 2, PCR fragments amplified for comparison cloning, Fragments of 0.5 kb, 1 kb, 2 kb,
4 kb, and 6 kb were amplified using Advantage® HD polymerase, Panel A, PCR inserts
generated for the In-Fusion™ 2,0 and Stratagene cloning, (Note that these inserts include
the 15 bp homology extensions for In-Fusion cloning into pDNR-Dual, These extensions
have no impact on Stratagene’ s cloning method,) Panel B, PCR inserts generated for
Invitrogen cloning with the included CACC addition to the forward primer for directional
cloning. 25 ng of linearized pAdeno-X was used as template for these PCR products, 1 4
of a10 #M solution of each primer was used per 50 4 PCR reaction, Lanes M and M :
1 kb ladder molecular weight markers; Lanes 1 and 1" : 0.5 kb fragment; Lanes 2 and 2 :
1 kb fragment; Lanes 3 and 3 : 2 kb fragment; Lanes 4 and 4’ : 4 kb fragment; Lanes 5
and 5 : 6 kb fragment, The StrataClone Ultra method has no particular primer design
criteria and thus any PCR product could be cloned, For this method, we chose to clone
the same PCR product that was generated for the In-Fusion Cloning method,

' The ratio and percent of positive inserts relative to the number of clones sampled for
each of the three products are shown, The orientation of the clones for the nondirectional
StrataClone method was not determined.,
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12! 3. Identification of clones containing the correct insert, The resullts for the 4 kb insert
are shown here as representative, Eight randomly selected clones from each cloning
method were digested with the restriction enzymes Hind lll and Sal | to determine if the
correct insert was present, (Hind lll and Sal | sites were introduced in the 5 and 3 PCR
primers)

Panel A, Clontech’ s In-Fusion™ 2.0 Cloning System.,

Panel B, Stratagene’ s StrataClone cloning system.

Panel C, Invitrogen' s Directional Topo cloning system,

The ratios of positive clones were as follows : In-Fusion™ 2.0 : 8/8, StrataClone : 0/8,
Invitrogen : 6/8. Lane M : 1 kb ladder molecular weight markers.
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In-Fusion™ 2.0 Dry- Down PCR Cloning kit Components

« pDNR-CMV (linearized control)

« 1,1kb 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)

Product Size Cat,No
In-Fusion™ 2.0 Dry-Down PCR Cloning Kit 8 rxns 639609
In-Fusion™ 2 0 CF Dry-Down PCR Cloning Kit 24 rxns 639607

96 xns 639608
Advantage® HD Polymerase Mix 200 rxns 639241
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