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PrimeTopo™ TA-Blunt Cloning Kit

User’s Instruction

Description

PrimeTopo™ TA-Blunt Cloning Kit is an innovative product that is very different
from the traditional T4 Ligase. This kit can connect DNA fragments instantly (seconds to
minutes) and efficiently (nearly 100%). This kit is recognized as a new generation of
world-leading simple, fast, zero background and, screening-free Topo TA-Blunt cloning kit.

Kit Contents

20 T

1. PrimeTopo™ TA-Blunt Vector (30ng/µl) 40 µl

2. 1kb Control (30ng/µl) 5 µl

3. 10×Enhancer 20 µl

Features

 High Compatibility: Any PCR product (compatible with A-end and blunt-end) can be

connected instantly (seconds to minutes).

 High Efficiency: The size of our novel PrimeTopo™ TA-Blunt Vector is less than 2kb,

and the plasmid size after ligation is generally 2kb smaller than the traditional

vectors. The smaller the plasmid, the higher the transformation efficiency, which

greatly improves the number of assembled products after ligation of various

fragments.

 Shorter Recovery Time: The recovery time of the Amp resistant vector is only 10

min, which is 6 times shorter than that of the Kana resistant vector.

 Convenient Transformation: The transformation can be completed within 5 min at

room temperature without an ice bath and heat shock. The subsequent recovery

only takes 15 min.

 Minimal False Positive: Based on the zero-background technology by suicide gene,

there is no self-connected false positive, thus no cumbersome Blue-White Screening
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or Colony PCR Screening is required.

 Ideal for Long Fragments: The ability to connect long fragments of PrimeTopo™

TA-Blunt Vector is far superior to the traditional TA-Blunt cloning vector. It can

connect up to 10kb fragments.

Protocol

Preparations

 Please use normally designed primers without any change (phosphorylated primers

cannot be used).

 Any PCR product (compatible with both A-end and blunt-end) can be ligated directly.

 We recommend using purified PCR products in general. If the PCR product has only

one target band, without non-specific bands and primer dimer, you may also try to

ligate directly without purification. However, if it is a PCR product with plasmid as

template, it is best to purify it, because the colony containing template plasmid may

also grow.

Ligation Reaction

1. Set up ligation reaction as the following table under room temperature (25°C - 37°C):

Component Volume

*Purified PCR Product 1-5 μl

PrimeTopo™ TA-Blunt Vector (30ng/µl) 2 μl

10×Enhancer 1 μl

ddH2O Up to 10 μl
*Add 1 μl 1kb Control for the control group. The recommended amount of fragments
used for assembly is as following:

Fragment size (bp) Recommended amount (ng)

100-1000 10-40

1000-2000 40-80

2000-5000 80-180

2. After the reaction system is prepared, gently mix with a pipette or gently flick the
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bottom of the tube, and then centrifuge at low speed to collect all the liquid at the
bottom of the centrifuge tube. Note that this step should be carried out at room
temperature.

3. Keep at room temperature for 5 min for ligation. The ligation time for long fragments
or difficult fragments can be extended to 10-15 min, and the temperature can be
increased up to 37°C, which can significantly increase the number of assembled
products.

4. Put the assembled products on ice for standby. Immediately follow the rapid
transformation step.

Rapid Transformation
1. Take out the competent cells from -80°C, quickly insert them into the ice bath and

thaw (for 1-3 min).
2. Immediately add 5µl of the assembled products, gently flick the bottom of the

centrifuge tube, and place it in the ice bath for 5 min.
3. Heat shock at 42°C for 60 sec, quickly put it back into the ice bath and let it stand for

2-3 min. Do not shake the centrifuge tube in this process.
a) Note: for this step, it is recommended to heat shock in 42°C water bath for 60

seconds. However, according to our experience, most commercial TOP10 and
DH5a competent cells can also be placed at room temperature ( ˃ 22°C). The
time does not need to be very accurate. It can be placed for about 5-8 min in
summer or at high room temperature. If the room temperature is low, the time
can be extended to about 8-15 min.

4. Add 300-500 μl LB or SOC medium (without antibiotics) and shake at 37°C 200 rpm
for 10 min.
a) Note: According to our experience, generally, the culture medium can be directly

added to the 1.5 ml centrifuge tube of competent cells (if the culture medium is
taken out from the refrigerator, put it into the 37°C incubator to warm it to room
temperature). Close the centrifuge tube cover, fix it horizontally in the shaking
incubator to recover.

5. Generally, when the insertion fragment is less than 2kb, enough assembled products
can be obtained after 10-15 min of recovery after heat shock. If use self-made
competent cells or insertion fragment is long, the recovery time can be increased to
30-60 min.

6. Take 100-200 μl bacterial solution to spread on the plate (the culture plate contains
100 μg/ml Amp) and incubate overnight.

Screening & Identification
1. This product adopts the zero-background technology by suicide gene. Bacteria

without insertion and self-connected will commit suicide. Therefore, there is almost no
false positive. Generally, what you see is what you get. As long as the growing
colonies are normal (not contaminated by miscellaneous bacteria), the experiment
should be successful. When the inserted fragment does not exceed 3kb, 1-2 colonies
can be directly selected for sequencing by M13 Sequencing Primer Set without
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colony PCR identification.
a) Note: The sequences of M13 Sequencing Primer Set are as following. M13F-

TGTAAAACGACGGCCAGT, M13R-CAGGAAACAGCTATGACC.
b) Note: Below are the sequences of multiple cloning sites (MCS) of PrimeTopo™

TA-Blunt Vector.

Storage

The minimum shelf life is 12 months at -20°C.

Only for research and not intended for treatment of humans or animals
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