€3} protocols.io Partof SPRINGERNATURE

Jan 25, 2015

€) Ligation Protocol WITH T4 DNA Ligase (M0202) V.1

DOI
https://dx.doi.org/10.17504/protocols.io.cdks4v

New England Biolabs (NEB)
Tech. support phone: +1(800)632-7799 email: info@neb.com

New England Biolabs
New England Biolabs

Create & collaborate more with a free account

Edit and publish protocols, collaborate in communities, share insights through comments, and
track progress with run records.

Create free account

OPEN aACCESS

DOI: https://dx.doi.org/10.17504/protocols.io.cdks4v

External link: https://www.neb.com/protocols/1/01/01/dna-ligation-with-t4-dna-ligase-m0202

Protocol Citation: New England Biolabs: Ligation Protocol WITH T4 DNA Ligase (M0202). protocols.io
https://dx.doi.org/10.17504/protocols.io.cdks4v

License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License, which

permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

protocols.io | https://dx.doi.org/10.17504/protocols.io.cdks4v January 25, 2015 1/4



https://dx.doi.org/10.17504/protocols.io.cdks4v
https://dx.doi.org/10.17504/protocols.io.cdks4v
https://www.protocols.io/researchers/new-england---biolabs
https://www.protocols.io/researchers/new-england---biolabs
https://www.protocols.io/researchers/new-england---biolabs
file:///sign-up?u=about%3Ablank
https://dx.doi.org/10.17504/protocols.io.cdks4v
https://dx.doi.org/10.17504/protocols.io.cdks4v
https://www.neb.com/protocols/1/01/01/dna-ligation-with-t4-dna-ligase-m0202
https://dx.doi.org/10.17504/protocols.io.cdks4v
https://creativecommons.org/licenses/by/4.0/
https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.cdks4v

€3} protocols.io Partof SPRINGERNATURE

Protocol status: Working
Created: July 10, 2014

Last Modified: March 28, 2018
Protocol Integer ID: 140

Keywords: Joining Linkers and Adaptors, Ligase, DNA ligase, ligase, single base overhang ligation, ligation protocol with t4 dna
ligase, t4 dna ligase, ligation protocol, protocol, dna, m0202, neb website for more information

Abstract

Please see the NEB website for more information.

Materials
MATERIALS

&3 T4 DNA Ligase - 20,000 units New England Biolabs Catalog #M0202S
STEP MATERIALS

&3 T4 DNA Ligase Reaction Buffer - 6.0 ml New England Biolabs Catalog #B0202S
&3 T4 DNA Ligase Reaction Buffer - 6.0 ml New England Biolabs Catalog #80202S

Protocol materials

&3 T4 DNA Ligase Reaction Buffer - 6.0 ml New England Biolabs Catalog #80202S
%3 T4 DNA Ligase - 20,000 units New England Biolabs Catalog #M0202S
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1

2

2.1

2.2

2.3

2.4

2.5

Thaw the T4 DNA Ligase Buffer and resuspended at room temperature.
¥R T4 DNA Ligase Reaction Buffer - 6.0 ml New England Biolabs Catalog #B0202S

Set up the reaction in a microcentrifuge tube onice.

Note

Note that these are instructions for a ligation using a molar ratio of 1:3 vector to insert for
the indicated DNA sizes. Use NEBioCalculator to calculate molar ratios.

Protocol

NAME
T4 DNA Ligase Reaction

CREATED BY .
.
New England Biolabs

&2

&3 T4 DNA Ligase - 20,000 units New England Biolabs Catalog #M0202S
Vector DNA (4 kb) 50 ng (0.020 pmol)

& 50 L

Insert DNA (1kb) 37.5 ng (0.060 pmol)
4 38

Nuclease-free water to 20 ul

T4 DNA Ligase, 1
& TuL
®3 T4 DNA Ligase - 20,000 units New England Biolabs Catalog #M0202S

Gently mix the reaction by pipetting up and down and microfuge briefly.
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4 For cohesive (sticky) ends, incubate at 16°C overnight or room temperature for 10
minutes. For blunt ends or single base overhangs, incubate at 16°C overnight or room
temperature for 2 hours.

Note

Alternatively, high concentration of T4 DNA Ligase can be used in a 10-minute ligation for
blunt ends.

5 Heat inactivate at 65 degrees C for 10 minutes.
&) 00:10:00

6 Chill on ice and transform 1-5 pl of the reaction into 50 ul competent cells.
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