
NEBuilder  HiFi DNA Assembly Chemical Transformation
Protocol (E2621, E5520, E2623)
Materials Required but not Supplied

NEBuilder  HiFi DNA Assembly Master Mix
Nuclease-free Water (NEB #B1500)

NEBuilder  HiFi DNA Assembly Bundle for Large Fragments
Nuclease-free Water (NEB #B1500) 

NEBuilder  HiFi DNA Assembly Cloning Kit
Nuclease-free Water (NEB #B1500) 

Overview

For use with NEBuilder  Hifi DNA Assembly Cloning Kit (NEB #E5520), NEBuilder HiFi DNA Assembly Bundle for Large
Fragments (NEB #E2623), and NEBuilder HiFi DNA Assembly Master Mix (NEB #E2621) 

Protocols.io also provides an interactive version of this protocol where you can discover and share optimizations with the
research community. 

1. Thaw competent cells on ice.

2. Transfer 50 μl of competent cells to a 1.5 ml microcentrifuge tube (if necessary).

3. If the chemically competent cells are from New England Biolabs, add 2 μl of assembled product to NEB competent cells
and go to step 4 directly. If competent cells are purchased from another manufacturer, dilute assembled products 4-fold
with H O prior transformation. This can be achieved by mixing 5 μl of assembled products with 15 μl of H O. Add 2 μl of
the diluted assembled product to competent cells.

4. Mix gently by pipetting up and down or flicking the tube 4–5 times. Do not vortex. 

5. Place the mixture on ice for 30 minutes. Do not mix.

6. Heat shock at 42°C for 30 seconds*. Do not mix.

7. Transfer the tubes to ice for 2 minutes.

8. Add 950 ul of room temperature SOC* medium to the tube. When using NEB 10-beta or NEB Stable E. coli competent
cells, add 950 ul of the NEB 10-beta/Stable Outgrowth Medium.

9. Incubate the tube at 37°C for 60 minutes. Shake vigorously (250 rpm) or rotate.

10. Warm selection plates to 37°C.Spread 100 μl of the cells onto the selection plates. Use Amp plates for the NEBuilder
Positive Control sample. Both the transformation control pUC19 and the NEBuilder Positive Control are plated on Amp
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https://www.neb.com/en-us/products/e2621-nebuilder-hifi-dna-assembly-master-mix
https://www.neb.com/en-us/products/e2621-nebuilder-hifi-dna-assembly-master-mix
https://www.neb.com/products/b1500-nuclease-free-water
https://www.neb.com/en-us/products/e2623-nebuilder-hifi-dna-assembly-bundle-for-large-fragments
https://www.neb.com/en-us/products/e2623-nebuilder-hifi-dna-assembly-bundle-for-large-fragments
https://www.neb.com/products/b1500-nuclease-free-water
https://www.neb.com/en-us/products/e5520-nebuilder-hifi-dna-assembly-cloning-kit
https://www.neb.com/en-us/products/e5520-nebuilder-hifi-dna-assembly-cloning-kit
https://www.neb.com/products/b1500-nuclease-free-water
https://www.neb.com/en-us/products/e5520-nebuilder-hifi-dna-assembly-cloning-kit
https://www.neb.com/en-us/products/e2623-nebuilder-hifi-dna-assembly-bundle-for-large-fragments
https://www.neb.com/en-us/products/e2621-nebuilder-hifi-dna-assembly-master-mix
https://nam10.safelinks.protection.outlook.com/?url=https%3A%2F%2Fwww.protocols.io%2Fview%2FNEBuilder-HiFi-DNA-Assembly-Reaction-E2621-cwaxad&data=04%7C01%7Cdevoe%40neb.com%7Cef6cbf13637648ef5be008d9462f2b10%7C77cefbc6b3d64d6a9f740664881c384b%7C0%7C0%7C637617990670970833%7CUnknown%7CTWFpbGZsb3d8eyJWIjoiMC4wLjAwMDAiLCJQIjoiV2luMzIiLCJBTiI6Ik1haWwiLCJXVCI6Mn0%3D%7C1000&sdata=YA9TExI4D864Ua927xxYP0cRdIntDELRED6FgBvogIg%3D&reserved=0


plates.

11. Incubate overnight at 37°C.

* Please note: Follow the manufacturer's protocols for the duration and temperature of the heat shock step, as well as the
optimal medium for recovery. Typically, transformation of our positive control assembly product will yield more than 100 colonies
on an Amp plate with greater than 80% colonies containing inserts.

NEB recommends NEB 5-alpha Competent E. coli (NEB #C2987) for transformation of NEBuilder HiFi DNA Assembly products.
NEB recommends NEB 10-beta Competent E. coli, High Efficiency (NEB #C3019) for assemblies larger than 15 kb. NEBuilder
HiFi DNA Assembly Bundle for Large Fragments (NEB #E2623) offers a discount for purchasing these competent cells with the
NEBuilder HiFi DNA Assembly Master Mix.

 

https://www.neb.com/en-us/products/c2987-neb-5-alpha-competent-e-coli-high-efficiency
https://www.neb.com/en-us/products/c3019-neb-10-beta-competent-e-coli-high-efficiency
https://www.neb.com/en-us/products/e2623-nebuilder-hifi-dna-assembly-bundle-for-large-fragments

