
Double Digest Protocol using One RE-Mix and One Standard
Restriction Enzyme
Overview

Protocol

1. Dilute up to 1 μg DNA to 17 μl with dH O 
2. Add 2 μl of the 10X RE-Mix and 1 μl of the standard enzyme
3. Incubate at 37°C, for 15 minutes Time-Saver enzymes, or 1 hour for standard enzymes
4. Analyze by agarose gel electrophoresis

Note: Use only with standard restriction enzymes with 37°C incubation temperature.

Some Standard Restriction Enzymes are not compatible with RE-Mix

Standard Restriction Enzymes Not Compatible with RE-Mix Master Mixes
(Sequential Digestions Recommended)

AleI DpnII SalI

AlwI MluI SexAI

BanI MwoI SfaNI

BciVI NmeAIII SgrAI

BfaI NotI SphI-HF

BspCNI PacI StyI

BspEI PvuI StyD4I

BtgZI RsrII Tsp45I

There is also a protocol using two RE-Mixes.
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https://www.neb.com/protocols/double-digest-protocol-using-one-re-mix-and-one-standard-restriction-enzyme?device=pdf&country=en&srsltid=AfmBOoqpU-F4_T4pHA_wIJ7iQ3d37K2ckpjKx-I8IMf625rupnpS9xFc
https://www.neb.com/en/products/r0543-dpnii
https://www.neb.com/en/products/r0138-sali
https://www.neb.com/en/products/r0513-alwi
https://www.neb.com/en/products/r0198-mlui
https://www.neb.com/en/products/r0605-sexai
https://www.neb.com/en/products/r0118-bani
https://www.neb.com/en/products/r0573-mwoi
https://www.neb.com/en/products/r0172-sfani
https://www.neb.com/en/products/r0596-bcivi
https://www.neb.com/en/products/r0711-nmeaiii
https://www.neb.com/en/products/r0603-sgrai
https://www.neb.com/en/products/r0568-bfai
https://www.neb.com/en/products/r0189-noti
https://www.neb.com/en/products/r3182-sphi-hf
https://www.neb.com/en/products/r0624-bspcni
https://www.neb.com/en/products/r0547-paci
https://www.neb.com/Error/404?item=web%3a%7bC8E41A63-F324-43A0-A00F-D43E8BFE69FE%7d%40en
https://www.neb.com/en/products/r0540-bspei
https://www.neb.com/en/products/r0150-pvui
https://www.neb.com/en/products/r0638-styd4i
https://www.neb.com/en/products/r0703-btgzi
https://www.neb.com/en/products/r0501-rsrii
https://www.neb.com/en/products/r0583-tsp45i
https://www.neb.com/en/protocols/double-digest-using-re-mix

